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Abstract: Cyanotoxins are a diverse group of bioactive compounds produced by cyanobacteria that
have adverse effects on human and animal health. While the phenomenon of cyanotoxin production
in aquatic environments is well studied, research on cyanotoxins in terrestrial environments, where
cyanobacteria abundantly occur in biocrusts, is still in its infancy. Here, we investigated the potential
cyanotoxin production in cyanobacteria-dominated biological loess crusts (BLCs) from three different
regions (China, Iran, and Serbia) and in cyanobacterial cultures isolated from the BLCs. The presence
of cyanotoxins microcystins, cylindrospermopsin, saxitoxins, and 3-N-methylamino-L-alanine was
analyzed by liquid chromatography-tandem mass spectrometry (LC-MS/MS) method, while the
presence of cyanotoxin-encoding genes (mcyE, cyr], sxtA, sxtG, sxtS, and anaC) was investigated by
polymerase chain reaction (PCR) method. We could not detect any of the targeted cyanotoxins in the
biocrusts or the cyanobacterial cultures, nor could we amplify any cyanotoxin-encoding genes in the
cyanobacterial strains. The results are discussed in terms of the biological role of cyanotoxins, the
application of cyanobacteria in land restoration programs, and the use of cyanotoxins as biosignatures
of cyanobacterial populations in loess research. The article highlights the need to extend the field of
research on cyanobacteria and cyanotoxin production to terrestrial environments.

Keywords: cyanotoxins; biocrusts; loess; terrestrial cyanobacteria; sedimentary biosignatures; land
restoration

Key Contribution: This study showed that the studied terrestrial cyanobacteria of biological loess
crusts (BLCs) did not produce common cyanotoxins. The biological role of cyanotoxins; as well
as the application of BLC cyanobacteria in land restoration and of cyanotoxins as biomarkers in
the interpretation of palaeoenvironment and palaeoclimate from terrestrial sediment records; are
discussed.

1. Introduction

Cyanobacteria produce various bioactive metabolites, some of which exert toxic effects
on human and animal cells and cause chronic and acute diseases. Cyanotoxins can be
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classified in two ways, based on their chemical structure and their main toxic [1]. With
more than 200 known congeners [2], microcystins (MCs) are the most commonly detected
cyanotoxins worldwide, followed by cylindrospermopsins (CYNs), anatoxins (ATXs), and
saxitoxins (STXs), while the most frequently reported toxic cyanobacterial strains belong
to genera Microcystis, Dolichospermum (prev. Anabaena), Aphanizomenon, Planktothrix, and
Oscillatoria [3].

Some observed routes of exposure to cyanotoxins are drinking water, aquatic recre-
ational activities, dialysis, and food items (contaminated fish, shellfish, and agricultural and
horticultural products) [4]. More than 180 cases of cyanotoxin poisoning in humans and
animals have been reported to date, mainly associated with toxic cyanobacterial blooms [3].
Partly for this reason, the focus of cyanotoxin research has been primarily on cyanobacterial
bloom events and toxin production by aquatic cyanobacteria. Although Prinsep et al. [5]
and Honkanen et al. [6] reported MC in cultures of cyanobacteria isolated from terrestrial
environments, including moist and garden soils and wet rocks, little attention has been
paid to cyanotoxin production in arid and semi-arid terrestrial environments, in which
cyanobacteria abundantly occur within biocrusts. So far, cyanotoxins microcystin and
apratoxin were detected in strains isolated from biocrusts [7]. Metcalf et al. [8] reported
the presence of MC-LR and mcy D genes in cyanobacterial biocrusts in the deserts of Qatar,
while several other studies [9-11] reported the presence of 3-N-methyl-amino-L-alanine
BMAA and its isomers DAB and N-(2-aminoethyl)glycine (AEG) in the same region (please
note the concerns raised about the methodology of the BMAA analysis [12,13]).

Biocrusts are an important functional unit in drylands, representing an association
of sediment/soil particles and various organisms—bacteria, cyanobacteria, algae, fungi,
microfauna, lichens, and bryophytes. Their micromorphology and species composition vary
spatially and temporally. Cyanobacteria in biocrusts provide important ecological services,
including soil surface stabilization through immobilization and aggregation of particles,
carbon and nitrogen cycling and storage, and control of infiltration and runoff [14-16].
Contribution of cyanobacteria to the global biocrust cover is substantial ([17], Figure 9.4),
as they are found on each of the continents on a range of sediment types from the finest silt
to the coarsest sand. Therefore, it is not surprising that they are also found extensively on
exposed surfaces of loess deposits and sandy soils in deserts.

Loess deposits are formed by the accumulation of windblown dust particles (60-90%
silt) consisting mainly of quartz, feldspar, and mica and cover more than 10% of the land
surface, and have been extensively studied as one of the most important paleoclimate
archives in the semi-arid and arid regions. These are polygenic deposits characterized
by complex sedimentation and post-depositional processes known as loessification [18].
The latest hypothesis on loess formation in arid and semi-arid regions, the BLOCDUST
hypothesis, has recognized cyanobacteria in biological loess crusts (BLC) as a significant
contributor to this process through the accumulation and stabilization of aeolian dust
particles [19,20].

A suite of biomarkers and biomarker proxies, mainly related to higher plant commu-
nity composition [21], are commonly used to interpret the paleoclimate and paleoenviron-
ment of loess deposits. Bacteria-derived biomarkers, namely branched glycerol dialkyl
glycerol tetraethers (brGDGTs), have been used to reconstruct air temperature and pH in
loess [22,23]. In addition, Li et al. [24] and Shen et al. [25] observed a bimodal n-alkane
distribution between Cy4 and Cs3, indicating a significant contribution of a microbial com-
munity to the signal. These results could be in favor of the BLOCDUST hypothesis, so it is
crucial to develop further cyanobacteria-specific biosignatures as tools in loess research.

Loess deposits, because of their porous structure and extensive exploitation and degrada-
tion, are a significant source of airborne dust affecting people living in loess-rich areas. With a
similar idea to the BLOCDUST hypothesis on the interaction between cyanobacteria and loess
particles, artificial formation of BLC cover over the degraded loess surfaces by inoculation
of cyanobacteria is proposed as a promising mechanism for their restoration [26,27]. The
technology is based on the inoculation of laboratory-grown cyanobacteria on disturbed soil
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surfaces to establish soil particle stability, nutrient uptake, and circulation, and promote the
establishment of higher vegetation [28-30]. It is, therefore, important that the cyanobacterial
strains used for inoculation do not express toxicity to humans and animals, because particles of
the crust containing potentially toxic cyanobacteria could become airborne and affect human
and animal health by inhalation [1,8].

The toxicity of cyanobacterial taxa within BLCs has only recently been addressed for
the first time. In the two studies, one BLC sample [31] and one cyanobacterial strain isolated
from a BLC [27] showed low toxicity to the Artemia salina larvae, indicating the necessity
for further studies. This study aims to investigate cyanotoxin production in cyanobacteria-
dominated BLCs and in cyanobacterial strains isolated from BLCs to address the following:
1. the extent of cyanotoxin production in cyanobacteria of BLC; 2. to avoid the application
of potentially toxic strains in the restoration of deteriorated loess surfaces; 3. potential
of cyanotoxins as a biosignature of cyanobacterial communities in paleoenvironmental
research of loess.

2. Results

Cyanobacteria isolated from BLC samples consisted of either mixed-strain or mono-
cyanobacterial cultures from the following genera: Leptolyngbya, Nostoc, cf. Mojavia, Trichormus
Chlorogloeopsis, Calothrix, Tolypothrix, Symploca, Scytonema, Chroococcus, Chroococcidiopsis,
Desmonostoc, Symplocastrum, Oculatella, Pseudanabaena, and Pseudophormidium, Scytonematop-
sis. The underlined genera involve previously described cyanotoxin producing strains. The
highest number of isolated strains was determined for the genera Nostoc and Leptolyngbya
(Figure 1). The distribution of genera within the cultures is shown in Supplementary Materials
File S1.

Nostoc
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2 : \dv Chlorogloeopsis
‘ ' e Scytonema
b 4 | Tolypothrix
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Pseudophormidium

Scytonematopsis

Figure 1. The distribution of identified genera. The most frequently isolated genera were Nostoc and
Leptolyngbya, followed by Chlorogloeopsis, Scytonema, and Tolypothrix.

2.1. Chromatographic Analyses

We could not detect any of the eight MCs, CYN, and BMAA in analyzed BLCs.
Similarly, we could not detect any of the eight MCs, CYN, STX, and GTX2/3 in mixed-
strain cyanobacterial cultures derived from BLCs. Chromatograms and fragmentation
spectra/MRM chromatograms for all groups of reference material are provided in Supple-
mentary Materials File S2.
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2.2. PCR Analyses

PCR amplification of the 165 RNA genes was successful in 55 out of 60 cyanobacterial
strains. We could not detect PCR amplification of the genes coding the synthesis of MCs
(mcyE), NOD (nodF), CYN (cyr]), STX (sxtA, sxtG, and sxtS), and ANTX (anaC) in any of the
60 cyanobacterial strains isolated from BLCs. Images showing amplification of targeted
genes in reference material are presented in Figure 2 (the raw gel images are provided in
Supplementary Material S3).
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Figure 2. PCR amplification of target genes in reference material and lack of amplification in a
number of samples. Legend: L—ladder; R—reference; B—blank; S—sample; (a) PCR amplification
of mcyE/nodF genes in reference material. Primers used: HEPF and HEPR; reference material:
R1: NIES-107 (Microcystis), R2: PCC7820 (Microcystis), and R3: PCC7806 (Microcystis); (b) PCR
amplification of the cyr] gene in reference material. Primers used: cyr]_F and cyr]_R; reference
material: R1: CS-505 (Cylindrospermopsis), R2: CS-506 (Cylindrospermopsis), and R3: Anabaena 966;
(c) PCR amplification of sxtA gene in reference material. Primers used: stxA855_F and sxtA1480_R;
reference material: R1: CS-337/01 (Dolichospermum) and R2: CS-537 /13 (Dolichospermumy); (d) PCR
amplification of sxtG gene in reference material. Primers used: sxtG432_F and sxtG928_R; reference
material: R1: CS-337/01 (Dolichospermum) and R2: CS-537 /13 (Dolichospermum); (e) PCR amplification
of sxtS gene in reference material. Primers used: sxtS205_F and sxtS566_R; reference material: R1:
CS-337/01 (Dolichospermum) and R2: CS-537/13 (Dolichospermumy); (f) PCR amplification of anaC gene
in reference material. Primers used: anaC-genF adn anaC-genR; reference material: Anabaena 123.

3. Discussion

During this study, standard analytical and molecular biological methods developed
for cyanobacterial samples from the aquatic environment were used. It is unlikely that
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the type of matrix (biomass and BLCs) affected the extraction and analysis of cyanotoxins
and DNA, e.g., the extraction and instrumental analyses were based on widely-accepted
protocols [32-34]. Interestingly, we could not detect any cyanotoxins, nor any cyanotoxin
synthetase encoding genes in our study. This noteworthy contrast in toxin production
between cyanobacteria inhabiting a specific terrestrial substrate, loess sediment, compared
to aquatic environments is very intriguing and opens many questions about cyanotoxin
production in cyanobacteria.

As there are cyanobacterial strains producing toxins and toxin-deficient strains, most
cyanobacterial toxins have been regarded as secondary metabolites, i.e., compounds lack-
ing essential functions in the growth of the organism under optimal conditions. Such
compounds may still confer a certain selective advantage on the organism producing them
and promote the long-term survival of the population. General information on the cause
of toxin production in cyanobacteria and their functional biological /ecological role is still
very limited and requires further research. However, several hypotheses have emerged
over the years, supported by the results of various studies. Some possible biochemical and
ecophysiological functions of cyanotoxins are shown in Table 1.

Table 1. Possible biochemical and ecophysiological roles of cyanotoxins that have been reported in
the literature.

Possible Biological

Functions References
Defense mechanism against [35-42]
predators/grazers
Competltlv.e interactions with [43-46]
s microalgae
Competitive advantage
Competitive 1nteract.10ns with [43,46-48]
cyanobacteria
Competitive interactions with
. . [49-53]
aquatic and terrestrial plants
Tools in the acquisition and [44,54-58]
retention of nutrients
. . Attractants/repellents for
Cellular physiology benefits heterotrophic microorganisms [59]
Stress response (infochemicals [58,60-65]

and radical scavengers)

The fact that genes encoding the enzymes that produce MCs [66] and STX [67] ap-
peared long before the appearance of algae, higher plants, and animal life on Earth implies
that selection pressures other than predators/grazers and algal/plant competitors were
likely responsible for their appearance. Different environmental conditions favor ecologi-
cal/survival strategies and specific metabolic patterns with the highest adaptive value for
these conditions. During their short activity phase, which depends on water availability,
cyanobacteria in biocrusts of arid and semi-arid regions synthesize molecules for rapid
recovery from desiccation and UV radiation damage, dial-regulated metabolism, and adap-
tation to next desiccation/resuscitation events [68], of which secondary metabolites are a
significant part [69]. It may be that common cyanotoxins do not offer adaptive advantages
under environmental conditions in which our BLC cyanobacteria occur.

Autoregulation and other biological phenomena have also been recognized as an
ecological/survival strategy. There is increasing evidence of the release of microcystin as an
essential part of the life cycle strategy of populations of Microcystis and other bloom-forming
cyanobacteria [58,65,70,71]. Hu and Rzymski [70] examined apoptosis, i.e., programmed
cell death, as an ecological /survival strategy of Microcystis and provided a conceptual
model coupling apoptosis and MC release. Furthermore, the role of MCs and other non-
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ribosomal peptides in cell-to-cell communication during lytic events has been recognized.
Schatz et al. [58] showed that lysis of Microcystis cells or exposure to the cyanobacterial
metabolites MC, micropeptin, or microginin induced an enhanced production of MCs
in the remaining Microcystis population. The authors interpreted this elevation of MC
production and increased toxicity as an attempt to raise the fitness of the population in
its ecological niche. MC involvement in the regulation of Microcystis morphotype (with
influence on cell-to-cell contacts) was indicated by Zilliges et al. [65] who showed that the
expression pattern of the extracellular glycoprotein MrpC was different in microcystin-
containing and microcystin-deficient strains. Makower et al. [71] showed that the relative
expression of genes related to the central intermediary metabolism, photosynthesis, and
energy metabolism were different in a wild-type toxin-producing strain of Microcystis
aeruginosa and a microcystin-deficient mutant. Interestingly, Makower et al. [71] showed
that the signaling effect of extracellular, added microcystin was limited to the regulation of
genes related to secondary metabolism only.

Successful cell-to-cell and especially colony-to-colony communication require a medium
for the diffusion of autoinducers and other signaling molecules. It is evident that such
communication cannot be equally successful or meaningful in areas with strongly limited
water availability. Considering communication as an important biological function of MCs, it
would be a waste of resources and an adaptive disadvantage for the cell to produce MCs in
an environment where they cannot be utilized.

Could water availability actually explain the difference between our results and those
of studies reporting cyanotoxins in biocrust cyanobacteria? Water availability varies widely
in arid and semiarid regions. The BLCs and isolated cyanobacteria we studied originate
predominantly from exposed vertical loess deposit profiles and hillslopes where water
retention is very unlikely. However, some biocrusts develop in depressions where intense
dew formation occurs or where rainwater can accumulate for some time. Assuming that
sufficient water is available for a period of time, cyanobacteria would have a medium
through which cyanotoxin-mediated signaling would be possible.

On the other hand, research on cyanotoxin production in biocrust cyanobacteria is
insufficient, and we do not have a clear picture of the extent of cyanotoxin production in
environments where biocrusts are present. It could simply be that the cyanobacterial strains
studied here do not produce common cyanotoxins, as some cyanobacterial strains/species
do in aquatic environments. As highlighted by Gértner et al. [72] and Huang et al. [7],
research on cyanotoxins in terrestrial environments should be more precise in terms of
sampling site characteristics and conditions and species diversity if we are to fully un-
derstand the factors driving cyanotoxin production in terrestrial environments and the
biochemical/ecophysiological role of cyanotoxins in general.

We assessed common cyanotoxins in strains of BLC cyanobacteria to evaluate their
potential in restoration of degraded loess environments. Our results suggest that studied
BLC cyanobacteria do not produce common cyanotoxins and imply their safe use in
restoration. However, with recent developments in analytical techniques and in vitro and
in vivo bioassays, bioactive compounds are being discovered that have toxic effects on
human and animal cells but are structurally different from the known cyanotoxins, so
we should not rule out the presence of some other toxic compounds [1,73]. For example,
strains isolated from terrestrial environments have recently been reported to produce an
uncommon cyanotoxin apratoxin, the production of which was previously associated
exclusively with marine environments [7]. Bioassays could be a great tool to examine the
general toxicity of inoculants [27,73], which is especially important for the rehabilitation of
degraded and desertified land by cyanobacterial inoculation, since the application of toxic
cyanobacterial strains would be hazardous.

One of the objectives of this study was to examine the biosignature capacity of cyan-
otoxins for use in paleoenvironmental studies of loess, in terms of genus/species speci-
ficity and abundance. Cyanotoxins are organism-specific compounds, and MCs and CYN
have been reported to maintain stable structure under a variety of environmental condi-
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tions [35,74-76], which is a prerequisite for sedimentary biosignature. Cyanotoxins MCs
and CYN have been used as a paleolimnological tool to detect past harmful algal blooms
(HABs), track population fluctuations of cyanotoxin producers, and understand under
which environmental conditions cyanotoxin production was triggered [77-82]. Although
there are some concerns about the biomarker potential of MCs regarding stability (e.g.,
resistance of MCs to bacterial degradation under anoxic conditions) and extraction methods,
they are considered to have great potential for use in paleolimnological studies along with
CYN [83].

The notable absence of cyanotoxin production by the BLC cyanobacteria studied here
suggests that cyanotoxin production is not as common in BLC and therefore may not
be reliable biosignature candidates to represent terrestrial cyanobacterial populations in
loess research. Further research is needed to understand the extent of cyanotoxin produc-
tion in BLCs and terrestrial environments in general, and to link a particular terrestrial
environment (e.g., loess) or environmental conditions to cyanotoxin production.

4. Conclusions

We did not detect targeted common cyanotoxins or cyanotoxin-encoding genes in the
studied BLCs and cyanobacterial strains. This is an indication of either lack of common
cyanotoxin production in studied BLC cyanobacteria or production of novel cyanotox-
ins/secondary metabolites. The environment of biocrust cyanobacteria is completely
different from that of aquatic cyanobacteria. Therefore, different metabolic profiles might
be expected, as metabolites may not have the same adaptive value in different environ-
ments. To date, little research has been conducted on the production of cyanotoxins by
terrestrial cyanobacteria, and we hope that this article will stimulate further studies on this
topic. This is of great importance if we are to define the biochemical or ecophysiological
roles of cyanotoxins.

Furthermore, our results suggest that analyzed cyanobacterial strains can potentially
be used in land restoration. We suggest that cyanobacterial strains should be tested with
e.g., bioassays prior to inoculation in the field to investigate their potential toxicity, as they
may produce non-common toxic compounds or toxic compounds not yet described.

The observed absence of cyanotoxin production in studied BLC cyanobacteria does
not favor the use of cyanotoxins as a biosignature of cyanobacterial communities in the
reconstruction of paleoclimate and paleoenvironment in loess. Further studies are needed
to link specific environments to cyanotoxin occurrence in terrestrial sediment records.

5. Material and Methods
5.1. Biocrust Samples and Cyanobacterial Cultures

The biocrust samples and cyanobacterial cultures with strain identifications to the
genus level are presented in Supplementary Materials File S1. Biocrusts were sampled
from the exposed loess beds and exposed vertical loess profiles in Serbia 2006 (Ruma,
old brickyard; Titel Loess Plateau (TLP)—MoSorin); exposed vertical loess profiles in
Serbia 2015 (Ruma, old brickyard; Irig; TLP—Vilovo; TLP—Titel old brickyard; Stari
Slankamen); exposed vertical loess profiles in China 2013 (Luochuan; Xifeng; Zhaojiachuan);
and exposed vertical loess profiles and upland loess slopes in Iran 2014 (Saravan; Neka;
Toshan; Gorgan; Now Deh; Agh Band). Samples were stored in dry and dark conditions at
room temperature (=222 °C) until cyanotoxin analyzes in 2015 and 2016. The size of biocrust
samples varied between 5 cm? and 15 cm?.

Prior to isolation of cyanobacterial strains, biocrust samples were visually examined
using binocular stereomicroscope (Leica MZ) to confirm the presence of cyanobacterial
colonies. To isolate cyanobacteria, approximately two cm? of a BLC was soaked in 50 mL of
BG11-N and BG11-Nj (nitrate-free) medium [84] and cultured under a 14/10 (light/dark)
illumination period (8000 K, 60 lux, 750 Im; Power-GLO, Rolf C. Hagen Inc., Mansfield,
MA, USA) at room temperature (=22 °C) for 30 days. During this period, colonies of
cyanobacteria formed over and around the biocrust sample. The colonies were separated
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from the biocrust surface and flask walls/bottom and transferred to 5 mL of fresh BG11-
N/Nj. After 30 days of cultivation under the conditions mentioned above, 40 mL of fresh
BG11-N/Np medium was added to the culture. After 30 days of cultivation, 30 mL of
culture medium was removed, and another 30 mL of BG11-N /Ny medium was added
to the culture. The substitution of the culture media was repeated monthly until further
analysis. A total of 98 mixed-strain cultures were established.

In further steps, a total of 60 cyanobacterial strains were isolated to form the mono-
cyanobacterial cultures. Isolation and purification were conducted through a series of
alternate cultivation in liquid and solid (1.5% agar) BG-Nj media [85]. Finally, the isolated
strains were cultured in 50 mL of BG-Ny medium in an incubator under a 14/10 (light/dark)
illumination period (8000 K, 60 lux, 750 Im; Power-GLO, Rolf C. Hagen Inc., Mansfield,
MA, USA) at 27 °C during four weeks. Approximately 10 mL of each strain culture was
freeze-dried before extraction.

The identification of cyanobacteria to the genus level was performed on VWR BI
100 (VWR International, Belgium), Olympus BX 50, and Olympus BX 51 microscopes
(400-1000 x magnification) using identification keys [86-88].

5.2. Extraction of Cyanotoxins

Extraction of microcystins was performed on ten biocrust samples collected in Serbia and
98 mixed-strain cultures. Extraction of cylindrospermopsin was performed on ten biocrust
samples collected in Serbia and 35 mixed-strain cultures. Extractions were performed accord-
ing to SOP_TOXIC_AAU_04F [89] with minor modifications. For the extraction of cyanotoxins
from the biocrusts, approximately 1 g of the biocrust surface from paired samples containing
cyanobacteria was scraped and soaked with 5 mL of 75% MeOH (J.T. Baker HPLC Gradient
Grade, The Netherlands). Extraction continued with 15 min sonication in an ultrasonic bath,
followed by 1 min sonication with a probe (3 mm microtip, 30% pulse, 30% energy; Bandelin
Sonopuls HD2070). To avoid contamination, the probe was washed with 75% MeOH after
each sample. Samples were then placed in a water bath at 50 °C for 30 min with shaking. The
centrifugation at 2000x g for 15 min followed, and 3 mL of the supernatant was separated and
evaporated to dryness under a stream of nitrogen at 50 °C. For analysis of cylindrospermopsin
from the same vial, the extracts were dissolved with 300 uL of 50% MeOH (LC-MS Chro-
masolv, Riedel-de Haén™, Germany) and vortex shaken for 30 s. Finally, the extracts were
filtered through a GHP ACRODISC @13 mm syringe filter with a 0.2 um GHP membrane
(Pall Corporation, New York, NY, USA).

For extraction of the same cyanotoxins from cyanobacteria in mixed cultures, ap-
proximately 100 mL of the culture was filtered through Whatman GF/C 247 mm glass
microfiber filters (GE Healthcare UK Limited, Hatfield, UK). The biomass retained on the
filters (50.2-141 mg) was freeze-dried and then dissolved in 3 mL of 75% MeOH (]J.T. Baker
HPLC Gradient Grade, Phillipsburg, NJ, USA). Samples were further sonicated for 15 min
in an ultrasonic bath, followed by 1 min sonication with a probe (3 mm microtip, 30% pulse,
30% energy; Bandelin Sonopuls HD2070, Sigma-Aldrich, Burlington, MA, USA). The probe
was washed with 75% MeOH after each sample. A volume of 1.5 mL from each sample
was transferred to Eppendorf tubes and centrifuged at 10,000x g for 10 min. A volume
of 1 mL of the supernatant was evaporated to dryness under a nitrogen stream at 50 °C.
Samples were further processed in the same manner as biocrust samples.

Extraction of saxitoxin and gonyautoxin 2-, and 3 hydrochloride from 10 mixed-strain
cultures was performed in 80% acetonitrile (ACN) containing 0.1% formic acid. First,
the samples were sonicated in a bath for 15 min, after which each sample was sonicated
separately with a probe (3 mm microtip, 30% pulse, 30% energy; Bandelin Sonopuls
HD2070). Samples were then centrifuged at 10,000x g for 10 min. The supernatant was
separated and filtered through a GHP Acrodisc 13 mm syringe filter with a 0.2 um GHP
membrane. The filtered extracts were stored at —20 °C until two layers were separated
(upper-ACN; lower-H,O). The lower layer was separated and submitted to HPLC analysis.
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BMAA extraction was based on [13]. First, 600 uL of 0.1 M trichloroacetic acid (TCA)
was added to 12 mg of cyanobacterial BLC sample. After vortexing and standing at room
temperature for 10 min, the sample was vortexed and centrifuged. The supernatant was
transferred to a spin filter tube and centrifuged again for 5 min. The filtrate was transferred
to a plastic tube. Then, 600 puL of TCA was again added to the pellet of the sample, and
the extraction and centrifugation steps were repeated. The pooled filtrate was split for the
extraction of free and soluble bound BMAA. For free BMAA extraction, 20 uL of a2 mg/L
D3;BMAA solution in 20 mM HCl was added to 500 uL extract. These samples were dried
under vacuum, and then reconstituted in 500 uL 67% acetonitrile /33% water/0.1% formic
acid and transferred to a vial for analysis. For soluble bound BMAA, 450 pL of the pooled
filtrate was transferred to a small glass vial. Next, 20 uL of D3BMAA solution was added
and the samples were dried under vacuum. Then, 30 uL 6 M HCI was added, after which
the samples were flushed with nitrogen and hydrolyzed at 105 °C for 20 h. After hydrolysis,
the samples were again dried under vacuum and reconstituted in two times 250 puL 67%
acetonitrile/33% water/0.1% formic acid. After centrifugation in a spin filter tube, the
samples were transferred to a vial for analysis. Total BMAA was extracted by adding 20 uL
D3BMAA solution to 0.5 mg of sample. The samples were dried, and then hydrolyzed in
the same way as the extracts for soluble bound BMAA.

5.3. Chromatographic Analyses

Liquid chromatography-tandem mass spectrometry (LC-MS/MS) was performed to
analyze the presence of eight MCs (MC-LR, dmMC-LR, MC-RR, dmMC-RR, MC-LY, MC-
LW, MC-YR, and MC-LF) and CYN in the samples. The analyses of MCs in 98 mixed-strain
cultures and 20 BLCs sampled in Serbia were carried out according to [90,91] on an Agilent
1200 Rapid Resolution (RR) LC coupled to ion trap mass spectrometer with electrospray
ion (ESI) source (Bruker Daltonics HCT Ultra, Bremen, Germany). Extracts were loaded
(5 uL injection volume) onto Ascentis C1g, 50 mm x 3 mm L.D. column with 3 pm particles
(Supelco) at 40 °C. Solvent A was H,O-ACN-formic acid (99:1:0.1, v/v/v) and Solvent
B was ACN-formic acid (100:0.1, v/v). The following linear solvent gradient program
was used: 0 min 25% B, 5 min 70% B, 6 min 70% B, and 6.1 min 25% B; stop time 10 min
with flow rate 0.5 mL/min. Data acquisition was performed using Compass 1.3 software
(Bruker Daltonics, Bremen, Germany). The mass spectrometer (MS) was operating under
following conditions: positive electrospray ion trap mode; dry temperature 350 °C; dry gas
10.0 1/min; nebulizer pressure 40 psi; capillary voltage 4.0 kV; scan range from m/z 500
to m/z 1200 with the Smart parameter Setting (SPS) function; the ICC target 300,000 with
a maximum accumulation time of 100 ms; MS-MS fragmentation assisted by Smart Frag
setting. The analyzes of CYN in 35 mixed-strain cultures and 11 BLCs sampled in Serbia
were carried out with small modifications to the LC and MS methods used in the analyzes
of MCs. The linear solvent gradient program was 0 min 100% A, 2.5 min 100% A, 2.6 min
50% A, 4 min 50% A, 4.1 min 100% A; stop time 10 min; flow rate 0.5 mL/min. The MS
scan ranged from m/z 395 to m/z 440 with the Smart parameter Setting (SPS) function. The
ICC target was set to 200,000 with a maximum accumulation time of 100 ms.

The analyses of GTX 2/3 and STX in ten mixed-strain cultures were carried out using the
ion-pair HPLC with post-column oxidation and fluorescence detection (HPLC-FLD) according
to [92] on a Merck Hitachi LaChrom HPLC-system (Tokyo, Japan) coupled to a Hewlett-
Packard Series 1100 Fluorescence detector. Extracts were loaded (10 pL injection volume)
onto Waters Xbridge C18 150 mm x 3 mm L.D. column with 3.5 um particles (Milford, MA,
USA) at 40 °C. Solvent A was (6 mM octanesulfonic acid, 6 mM heptanesulfonic acid and
40 mM ammonium phosphate, 20% phosphoric acid, pH 7)-tetrahydrofuran, 99.25:0.75 (v/v).
Solvent B was (7 mM octanesulfonic acid, 7 mM heptane sulfonic acid, 48 mM ammonium
phosphate, 20% phosphoric acid, pH 7)-tetrahydrofuran-acetonitrile, 89:1:10 (v/v/v). The
following pump gradient program was used: 0 min 100% A, 6 min 100% A (GTX2/3 elute),
7.5 min 100% B, 32 min 100% B (STX elue), 33 min 100% A, 45 min 100% A, and flow rate 0.55
mL/min. The oxidized derivatives of STX and GTX2/3 were detected at Agy 330 nm and Agp,
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395 nm, following the post-column oxidation: 60 °C in a PTFE reaction coil (15 m x 0.3 mm
LD.) with 5 mM periodic acid and 275 mM ammonia in water at 0.3 mL/min. 0.38 M nitric
acid at 0.4 mL min~—!, was used to lower the pH to acidic.

In-house prepared microcystin reference materials containing MC-LR, dmMC-LR, MC-
RR, dmMC-RR, MC-LY, MC-LW, MC-YR, and MC-LF obtained from PCC7820 Microcystis
and NIES-107 Microcystis strains were used for identification of MCs [93]. Certified reference
materials for CYN, STX and gonyautoxin 2-, and 3 hydrochloride (GTX2/3) were acquired
from NRC-IMB (Institute for Marine Biosciences, Halifax, Canada). Table 2 shows the
lowest analyte levels in the diluted reference materials which gave a signal-to-noise ratio
(S/N) higher than three.

Table 2. Detectable cyanotoxin levels in the reference materials and corresponding toxin levels in dry
cyanobacterial material.

Lowest Cyanotoxin Levels in the Corresponding Toxin Levels
Toxin Diluted Reference Materials Giving in Dry Cyanobacterial
S/N > 3 (pg/uL) * Material (ng/g)
dmMC-RR 3.8 0.030
MC-RR 11.2 0.089
MC-YR 12.4 0.097
dmMC-LR 10.0 0.079
MC-LR 10.7 0.085
MC-LY 11.1 0.088
MC-LW 34.6 0.27
MC-LF 22.0 0.18
CYN 125 0.98
STX 2.4 0.002
GTX2/3 ** 453/171 0.36/0.13

* these values do not represent limits of detection but detectable concentrations present in the 100-1000x diluted
reference materials, and ** standard dilutions of more than 100x were not run for the analysis of GTX2/3.

BMAA analysis was performed as in [13]. Samples were analyzed without derivatiza-
tion by LC-MS/MS. Quantification was performed against a calibration curve in solvent,
and each sample was corrected for the recovery of the internal standard D;BMAA. Table 3
shows limit of detection (LOD) and limit of quantification (LOQ) values for BMAA.

Table 3. Detection and quantification limits for BMAA.

Free SB Tot
LOD (ug/g dw) 0.2 0.2 2
LOQ (ng/g dw) 0.5 0.6 5

5.4. DNA Extraction

Screening for cyanotoxin-coding genes was performed on 60 monocyanobacterial
cultures (20:20:20 Serbia:Iran:China, Supplementary Materials File S1). Approximately
10 mg of freeze-dried biomass of both reference strains and culture samples was used for
DNA extraction. Genomic DNA was extracted using the DNeasy Plant Mini Kit (QIAGEN,
Hilden, Germany) according to the manufacturer’s instructions. The quality and quantity of
the extracts were assessed spectrophotometrically (NanoDrop ND-1000, Thermo Scientific,
Waltham, MA, USA) through the Ayg/Ajzgg ratio.

5.5. Polymerase Chain Reaction (PCR)

Qualitative PCR was run to analyze samples for the presence of MC (mcyE), CYN (cyr]),
STX (sxtA, sxtG, and sxtS), and ANTX (anaC) synthetase genes in 60 cyanobacterial strains.
The presence of cyanobacterial DNA in the samples was confirmed by PCR amplification of
16S rRNA gene. PCR reaction mixtures were prepared in a total volume of 20 pL containing
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1 x Phire Reaction Buffer, 0.4 uL Phire II HotStart polymerase (Thermo Scientific, Waltham,
MA, USA), 0.2 mM dNTPs (Thermo Scientific), 0.5 uL forward and reverse primers (Table 4),
2 uL of the template containing 0.35 to 0.5 ng/uL of genomic DNA, and sterile deionized
water. The PCR protocol for the amplification of the 165 RNA gene [94] included: initial
denaturation for 5 min at 94 °C; 30 cycles of denaturation for 45 s at 94 °C, primer annealing
for 45 s at 57 °C, and strand elongation for 2 min at 68 °C; final elongation for 7 min at 68 °C.
The PCR protocol for genes coding cyanotoxin production included: initial denaturation
for 30 s at 98 °C; 40 cycles of denaturation for 5 s at 98 °C, primer annealing for 5 s at 52 °C
or 61 °C or 62 °C (Table 4), strand elongation for 10 s at 72 °C; final elongation of 1 min at
72 °C (C1000 Touch Thermal Cycler (Bio-Rad, Hercules, CA, USA)). Potential inhibition
of PCRs was assessed through an exogenous amplification control template containing
1 pL: 1 pL (reference: sample). Following strains were used as a reference in the control
template: PCC7820 for mcyE, CS-506 for cyr], CS-537/13 for sxtA, sxtG, sxtS, and ANA123
for anaC. Visualization of PCR products was performed on a 1.5% Top Vision agarose gel
(Thermo Scientific) dyed with SYBR® Safe DNA gel stain. The bands were documented
on Gel Doc™ XR (Bio-Rad, Hercules, CA, USA) using Quantity One software (v. 4.6.9)
(Bio-Rad, Hercules, CA, USA).

Table 4. List of primers used for qualitative PCR.

Gene Primer 5'-3' Sequence Annealing t (°C) Reference
PA AGAGTTTGATCCTGGCTCAG
165 RNA 23S30R CTTCGCCTCTGTGTGCCTAGGT 57 95,961
mevE HEPF TTTGGGGTTAACTTTTTTGGGCATAGTC 61 [97]
Y HEPR AATTCTTGAGGCTGTAAATCGGGTIT
eyt cyr]_F TTCTCTCCTTTCCCTATCTCTTTATC 62 [98]
y cyr]_R GCTACGGTGCTGTACCAAGGGGC
oxtA stxA855_F GACTCGGCTTGTTGCTTCCCC 61 [92]
sxtA1480_R GCCAAACTCGCAACAGGAGAAGG
xtG sxtG432_F AATGGCAGATCGCAACCGCTAT 2 [92]
sxtG928_R ACATTCAACCCTGCCCATTCACT
xtS sxt5205_F GGAGTATTDGCGGGTGACTATGA 62 [99]
sxt5566_R GGTGGCTACTTGGTATAACTCGCA
anaC anaC-genF TCTGGTATTCAGTCCCCTCTAT 50 [100]
anaC-genR CCCAATAGCCTGTCATCAA

5.6. Reference Strains for PCR Analysis

The reference strains for PCR analysis were obtained from Finnish Environment
Institute (SYKE), Pasteur Culture Collection (PCC), Australian National Algae Culture
Collection (CS), University of Helsinki Culture Collection (UHCC), and National Institute
for Environmental Studies Microbial Culture Collection (NIES). MC reference strains: NIES-
107 (Microcystis), PCC7820 (Microcystis), and PCC 7806 (Microcystis); CYN reference strains:
CS-505, CS-506 (Cylindrospermopsis), and Anabaena 966 (SYKE); SXT reference strains: CS-
337/01 and CS-537/13 (Dolichospermum); ANA-a reference strain: Anabaena 123 (UHCC)
were used in this study.

Supplementary Materials: The following supporting information can be downloaded at: https:
/ /www.mdpi.com/article/10.3390/toxins14030215/s1, Supplementary Materials File S1: Mixed-
strain cultures of cyanobacteria isolated from BLC; Supplementary Materials File S2: Chromatograms
and fragmentation spectra/MRM chromatograms for all groups of reference material; Supplementary
Materials File S3: Raw gel images of PCR amplification of target genes in reference material and lack
of amplification in a number of samples.

Author Contributions: Conceptualization, Z.S.; Methodological design, ] M., T.D., E]J.F. and H.S;
Data curation, T.D. and E.J.F.; Material sampling: T.D., TP.M., Z.S. and Q.H.; Experiments, T.D.,
E.J.E. and T.PM.; Writing—original draft preparation, T.D.; Writing review and editing, Z.S., ].M.,


https://www.mdpi.com/article/10.3390/toxins14030215/s1
https://www.mdpi.com/article/10.3390/toxins14030215/s1

Toxins 2022, 14, 215 12 of 16

E.J.F, TPM., QH. and H.S.; Visualization, T.D. and E.J.F,; Funding acquisition, T.D., Z.S. and ].M. All
authors have read and agreed to the published version of the manuscript.

Funding: This work is supported by ERASMUS+ mobility program signed between the University of
Novi Sad Faculty of Sciences and Abo Akademi University, Project Code 2015-2-FI01-KA107-022151
and Project Code 2017-1-FI01-KA107-034440. T.D. was supported by the Abo Akademi University
Doctoral Scholarship Programme and the Alfred Kordelin Foundation (Grant No. 200173). Z.S.
and T.P.M. would like to acknowledge financial support of the Ministry of Education, Science and
Technological Development of the Republic of Serbia (Grant No. 451-03-68/2022-14/200125) and
to acknowledge the support by the Science Fund of the Republic of Serbia, #7726976, Integrated
Strategy for Rehabilitation of Disturbed Land Surfaces and Control of Air Pollution—RECAP. Q.H.
was supported by the National Natural Science Foundation of China (41888101 and 41625010).

Institutional Review Board Statement: Not applicable.
Informed Consent Statement: Not applicable.

Data Availability Statement: The data presented in this study are available on request from the corre-
sponding author T.D. Some of the data are not publicly available due to later utilization in PhD thesis.

Conflicts of Interest: The authors declare no conflict of interest.

References

1.

10.

11.

12.

13.

14.

15.

16.

Codd, G.A.; Meriluoto, J.; Metcalf, ].S. Introduction: Cyanobacteria, cyanotoxins, their human impact, and risk management. In
Handbook of Cyanobacterial Monitoring and Cyanotoxin Analysis; Meriluoto, J., Spoof, L., Codd, G.A., Eds.; John Wiley & Sons, Ltd.:
Chichester, UK, 2016; pp. 1-8. [CrossRef]

Spoof, L.; Catherine, A. Appendix 3: Tables of microcystins and nodularins. In Handbook of Cyanobacterial Monitoring and
Cyanotoxin Analysis; Meriluoto, J., Spoof, L., Codd, G.A., Eds.; John Wiley & Sons, Ltd.: Chichester, UK, 2016; pp. 526-537.
[CrossRef]

Svircev, Z.; Lali¢, D.; Savi¢, G.B.; Tokodi, N.; Backovi¢, D.D.; Chen, L.; Meriluoto, J.; Codd, G.A. Global geographical and historical
overview of cyanotoxin distribution and cyanobacterial poisonings. Arch. Toxicol. 2019, 93, 2429-2481. [CrossRef] [PubMed]
Drobac, D.; Tokodi, N.; Simeunovi¢, J.; Balti¢, V.; Stani¢, D.; Sviréev, Z. Human exposure to cyanotoxins and their effects on health.
Arch. Ind. Hyg. Toxicol. 2013, 64, 305-316. [CrossRef]

Prinsep, M.R.; Caplan, ER.; Moore, R.E.; Patterson, G.M.L.; Honkanen, R.; Boynton, A.L. Microcystin-LA from a blue-green alga
belonging to the Stigonematales. Phytochemistry 1992, 31, 1247-1248. [CrossRef]

Honkanen, R.E.; Caplan, ER.; Baker, K.K.; Baldwin, C.L.; Bobzin, S.C.; Bolis, C.M.; Cabrera, G.M.; Johnson, L.A.; Jung, ].H.;
Larsen, L.K; et al. Protein phosphatase inhibitory activity in extracts of cultured bue-green algae (Cyanophyta). J. Phycol. 1995,
31, 478-486. [CrossRef]

Huang, LS.; Pietrasiak, N.; Gobler, C.J.; Johansen, ].R.; Burkholder, ].M.; D’Antonio, S.; Zimba, P.V. Diversity of bioactive
compound content across 71 genera of marine, freshwater, and terrestrial cyanobacteria. Harmful Algae 2021, 109, 102116.
[CrossRef] [PubMed]

Metcalf, ].S.; Richer, R.; Cox, P.A.; Codd, G.A. Cyanotoxins in desert environments may present a risk to human health. Sci. Total
Environ. 2012, 421-422,118-123. [CrossRef] [PubMed]

Chatziefthimiou, A.D.; Banack, S.A.; Cox, P.A. Biocrust-produced cyanotoxins are found vertically in the desert soil profile.
Neurotox. Res. 2020, 39, 42—48. [CrossRef] [PubMed]

Metcalf, ]J.S.; Banack, S.A.; Richer, R.; Cox, P.A. Neurotoxic amino acids and their isomers in desert environments. |. Arid Environ.
2015, 112, 140-144. [CrossRef]

Richer, R.; Banack, S.A.; Metcalf, ].S.; Cox, P.A. The persistence of cyanobacterial toxins in desert soils. . Arid Environ. 2015, 112,
134-139. [CrossRef]

Faassen, E. Presence of the neurotoxin BMAA in aquatic ecosystems: What do we really know? Toxins 2014, 6, 1109-1138.
[CrossRef]

Faassen, E.; Antoniou, M.; Beekman-Lukassen, W.; Blahova, L.; Chernova, E.; Christophoridis, C.; Combes, A.; Edwards, C.;
Fastner, J.; Harmsen, J.; et al. A collaborative evaluation of LC-MS/MS based methods for BMAA analysis: Soluble bound BMAA
found to be an important fraction. Mar. Drugs 2016, 14, 45. [CrossRef] [PubMed]

Barger, N.N.; Weber, B.; Garcia-Pichel, F.; Zaady, E.; Belnap, J. Patterns and Controls on Nitrogen Cycling of Biological Soil Crusts.
In Biological Soil Crusts: An Organizing Principle in Drylands; Springer International Publishing: Berlin/Heidelberg, Germany, 2016;
pp- 257-285.

Belnap, J.; Biidel, B. Biological Soil Crusts as Soil Stabilizers. In Biological Soil Crusts: An Organizing Principle in Drylands; Springer
International Publishing: Berlin/Heidelberg, Germany, 2016; pp. 305-320.

Chamizo, S.; Belnap, ].; Eldridge, D.J.; Cantén, Y.; Malam Issa, O. The role of biocrusts in arid land hydrology. In Biological Soil
Crusts: An Organizing Principle in Drylands; Springer International Publishing: Berlin/Heidelberg, Germany, 2016; pp. 321-346.


http://doi.org/10.1002/9781119068761.ch1
http://doi.org/10.1002/9781119068761.app3
http://doi.org/10.1007/s00204-019-02524-4
http://www.ncbi.nlm.nih.gov/pubmed/31350576
http://doi.org/10.2478/10004-1254-64-2013-2320
http://doi.org/10.1016/0031-9422(92)80269-K
http://doi.org/10.1111/j.0022-3646.1995.00478.x
http://doi.org/10.1016/j.hal.2021.102116
http://www.ncbi.nlm.nih.gov/pubmed/34815023
http://doi.org/10.1016/j.scitotenv.2012.01.053
http://www.ncbi.nlm.nih.gov/pubmed/22369867
http://doi.org/10.1007/s12640-020-00224-x
http://www.ncbi.nlm.nih.gov/pubmed/32557323
http://doi.org/10.1016/j.jaridenv.2014.08.002
http://doi.org/10.1016/j.jaridenv.2014.01.023
http://doi.org/10.3390/toxins6031109
http://doi.org/10.3390/md14030045
http://www.ncbi.nlm.nih.gov/pubmed/26938542

Toxins 2022, 14, 215 13 of 16

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.
40.

41.

42.

43.

Colesie, C.; Felde, V.J.M.; Biidel, B. Composition and macrostructure of biological soil crusts. In Biological Soil Crusts: An
Organizing Principle in Drylands; Weber, B., Biidel, B., Belnap, J., Eds.; Springer International Publishing: Cham, Switzerland, 2016;
pp. 159-172.

Sprafke, T.; Obreht, I. Loess: Rock, sediment or soil—What is missing for its definition? Quat. Int. 2016, 399, 198-207. [CrossRef]
Svir¢ev, Z.; Duli¢, T.; Obreht, I.; Codd, G.A.; Lehmkuhl, F; Markovi¢, S.B.; Hambach, U.; Meriluoto, ]J. Cyanobacteria and
loess—An underestimated interaction. Plant Soil 2019, 439, 293-308. [CrossRef]

Svir¢ev, Z.; Markovi¢, S.B.; Stevens, T.; Codd, G.A.; Smalley, I.; Simeunovig, J.; Obreht, I.; Duli¢, T.; Panteli¢, D.; Hambach, U.
Importance of biological loess crusts for loess formation in semi-arid environments. Quat. Int. 2013, 296, 206-215. [CrossRef]
Obreht, I.; Zeeden, C.; Hambach, U.; Veres, D.; Markovic, S.B.; Lehmkubhl, F. A critical reevaluation of palaeoclimate proxy records
from loess in the Carpathian Basin. Earth-Sci. Rev. 2019, 190, 498-520. [CrossRef]

Peterse, F.; Martinez-Garcia, A.; Zhou, B.; Beets, C.J.; Prins, M.A.; Zheng, H.; Eglinton, T.I. Molecular records of continental air
temperature and monsoon precipitation variability in East Asia spanning the past 130,000 years. Quat. Sci. Rev. 2014, 83, 76-82.
[CrossRef]

Peterse, F; Prins, M.A_; Beets, C.].; Troelstra, S.R.; Zheng, H.; Gu, Z.; Schouten, S.; Damsté, ].S.S. Decoupled warming and
monsoon precipitation in East Asia over the last deglaciation. Earth Planet. Sci. Lett. 2011, 301, 256-264. [CrossRef]

Li, Y;; Yang, S.; Wang, X.; Hu, J.; Cui, L.; Huang, X.; Jiang, W. Leaf wax n-alkane distributions in Chinese loess since the Last
Glacial Maximum and implications for paleoclimate. Quat. Int. 2016, 399, 190-197. [CrossRef]

Shen, J.; Xiao, G.; Wang, Z.; Sun, Q.; Wu, H.; Zhang, C.; Guo, Z. Distribution of n-alkanes in Miocene loess in Qinan, western
Chinese Loess Plateau, and its palaeoenvironmental implications. Sci. China Earth Sci. 2017, 60, 921-928. [CrossRef]

Adessi, A.; De Philippis, R.; Rossi, F. Drought-tolerant cyanobacteria and mosses as biotechnological tools to attain land
degradation neutrality. Web Ecol. 2021, 21, 65-78. [CrossRef]

Palanacki Malesevié, T.; Duli¢, T.; Obreht, I.; Trivunovi¢, Z.; Markovi¢, R.; Kosti¢, B.; Vazi¢, T.; Meriluoto, J.; Svircev, Z.
Cyanobacterial potential for restoration of loess surfaces through artificially induced biocrusts. Appl. Sci. 2021, 11, 66. [CrossRef]
Chamizo, S.; Mugnai, G.; Rossi, F,; Certini, G.; De Philippis, R. Cyanobacteria inoculation improves soil stability and fertility on
different textured soils: Gaining insights for applicability in soil restoration. Front. Environ. Sci. 2018, 6, 49. [CrossRef]

Lan, S.;; Zhang, Q.; Wu, L, Liu, Y.; Zhang, D.; Hu, C. Artificially accelerating the reversal of desertification: Cyanobacterial
inoculation facilitates the succession of vegetation communities. Environ. Sci. Technol. 2014, 48, 307-315. [CrossRef] [PubMed]
Rossi, F,; Li, H.; Liu, Y.; De Philippis, R. Cyanobacterial inoculation (cyanobacterisation): Perspectives for the development of
a standardized multifunctional technology for soil fertilization and desertification reversal. Earth-Sci. Rev. 2017, 171, 28-43.
[CrossRef]

Duli¢, T.; Meriluoto, J.; MaleSevi¢, T.P.; Gaji¢, V.; Vazi¢, T.; Tokodi, N.; Obreht, I.; Kosti¢, B.; Kosijer, P.; Khormali, F; et al.
Cyanobacterial diversity and toxicity of biocrusts from the Caspian Lowland loess deposits, North Iran. Quat. Int. 2017, 429,
74-85. [CrossRef]

Kurmayer, R.; Sivonen, K.; Wilmotte, A.; Salmaso, N. (Eds.) Molecular Tools for the Detection and Quantification of Toxigenic
Cyanobacteria; John Wiley & Sons, Ltd.: Chichester, UK, 2017; p. 440.

Meriluoto, J.; Codd, G.A. Toxic: Cyanobacterial Monitoring and Cyanotoxin Analysis; Abo Akademi University Press: Turku, Finland,
2005; p. 149.

Meriluoto, J.; Spoof, L.; Codd, G.A. (Eds.) Handbook of Cyanobacterial Monitoring and Cyanotoxin Analysis; John Wiley & Sons, Ltd.:
Chichester, UK, 2017; p. 576.

Adamski, M.; Zmudzki, P; Chrapusta, E.; Bober, B.; Kaminski, A.; Zabaglo, K.; Latkowska, E.; Bialczyk, J. Effect of pH and
temperature on the stability of cylindrospermopsin. Characterization of decomposition products. Algal Res. 2016, 15, 129-134.
[CrossRef]

Demott, W.R.; Zhang, Q.-X.; Carmichael, W.W. Effects of toxic cyanobacteria and purified toxins on the survival and feeding of a
copepod and three species of Daphnia. Limnol. Oceanogr. 1991, 36, 1346-1357. [CrossRef]

Gilbert, J.J. Effect of temperature on the response of planktonic rotifers to a toxic cyanobacterium. Ecology 1996, 77, 1174-1180.
[CrossRef]

Jang, M.-H.; Ha, K; Joo, G.-].; Takamura, N. Toxin production of cyanobacteria is increased by exposure to zooplankton. Freshw.
Biol. 2003, 48, 1540-1550. [CrossRef]

Lampert, W. Inhibitory and toxic effects of blue-green-algae on Daphnia. Int. Rev. Ges. Hydrobiol. 1981, 66, 285-298. [CrossRef]
Lindsay, J.; Metcalf, ].S.; Codd, G.A. Protection against the toxicity of microcystin-LR and cylindrospermopsin in Artemia salina
and Daphnia spp. by pre-treatment with cyanobacterial lipopolysaccharide (LPS). Toxicon 2006, 48, 995-1001. [CrossRef] [PubMed]
Marsalek, B.; Bldha, L. Comparison of 17 biotests for detection of cyanobacterial toxicity. Environ. Toxicol. 2004, 19, 310-317.
[CrossRef] [PubMed]

Rasmussen, J.P,; Cursaro, M.; Froscio, S.M.; Saint, C.P. An examination of the antibiotic effects of cylindrospermopsin on common
gram-positive and gram-negative bacteria and the protozoan Naegleria lovaniensis. Environ. Toxicol. 2008, 23, 36—43. [CrossRef]
[PubMed]

Figueredo, C.C.; Giani, A.; Bird, D.F. Does allelopathy contribute to Cylindrospermopsis raciborskii (Cyanobacteria) bloom occurence
and geographic expansion? J. Phycol. 2007, 43, 256-265. [CrossRef]


http://doi.org/10.1016/j.quaint.2015.03.033
http://doi.org/10.1007/s11104-019-04048-3
http://doi.org/10.1016/j.quaint.2012.10.048
http://doi.org/10.1016/j.earscirev.2019.01.020
http://doi.org/10.1016/j.quascirev.2013.11.001
http://doi.org/10.1016/j.epsl.2010.11.010
http://doi.org/10.1016/j.quaint.2015.04.029
http://doi.org/10.1007/s11430-016-9013-6
http://doi.org/10.5194/we-21-65-2021
http://doi.org/10.3390/app11010066
http://doi.org/10.3389/fenvs.2018.00049
http://doi.org/10.1021/es403785j
http://www.ncbi.nlm.nih.gov/pubmed/24303976
http://doi.org/10.1016/j.earscirev.2017.05.006
http://doi.org/10.1016/j.quaint.2016.02.046
http://doi.org/10.1016/j.algal.2016.02.020
http://doi.org/10.4319/lo.1991.36.7.1346
http://doi.org/10.2307/2265586
http://doi.org/10.1046/j.1365-2427.2003.01107.x
http://doi.org/10.1002/iroh.19810660302
http://doi.org/10.1016/j.toxicon.2006.07.036
http://www.ncbi.nlm.nih.gov/pubmed/16982077
http://doi.org/10.1002/tox.20020
http://www.ncbi.nlm.nih.gov/pubmed/15269901
http://doi.org/10.1002/tox.20311
http://www.ncbi.nlm.nih.gov/pubmed/18214928
http://doi.org/10.1111/j.1529-8817.2007.00333.x

Toxins 2022, 14, 215 14 of 16

44.

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

68.

69.

Kearns, K.D.; Hunter, M.D. Toxin-producing Anabaena flos-aquae induces settling of Chlamydomonas reinhardtii, a competing motile
alga. Microb. Ecol. 2001, 42, 80-86. [CrossRef] [PubMed]

Sedmak, B.; Kosi, G. The role of microcystins in heavy cyanobacterial bloom formation. |. Plankton Res. 1998, 20, 691-708.
[CrossRef]

Singh, D.P; Tyagi, M.B.; Kumar, A.; Thakur, J.K.; Kumar, A. Antialgal activity of a hepatotoxin-producing cyanobacterium,
Microcystis aeruginosa. World J. Microbiol. Biotechnol. 2001, 17, 15-22. [CrossRef]

Chia, M.; Kramer, B.; Jankowiak, J.; Bittencourt-Oliveira, M.; Gobler, C. The individual and combined effects of the cyanotoxins,
anatoxin-a and microcystin-LR, on the growth, toxin production, and nitrogen fixation of prokaryotic and eukaryotic algae. Toxins
2019, 11, 43. [CrossRef] [PubMed]

Hu, Z.-Q.; Liu, Y.-D.; Li, D.-H. Physiological and biochemical analyses of microcystin-RR toxicity to the cyanobacterium
Synechococcus elongatus. Environ. Toxicol. 2004, 19, 571-577. [CrossRef] [PubMed]

Pflugmacher, S. Promotion of oxidative stress in the aquatic macrophyte Ceratophyllum demersum during biotransformation of the
cyanobacterial toxin microcystin-LR. Aquat. Toxicol. 2004, 70, 169-178. [CrossRef] [PubMed]

Romanowska-Duda, Z.A.; Tarczy Ska, M.G. The influence of microcystin-LR and hepatotoxic cyanobacterial extract on the water
plant Spirodela oligorrhiza. Environ. Toxicol. 2002, 17, 434—440. [CrossRef]

Saqrane, S.; El Ghazali, I.; Ouahid, Y.; El Hassnib, M.; El Hadrami, I.; Bouarab, L.; del Campo, EE; Oudra, B.; Vasconcelos, V.
Phytotoxic effects of cyanobacteria extract on the aquatic plant Lemna gibba: Microcystin accumulation, detoxication and oxidative
stress induction. Aquat. Toxicol. 2007, 83, 284-294. [CrossRef] [PubMed]

Silva, P.; Vasconcelos, V. Allelopathic effect of Cylindrospermopsis raciborskii extracts on the germination and growth of several
plant species. Chem. Ecol. 2010, 26, 263-271. [CrossRef]

Vasas, G.; Gaspar, A.; Surdnyi, G.; Batta, G.; Gyémant, G.; M-Hamvas, M.; Mathé, C.; Grigorszky, I.; Molndr, E.; Borbély, G.
Capillary electrophoretic assay and purification of cylindrospermopsin, a cyanobacterial toxin from Aphanizomenon ovalisporum,
by plant test (Blue-green Sinapis Test). Anal. Biochem. 2002, 302, 95-103. [CrossRef] [PubMed]

Alexova, R.; Fujii, M.; Birch, D.; Cheng, J.; Waite, T.D.; Ferrari, B.C.; Neilan, B.A. Iron uptake and toxin synthesis in the
bloom-forming Microcystis aeruginosa under iron limitation. Environ. Microbiol. 2011, 13, 1064-1077. [CrossRef]

Gan, N,; Xiao, Y,; Zhu, L.; Wu, Z,; Liu, J.; Hu, C.; Song, L. The role of microcystins in maintaining colonies of bloom-forming
Microcystis spp. Environ. Microbiol. 2012, 14, 730-742. [CrossRef]

Kurmayer, R. The toxic cyanobacterium Nostoc sp. strain 152 produces highest amounts of microcystin and nostophycin under
stress conditions. J. Phycol. 2011, 47, 200-207. [CrossRef] [PubMed]

Oh, H.-M,; Lee, S.J.; Jang, M.-H.; Yoon, B.-D. Microcystin production by Microcystis aeruginosa in a phosphorus-limited chemostat.
Appl. Environ. Microbiol. 2000, 66, 176-179. [CrossRef] [PubMed]

Schatz, D.; Keren, Y.; Vardi, A.; Sukenik, A.; Carmeli, S.; Borner, T.; Dittmann, E.; Kaplan, A. Towards clarification of the biological
role of microcystins, a family of cyanobacterial toxins. Environ. Microbiol. 2007, 9, 965-970. [CrossRef] [PubMed]

Berg, K.A,; Lyra, C.; Sivonen, K.; Paulin, L.; Suomalainen, S.; Tuomi, P.; Rapala, J. High diversity of cultivable heterotrophic
bacteria in association with cyanobacterial water blooms. ISME J. 2009, 3, 314-325. [CrossRef] [PubMed]

Dziallas, C.; Grossart, H.-P. Increasing oxygen radicals and water temperature select for toxic Microcystis sp. PLoS ONE 2011, 6,
€25569. [CrossRef] [PubMed]

El-Shehawy, R.; Gorokhova, E.; Fernandez-Pifas, F.; Del Campo, EF. Global warming and hepatotoxin production by cyanobacte-
ria: What can we learn from experiments? Water Res. 2012, 46, 1420-1429. [CrossRef] [PubMed]

Meissner, S.; Steinhauser, D.; Dittmann, E. Metabolomic analysis indicates a pivotal role of the hepatotoxin microcystin in high
light adaptation of Microcystis. Environ. Microbiol. 2015, 17, 1497-1509. [CrossRef]

Pimentel, ].5.M.; Giani, A. Microcystin production and regulation under nutrient stress conditions in toxic Microcystis strains.
Appl. Environ. Microbiol. 2014, 80, 5836-5843. [CrossRef] [PubMed]

Vassilakaki, M.; Pflugmacher, S. Oxidative stress response of Synechocystis sp. (PCC 6803) due to exposure to microcystin-LR and
cell-free cyanobacterial crude extract containing microcystin-LR. . Appl. Phycol. 2008, 20, 219-225. [CrossRef]

Zilliges, Y.; Kehr, ].-C.; Meissner, S.; Ishida, K.; Mikkat, S.; Hagemann, M.; Kaplan, A.; Borner, T.; Dittmann, E. The cyanobacterial
hepatotoxin microcystin binds to proteins and increases the fitness of Microcystis under oxidative stress conditions. PLoS ONE
2011, 6, €17615. [CrossRef] [PubMed]

Rantala, A.; Fewer, D.P.; Hisbergues, M.; Rouhiainen, L.; Vaitomaa, J.; Borner, T.; Sivonen, K. Phylogenetic evidence for the early
evolution of microcystin synthesis. Proc. Natl. Acad. Sci. USA 2004, 101, 568-573. [CrossRef]

Murray, S.A.; Mihali, TK,; Neilan, B.A. Extraordinary conservation, gene loss, and positive selection in the evolution of an ancient
neurotoxin. Mol. Biol. Evol. 2011, 28, 1173-1182. [CrossRef] [PubMed]

Rajeev, L.; Da Rocha, U.N.; Klitgord, N.; Luning, E.G.; Fortney, ].; Axen, S.D.; Shih, PM.; Bouskill, N.J.; Bowen, B.P.; Kerfeld, C.A,;
et al. Dynamic cyanobacterial response to hydration and dehydration in a desert biological soil crust. ISME J. 2013, 7, 2178-2191.
[CrossRef]

Van Goethem, M.W.; Osborn, A.R.; Bowen, B.P,; Andeer, PF,; Swenson, T.L.; Clum, A.; Riley, R.; He, G.; Koriabine, M.; Sandor, L.;
et al. Long-read metagenomics of soil communities reveals phylum-specific secondary metabolite dynamics. Commun. Biol. 2021,
4,1302. [CrossRef] [PubMed]


http://doi.org/10.1007/s002480000086
http://www.ncbi.nlm.nih.gov/pubmed/12035083
http://doi.org/10.1093/plankt/20.4.691
http://doi.org/10.1023/A:1016622414140
http://doi.org/10.3390/toxins11010043
http://www.ncbi.nlm.nih.gov/pubmed/30650515
http://doi.org/10.1002/tox.20064
http://www.ncbi.nlm.nih.gov/pubmed/15526266
http://doi.org/10.1016/j.aquatox.2004.06.010
http://www.ncbi.nlm.nih.gov/pubmed/15550274
http://doi.org/10.1002/tox.10076
http://doi.org/10.1016/j.aquatox.2007.05.004
http://www.ncbi.nlm.nih.gov/pubmed/17582520
http://doi.org/10.1080/02757540.2010.495060
http://doi.org/10.1006/abio.2001.5525
http://www.ncbi.nlm.nih.gov/pubmed/11846381
http://doi.org/10.1111/j.1462-2920.2010.02412.x
http://doi.org/10.1111/j.1462-2920.2011.02624.x
http://doi.org/10.1111/j.1529-8817.2010.00931.x
http://www.ncbi.nlm.nih.gov/pubmed/22723716
http://doi.org/10.1128/AEM.66.1.176-179.2000
http://www.ncbi.nlm.nih.gov/pubmed/10618220
http://doi.org/10.1111/j.1462-2920.2006.01218.x
http://www.ncbi.nlm.nih.gov/pubmed/17359268
http://doi.org/10.1038/ismej.2008.110
http://www.ncbi.nlm.nih.gov/pubmed/19020559
http://doi.org/10.1371/journal.pone.0025569
http://www.ncbi.nlm.nih.gov/pubmed/21980492
http://doi.org/10.1016/j.watres.2011.11.021
http://www.ncbi.nlm.nih.gov/pubmed/22178305
http://doi.org/10.1111/1462-2920.12565
http://doi.org/10.1128/AEM.01009-14
http://www.ncbi.nlm.nih.gov/pubmed/25038094
http://doi.org/10.1007/s10811-007-9222-3
http://doi.org/10.1371/journal.pone.0017615
http://www.ncbi.nlm.nih.gov/pubmed/21445264
http://doi.org/10.1073/pnas.0304489101
http://doi.org/10.1093/molbev/msq295
http://www.ncbi.nlm.nih.gov/pubmed/21076133
http://doi.org/10.1038/ismej.2013.83
http://doi.org/10.1038/s42003-021-02809-4
http://www.ncbi.nlm.nih.gov/pubmed/34795375

Toxins 2022, 14, 215 15 of 16

70.

71.

72.

73.

74.

75.

76.

77.

78.

79.

80.

81.

82.

83.

84.

85.

86.

87.

88.
89.

90.

91.

92.

93.

94.

95.

96.

Hu, C.; Rzymski, P. Programmed cell death-like and accompanying release of microcystin in freshwater bloom-forming cyanobac-
terium Microcystis: From identification to ecological relevance. Toxins 2019, 11, 706. [CrossRef] [PubMed]

Makower, A.K.; Schuurmans, ].M.; Groth, D.; Zilliges, Y.; Matthijs, H.C.P.; Dittmann, E. Transcriptomics-aided dissection of the
intracellular and extracellular roles of microcystin in Microcystis aeruginosa PCC 7806. Appl. Environ. Microbiol. 2015, 81, 544-554.
[CrossRef] [PubMed]

Gartner, G.; Stoyneva-Gértner, M.; Uzunov, B. Algal toxic compounds and their aeroterrestrial, airborne and other extremophilic
producers with attention to soil and plant contamination: A review. Toxins 2021, 13, 322. [CrossRef]

Falfushynska, H.; Horyn, O.; Osypenko, L.; Rzymski, P.; Wejnerowski, L.; Dziuba, M.K.; Sokolova, I.M. Multibiomarker-based
assessment of toxicity of central European strains of filamentous cyanobacteria Aphanizomenon gracile and Raphidiopsis raciborskii
to zebrafish Danio rerio. Water Res. 2021, 194, 116923. [CrossRef]

Chiswell, R K.; Shaw, G.R.; Eaglesham, G.; Smith, M.].; Norris, R.L.; Seawright, A.A.; Moore, M.R. Stability of cylindrospermopsin,
the toxin from the cyanobacterium, Cylindrospermopsis raciborskii: Effect of pH, temperature, and sunlight on decomposition.
Environ. Toxicol. 1999, 14, 155-161. [CrossRef]

Mazur, H.; Pliriski, M. Stability of cyanotoxins, microcystin-LR, microcystin-RR and nodularin in seawater and BG-11 medium of
different salinity. Oceanologia 2001, 43, 329-339.

Wormer, L.; Huerta-Fontela, M.; Cirés, S.; Carrasco, D.; Quesada, A. Natural photodegradation of the cyanobacterial toxins
microcystin and cylindrospermopsin. Environ. Sci. Technol. 2010, 44, 3002-3007. [CrossRef]

Efting, A.A.; Snow, D.D.; Fritz, S.C. Cyanobacteria and microcystin in the Nebraska (USA) Sand Hills Lakes before and after
modern agriculture. J. Paleolimnol. 2011, 46, 17-27. [CrossRef]

Kaczorowska, A.; Kornijow, R. Palaeoecological evidence for changes over the past 200 years in chironomid communities of a
shallow lake exposed to cyanobacterial toxins. Aquat. Ecol. 2012, 46, 465-473. [CrossRef]

Pawlik-Skowrodska, B.; Kornijow, R.; Pirszel, J. Sedimentary imprint of cyanobacterial blooms—A new tool for insight into recent
history of lakes. Pol. |. Ecol. 2010, 58, 663—-670.

Waters, M.N. A 4700-year history of cyanobacteria toxin production in a shallow subtropical lake. Ecosystems 2016, 19, 426—436.
[CrossRef]

Zastepa, A.; Pick, ER,; Blais, ].M. Distribution and flux of microcystin congeners in lake sediments. Lake Reserv. Manag. 2017, 33,
444-451. [CrossRef]

Zastepa, A.; Taranu, Z.E.; Kimpe, L.E.; Blais, ]. M.; Gregory-Eaves, I.; Zurawell, R.W.; Pick, F.R. Reconstructing a long-term record
of microcystins from the analysis of lake sediments. Sci. Total Environ. 2017, 579, 893-901. [CrossRef] [PubMed]

Henao, E.; Rzymski, P.; Waters, M. A review on the study of cyanotoxins in paleolimnological research: Current knowledge and
future needs. Toxins 2019, 12, 6. [CrossRef] [PubMed]

Rippka, R.; Stanier, R.Y.; Deruelles, J.; Herdman, M.; Waterbury, ].B. Generic assignments, strain histories and properties of pure
cultures of cyanobacteria. Microbiology 1979, 111, 1-61. [CrossRef]

Rippka, R. Isolation and Purification of Cyanobacteria; Elsevier: Amsterdam, The Netherlands, 1988; pp. 3-27.

Komarek, J.; Anagnostidis, K. Cyanoprokaryota Teil 1/Part 1: Chroococcales; Springer: Berlin/Heidelberg, Germany, 2008; pp. VI, 548.
Komarek, J.; Anagnostidis, K. Cyanoprokaryota Teil 2/Part 2: Oscillatoriales; Springer: Berlin/Heidelberg, Germany, 2007; pp. IX, 759.
Komarek, J.; Anagnostidis, K. Cyanoprokaryota Teil 3/Part 3: Heterocytous Genera; Springer: Berlin/Heidelberg, Germany, 2013.
Meriluoto, J.; Spoof, L. SOP: Extraction of microcystins in biomass filtered on glass-fibre filters or in freeze-dried cyanobacterial
biomass. In Toxic: Cyanobacterial Monitoring and Cyanotoxin Analysis; Meriluoto, J., Codd, G.A., Hognis, G., Eds.; Acta Academie
Aboensis, Series B; Abo Akademi University Press: Turku, Finland, 2005; pp. 69-71.

Hautala, H.; Lamminmaki, U.; Spoof, L.; Nybom, S.; Meriluoto, J.; Vehniainen, M. Quantitative PCR detection and improved
sample preparation of microcystin-producing Anabaena, Microcystis and Planktothrix. Ecotoxicol. Environ. Saf. 2013, 87, 49-56.
[CrossRef]

Spoof, L.; Vesterkvist, P.; Lindholm, T.; Meriluoto, J. Screening for cyanobacterial hepatotoxins, microcystins and nodularin in
environmental water samples by reversed-phase liquid chromatography—electrospray ionisation mass spectrometry. J. Chromatogr.
A 2003, 1020, 105-119. [CrossRef]

Savela, H.; Spoof, L.; Perdld, N.; Preede, M.; Lamminmaéki, U.; Nybom, S.; Haggqvist, K.; Meriluoto, ].; Vehnidinen, M. Detection
of cyanobacterial sxt genes and paralytic shellfish toxins in freshwater lakes and brackish waters on Aland Islands, Finland.
Harmful Algae 2015, 46, 1-10. [CrossRef]

Spoof, L.; Neffling, M.-R.; Meriluoto, ]. Fast separation of microcystins and nodularins on narrow-bore reversed-phase columns
coupled to a conventional HPLC system. Toxicon 2010, 55, 954-964. [CrossRef] [PubMed]

Gkelis, S.; Rajaniemi, P.; Vardaka, E.; Moustaka-Gouni, M.; Lanaras, T.; Sivonen, K. Limnothrix redekei (Van Goor) Meffert
(Cyanobacteria) strains from Lake Kastoria, Greece form a separate phylogenetic group. Microb. Ecol. 2005, 49, 176-182.
[CrossRef] [PubMed]

Edwards, U.; Rogall, T.; Blocker, H.; Emde, M.; Bottger, E.C. Isolation and direct complete nucleotide determination of entire
genes. Characterization of a gene coding for 16S ribosomal RNA. Nucleic Acids Res. 1989, 17, 7843-7853. [CrossRef] [PubMed]
Taton, A.; Grubisic, S.; Brambilla, E.; Wit, R.D.; Wilmotte, A. Cyanobacterial diversity in natural and artificial microbial mats of
Lake Fryxell (McMurdo Dry Valleys, Antarctica): A morphological and molecular approach. Appl. Environ. Microbiol. 2003, 69,
5157-5169. [CrossRef] [PubMed]


http://doi.org/10.3390/toxins11120706
http://www.ncbi.nlm.nih.gov/pubmed/31817272
http://doi.org/10.1128/AEM.02601-14
http://www.ncbi.nlm.nih.gov/pubmed/25381232
http://doi.org/10.3390/toxins13050322
http://doi.org/10.1016/j.watres.2021.116923
http://doi.org/10.1002/(SICI)1522-7278(199902)14:1&lt;155::AID-TOX20&gt;3.0.CO;2-Z
http://doi.org/10.1021/es9036012
http://doi.org/10.1007/s10933-011-9511-3
http://doi.org/10.1007/s10452-012-9415-y
http://doi.org/10.1007/s10021-015-9943-0
http://doi.org/10.1080/10402381.2017.1362491
http://doi.org/10.1016/j.scitotenv.2016.10.211
http://www.ncbi.nlm.nih.gov/pubmed/27887824
http://doi.org/10.3390/toxins12010006
http://www.ncbi.nlm.nih.gov/pubmed/31861931
http://doi.org/10.1099/00221287-111-1-1
http://doi.org/10.1016/j.ecoenv.2012.10.008
http://doi.org/10.1016/S0021-9673(03)00428-X
http://doi.org/10.1016/j.hal.2015.04.005
http://doi.org/10.1016/j.toxicon.2009.06.015
http://www.ncbi.nlm.nih.gov/pubmed/19540867
http://doi.org/10.1007/s00248-003-2030-7
http://www.ncbi.nlm.nih.gov/pubmed/15688255
http://doi.org/10.1093/nar/17.19.7843
http://www.ncbi.nlm.nih.gov/pubmed/2798131
http://doi.org/10.1128/AEM.69.9.5157-5169.2003
http://www.ncbi.nlm.nih.gov/pubmed/12957897

Toxins 2022, 14, 215 16 of 16

97.  Jungblut, A.-D.; Neilan, B.A. Molecular identification and evolution of the cyclic peptide hepatotoxins, microcystin and nodularin,
synthetase genes in three orders of cyanobacteria. Arch. Microbiol. 2006, 185, 107-114. [CrossRef] [PubMed]

98. Mazmouz, R.; Chapuis-Hugon, F.; Mann, S.; Pichon, V.; Méjean, A.; Ploux, O. Biosynthesis of cylindrospermopsin and 7-
epicylindrospermopsin in Oscillatoria sp. strain PCC 6506: Identification of the cyr gene cluster and toxin analysis. Appl. Environ.
Microbiol. 2010, 76, 4943-4949. [CrossRef]

99. Savela, H,; Spoof, L.; Perdld, N.; Vehnidinen, M.; Mankiewicz-Boczek, J.; Jurczak, T.; Kokociniski, M.; Meriluoto, J. First report of
cyanobacterial paralytic shellfish toxin biosynthesis genes and paralytic shellfish toxin production in Polish freshwater lakes. Adv.
Oceanogr. Limnol. 2017, 8, 6319. [CrossRef]

100. Rantala-Ylinen, A.; Kand, S.; Wang, H.; Rouhiainen, L.; Wahlsten, M.; Rizzi, E.; Berg, K.; Gugger, M.; Sivonen, K. Anatoxin-a
synthetase gene cluster of the cyanobacterium Anabaena sp. strain 37 and molecular methods to detect potential producers. Appl.
Environ. Microbiol. 2011, 77, 7271-7278. [CrossRef] [PubMed]


http://doi.org/10.1007/s00203-005-0073-5
http://www.ncbi.nlm.nih.gov/pubmed/16402223
http://doi.org/10.1128/AEM.00717-10
http://doi.org/10.4081/aiol.2017.6319
http://doi.org/10.1128/AEM.06022-11
http://www.ncbi.nlm.nih.gov/pubmed/21873484

	Introduction 
	Results 
	Chromatographic Analyses 
	PCR Analyses 

	Discussion 
	Conclusions 
	Material and Methods 
	Biocrust Samples and Cyanobacterial Cultures 
	Extraction of Cyanotoxins 
	Chromatographic Analyses 
	DNA Extraction 
	Polymerase Chain Reaction (PCR) 
	Reference Strains for PCR Analysis 

	References

