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Abstract: Two laccase-encoding genes from the marine-derived fungus Pestalotiopsis sp. have been
cloned in Aspergillus niger for heterologous production, and the recombinant enzymes have been
characterized to study their physicochemical properties, their ability to decolorize textile dyes for
potential biotechnological applications, and their activity in the presence of sea salt. The optimal pH
and temperature of PsLacl and PsLac2 differed in relation to the substrates tested, and both enzymes
were shown to be extremely stable at temperatures up to 50 °C, retaining 100% activity after 3 h at
50 °C. Both enzymes were stable between pH 4-6. Different substrate specificities were exhibited,
and the lowest K;;, and highest catalytic efficiency values were obtained against syringaldazine
and 2,6-dimethoxyphenol (DMP) for PsLacl and PsLac2, respectively. The industrially important
dyes—Acid Yellow, Bromo Cresol Purple, Nitrosulfonazo III, and Reactive Black 5—were more
efficiently decolorized by PsLacl in the presence of the redox mediator 1-hydroxybenzotriazole (HBT).
Activities were compared in saline conditions, and PsLac2 seemed more adapted to the presence of
sea salt than PsLacl. The overall surface charges of the predicted PsLac three-dimensional models
showed large negatively charged surfaces for PsLac2, as found in proteins for marine organisms, and
more balanced solvent exposed charges for PsLacl, as seen in proteins from terrestrial organisms.

Keywords: laccase; Pestalotiopsis; salt tolerance; dye decolorization; heterologous expression.

1. Introduction

Laccases are well-known biocatalysts that have been the focus of considerable attention for
decades due to their ability to oxidize a wide range of substrates [1]. Laccases (benzenediol: oxygen
oxidoreductase; EC 1.10.3.2) are multicopper oxidases and are classed as family 1 of the Auxiliary
Activities (AA1) in the Carbohydrate Active Enzymes database (http://www.cazy.org/). They oxidize
both phenolic and non-phenolic lignocellulosic compounds, as well as a number of chemically related
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environmental pollutants [2], through the reduction of a molecule of oxygen to water together with
related compounds that correspond to many environment pollutants [3]. However, not all substrates
are directly oxidized by laccases because of their size, their limited accessibility, or their redox potential.
To overcome these limitations, small molecular mass mediators are often used, which play a role
as transitional and diffusible elicitors of laccase activity, by reaching parts of the lignin biopolymer
that are inaccessible to the laccase polypeptide. Further on, oxidized radical forms of mediators,
generated by laccase activity, have the potential to react with high redox-potential target substrates [4].
Laccases are expressed in many basidiomycete and ascomycete fungi, as well as bacteria, plants, and
insects. In some fungi, the level of laccase expression is regulated during fruiting body development
and sexual differentiation [5,6]. Fungal laccases are commonly known and widely used in industrial
applications, such as textile dye bleaching, pulp bleaching, and in environment-friendly applications
such as decolorization, bioremediation, detoxification, and waste water treatment [7,8].
Marine-derived fungi are often associated with sponges and cnidarians, and are hypothesized
to be the agents responsible for the organic decomposition of biomaterials by these organisms [9].
They play an important role in nutrient regeneration cycles as decomposers of dead and decaying
organic matter [10]. The physical factors that influence their ability to adapt and grow in a marine
environment are salinity, pH, low water potential, and a high concentration of sodium and chloride
ions [11]. In addition, while terrestrial fungi are able to grow at pH 4.5-6.0, facultative marine
fungi were demonstrated to grow and produce numerous extracellular enzymes at pH 7-8 [12,13].
Not astonishingly, laccases from terrestrial fungi are typically active at acidic pH [14]. While the
fungal degradation of lignocellulose in terrestrial ecosystems has been intensively studied over the
last few decades, very little is known about the mechanisms employed by marine-derived fungi to
break down this biomass. A few recent studies are available in which genes from marine-derived fungi
involved in biomass degradation were analyzed at the genome level [15-18]. Furthermore, little is
known as to how the coded enzymes have adapted to marine conditions, especially to the presence
of high concentrations of salt. For instance, it was demonstrated that the marine fungus Phlebia sp.,
when grown in the presence of 3% sea salt, secretes two different manganese peroxidases (MnP) that
are distinct from the one produced in the absence of salt, suggesting that marine fungi may possess
alternative sets of lignocellulolytic enzymes adapted to growth in different salt conditions [19].
Mangroves are very interesting marine ecosystems that are found on the coasts of tropical and
subtropical regions and are composed of specialized plant species [20]. Mangrove fungi are thought to
have a key role in the degradation of organic matter, including lignocellulosic biomass [21]. Recently,
Arfi et al. [22] described the enzymatic adaptation of a mangrove fungus, Pestalotiopsis sp., in the
presence of sea salt. Proteomic analysis demonstrated that the profile of secreted lignocellulolytic
enzymes undergoes profound changes in salt conditions, such as a significant reduction of oxidases,
and the secretion of specific, salt-adapted carbohydrate-active enzymes. Patel et al. [23] produced
and characterized two lytic polysaccharide monoxygenases (LPMOs) previously identified in the
secretome of Pestalotiopsis sp. during growth under saline conditions [22]. One of the two enzymes
was still active on cellulose in the presence of 3.5% (w/v) sea salt. Marine-derived fungi produce
a rich set of enzymes [15-18], and several were already demonstrated to be amenable to industrial
and environmental applications [10]. The fungus Pestalotiopsis sp. is commonly known to produce
secondary compounds and metabolites [24]. This fungus is distributed worldwide, and there are
several reports describing this fungus for its ability to produce compounds of interest for medicinal,
agricultural, and industrial applications [25]. To date, two Pestalotiopsis genomes are publically
available. Pestalotiopsis fici Steyaert W106-1/CGMCC3.15140 was isolated from branches of the tea
bush Camellia sinensis, and has been analyzed at the genomic and transcriptomic level [26]. P. fici
is characterized by an abundant set of carbohydrate-active enzymes with a specific expansion of
pectinases that allow the fungus to utilize intercellular nutrients within the host plants in relation to an
adaptation to an endophytic lifestyle. Pestalotiopsis sp. KF079 was isolated from the Baltic sea mudflats,
and was demonstrated to possess a very rich set of lignocellulose-degrading enzymes together with
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oxidative enzymes [18]. For this reason, genomic data from Pestalotiopsis sp. KF079 were used to select
and characterize two fungal laccases, and more specifically their behaviors toward sea salt. These two
novel laccases were tested for potential applications for dye decolorization.

2. Results

2.1. Target Selection, Aspergillus Niger Transformation, Screening, and Protein Purification

Among the 17 putative laccase-encoding genes that were annotated from the genome of
Pestalotiopsis sp. KF079 (available using BioProject accession ID: PRINA368776), two were selected for
heterologous expression in A. niger, based (i) on the divergence of the coded proteins (sharing only 40.5%
sequence identity), and (ii) on the presence of the coordination sites for type 1, 2, and 3 coppers, as found
in known laccases (Figure 1). The full-length genes that encode for these proteins, which are called
PsLacl and PsLac2, consist of 1728 bp and 1683 bp (576 and 561 amino acids), respectively. The two
PsLacs share 41% of identity, and PsLacl and PsLac2 share 59% and 68% identity with Melanocarpus
albomyces (MaLac) and Cryphonectria parasitica (CpLac), respectively. The calculated molecular weights
are 63 kDa and 62 kDa, with a theoretical pI of 6.17 and 4.13, respectively. The theoretical extinction
coefficients at 280 nm are 111,645 M~ cm™! and 142,585 M~ cm™! for PsLacl and PsLac2, respectively.

In order to produce the recombinant enzymes, native signal peptide sequences were removed and
replaced by the coding sequence of the A. niger glucoamylase signal peptide, followed by a KEX2-like
cleavage site located in the expression vector pAN52.4. In co-transformation experiments, protoplasts
of A. niger D15#26 were transformed with both the pAB4-1 plasmid and the pAN52.4 expression vector.
Transformants were selected for their ability to grow without uridine supplementation. Approximately
50 prototrophic transformants were obtained per microgram of expression vector. A total of 30 positive
clones for each transformation were cultured in standard liquid cultures and checked daily for protein
production by SDS-PAGE and for enzymatic activity by spectrophotometric assays. Approximately
15% of the tested transformants exhibited laccase-like activity in the culture medium. No band was
visible on SDS-PAGE, and no laccase activity was detected in the negative controls (transformed by
pAB4-1 only). The transformant PsLacl reached maximum laccase activity (10.02 nkat mL~!) on day
11 and 12. The transformant PsLac2 reached a peak of activity of 15.12 nkat mL~! on day 8 and 9.

In previous experiments, 3-4% of sea-salt was added to culture media so as to reproduce an
artificial seawater environment, affecting the growth of marine bacteria or fungi [22,27,28], and the
production of proteins from these organisms. Sea salt is composed of sodium chloride, as well as other
minerals and salts, according to the product specification from the manufacturer (Sigma-Aldrich).
In our experiments, the effect of sea-salt addition on laccase heterologous production was tested by
adding 1% to 5% (w/v) of sea salt to the A. niger growth medium (Figure 2). Laccase activities were
found in the secretion medium of the transformant PsLacl in non-saline growth conditions, with a
maximum at day 12. In all the saline conditions tested instead (1 to 5% sea-salt), laccase activities were
strongly abolished. For PsLac2, laccase activities slightly increased during the first days of growth, and
activity sharply dropped down at day 10. Interestingly, laccase activity was significantly increased in
cultures grown in 5% sea-salt conditions, reaching a maximum at day 8.
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Figure 1. Alignments of the closest characterized laccases from Melanocarpus albomyces (MaLac,
3DKH_A) and Cryphonectria parasitica (CpLac3, AAY99671) to Pestalotopsis sp. Lacl (KY554800), and
Pestalotiopsis sp. Lac2 (KY554801) using the CLUSTAL W sequence alignment algorithm. Perfect
matches are represented by an asterisk, high-amino acid similarities are represented by double dots,

and low-amino acid similarities are represented by single dots. Gaps (-) were introduced for maximum

alignment. The amino acids involved in the coordination sites for the type 1, 2 and 3 coppers are in red

and bold.
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Figure 2. Laccase production in A. niger under saline conditions for PsLacl (A) and PsLac2 (B). Laccase
activities were determined on culture medium with 2,2’-azino-bis(3-ethylbenzothiazoline-6-sulphonic
acid) (ABTS) as the substrate in standard conditions. Each data point (mean +/— standard deviation) is

the result of triplicate experiments.

The recombinant laccases were purified from the culture media in a three-step procedure:
ultrafiltration, anion-exchange chromatography, and size exclusion chromatography (Table 1,
Supplementary Figure S1). Culture media (containing 25 mg and 228 mg of protein per liter of culture
medium, for PsLacl and PsLac2, respectively) were concentrated 9-fold and 3.5-fold, respectively, by
ultrafiltration through a polyethersulfone membrane (10 kDa molecular mass cut-off), with a resulting
purification factor of 1.1 and 5.2-fold. The two PsLacs samples were subsequently loaded onto a
DEAE column with a purification factor of 3.2-fold and 13-fold, and then purified by size exclusion
chromatography yielding approximately 10-20 mg of protein. The final recovery yields were 420%
and 276%.



Int. J. Mol. Sci. 2019, 20, 1864 6 of 20

Table 1. Purification steps for each recombinant laccase produced in Aspergillus niger D15. DEAE: diethylaminoethyl.

Purification Volume (mL) Total Activity (nkat) Protein (mg) Specific ACt_IY ity Activity Yield (%) Purification Factor
Steps (nkat mg™") (Fold)
PsLAC1  PsLAC2  PsLAC1  PsLAC2  PsLAC1  PsLAC2  PsLAC1  PsLAC2  PsLAC1  PsLAC2  PsLAC1  PsLAC2
Culture 1800 700 20081 20055 45 160 446 125 100 100 1.0 1.0
medium
Ultrafiltration 200 200 29404 41218 58 63 507 654 146 206 1.1 52
DEAE 200 30 88174 54015 62 33 1422 1636 439 269 32 13

Gel filtration 2 5 84244 55545 20 12 4212 4629 420 276 9.4 37
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2.2. Enzyme Activity and Stability at Different pH and Temperature

Purified PsLacl and PsLac2 showed a different response to temperature depending on the
substrate oxidized (Figure 3). The optimum temperature for PsLacl was 80 °C on 2,2’-azino-
bis(3-ethylbenzothiazoline-6-sulphonic acid) (ABTS) and 2,6-dimethoxyphenol (DMP) and 65 °C
on syringaldazine, while the optimum temperature for PsLac2 was 65 °C on ABTS, 50 °C on DMP, and
55 °C on syringaldazine. PsLacl appears to be more active with high temperature, especially on DMP
and syringaldazine. Nevertheless, both enzymes showed similar temperature stability (Figure 4), with
similar loss-of-activity profiles at temperatures above 60 °C and stability over 4 h at 30 °C and 50 °C.
As already demonstrated for other fungal laccases, laccase activity on ABTS tends to increase at acidic
pH, while no activity was found at pH 6 and above (Figure 3). On the other hand, enzyme activity
decreased abruptly on DMP and syringaldazine at pH values below 4 or above 6. However, while
the optimal pH of fungal laccases is within the range 3—4 [1], for both PsLacs, a broader optimum pH
between pH 4-6 was measured. PsLacl was stable between pH 3-6 (Figure 4), while at pH 2, only
30% of the enzymatic activity was retained after 100 h of incubation on ABTS as a substrate (Figure 4).
On the other hand, PsLac2 presented a radically different profile between pH 3-6, retaining at 100 h,
after a regular decrease, about 40% to 50% of the starting activity. At pH 2, instead, almost all the
activity was lost after 25 h of incubation. Altogether, these results suggest that PsLacl seems in general
more active and stable at lower pH than PsLac2.
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Figure 3. Temperature and pH dependence of PsLacl and PsLac2 activity on different substrates.
Values were calculated as a percentage of maximum activity (set to 100%) at optimum temperature and
pH. The oxidation of ABTS (A,B), 2,6-dimethoxyphenol (DMP) (C,D), and syringaldazine (E F) (6 mM
each) was determined for the temperature curve in 20 mM of tartrate buffer pH 4.0, and for the pH
curve at 30 °C. Each data point (mean +/— standard deviation) is the result of triplicate experiments.
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Figure 4. Thermal and pH stabilities of purified PsLacl and PsLac2. Residual activities were estimated
after 15, 30, 60, 120, and 240 min of incubation at five different temperatures ranging from 30 to
80 °C (A,C) or at five different pHs ranging from 2.0 to 6.0 (B,D) for PsLacl (A,B) and PsLac2 (C,D).
Residual activities are expressed as a percentage of the initial activity (point at time 0, measured
immediately after adding the enzyme), which was set to 100%. Assays were performed using ABTS
as a substrate in standard conditions. Each data point (mean +/— standard deviation) is the result of

triplicate experiments.

2.3. Substrate Specificity and Kinetic Properties

The substrate oxidizing activity of purified laccases was determined under standard assay condition
at 30 °C by using various substrates, and relative activity values were compared. Guaiacol and tannic
acid were poorly oxidized by either PsLacl or PsLac2, and ferulic and or 3,4-dihydroxyphenylalanine
(DOPA) were not oxidized at all. Assuch, these compounds were excluded from further characterization.

The kinetic parameters were determined for enzymatic activity on ABTS, DMP, syringaldazine,
and O-dianisine, and the highest catalytic efficiency was found for syringaldazine (82.936 s~! mM™1),
followed by ABTS and DMP for PsLac1 (Table 2, Supporting information Figures 52 and 53). The catalytic
efficiency on PsLac2 on these substrates was overall lower: 9.102 s™! mM~! for DMP, and even lower
for syringaldazine, O-dianisine, and ABTS.

Table 2. Kinetic parameters of PsLac and PsLac2.

PsLacl PsLac2
Substrate Structure
Keat/K Keat/K
K M) K6 (Seln i ) ke Kl
(
o, o . Nel A
ABTS I :@@s{’ 0.024 0.696 29.245 0.100 0431 4331
NN &/ ToH
s
DMP 4 0.100 2441 24,532 0.020 0.178 9.102
HyCO OCH,
N-N —
Syringaldazine ~ *° ;Z\H A 0.004 0.365 82.936 0.101 0.573 5.672
H,cO CHy
OCH3
O-dianisidine )~ ) 0.647 0.057 0.089 0.144 0.748 5.187
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2.4. Decolorization of Commercial Dyes

Purified PsLacl and PsLac2 were effective in their ability to decolorize commercial synthetic dyes
(Figure 5). The effect of HBT as a mediator for dye decolorization was also tested, and confirmed that
the presence of this mediator improves the decolorization process, probably by facilitating electron
transfer between laccases and the substrate molecules, as reported for other laccases [29]. Two profiles
could be seen with the six industrial dyes used in this study. With four dyes (Azure Blue, Reactive Black
5, Acid Yellow, and Nitrosulfonazo III), 1-hydroxybenzotriazole (HBT) was essential to achieve 70 to
100% decolorization with PsLaclafter 24 h of incubation. Nevertheless, 20% and 40% decolorization of
Acid Yellow 17 and Reactive Black was still achieved with PsLacl without HBT after 48 h of incubation.
PsLac2 had similar activity on Reactive Black 5, but was in general much less active on these compounds,
and particularly on Azure Blue decolorization, achieving only 20% of decolorization in the presence
of HBT after 48 h. Finally, for these compounds finally, no decolorization was observed with PsLac2
without HBT. The activity of PsLacl and PsLac2 on the two other dyes, Poly-R478 and Bromo Cresol
Purple, was pretty independent of HBT, and although PsLacl decolorization of Poly-R478 was faster in
the presence of the mediator, the same reaction yields were obtained with and without HBT after 48 h,
with 50% dye decolorization. For Bromo Cresol Purple, more than 80% of decolorization was achieved
within the first 2 h with both laccases, and irrespective of HBT addition.
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B0 —e=e=pslAC] - HET
-3 —i— PSLACE + HET - 9 ___i_——_—::_—':
= o == e
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o &
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Figure 5. Decolorization of industrial dyes by PsLacl and PsLac2. (A-F) The decolorization was
detected by measuring the decrease of absorbance at specific wavelengths with time (1h,2h,4h, 24 h,
and 48 h). Each data point (mean +/— standard deviation) is the result of triplicate experiments.
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2.5. Influence of Sea Salt on Laccase Activity

In our standard assay, the activity of purified PsLacs was greatly enhanced by sea-salt addition up
to 5% (Figure 6). Salt-mediated activation was particularly striking for PsLac2, with a sharp activity
enhancement at 1%, followed by a slight and steady activity increase, up to 360% with 5% sea salt.
Overall, PsLac1 activity was also enhanced in saline conditions, but to a lesser extent.

400 -
350 -
300 -
250 -
200 -
150 -

100 —@®—PsLacl

50 1 PsLac2
0 T T T T 1

0 1 2 3 4 5

Sea-salt concentration

Relative activity (%)

Figure 6. Effect of sea-salt addition (0 to 5% w/v) on the activity of PsLacl and PsLac2. Assays were
performed using ABTS as substrate in standard conditions. Each data point (mean +/— standard
deviation) is the result of triplicate experiments.

2.6. Surface Charges of Fungal Laccases

Three-dimensional models of PsLacl and PsLac2 were generated, and the overall surface charges
were compared to those of two laccases from terrestrial fungi: the white-rot fungus Pycnoporus
cinnabarinus, and the ascomycete fungus Myceliophthora thermophila (Figure 7). PcLac (pdb: 2XYB) is
part of a large set of laccases (5) deployed by P. cinnnabarinus to efficiently degrade lignin [30], and
MtLac (pdb: 6F5K) is a commercially available enzyme that is often used for biotechnological and
industrial applications [31]. PsLac2 showed a large abundance of negative surface charges compared to
PcLac and MtLac, whereas PsLacl seemed to have a better balance of negative and positive charges, as
found for the terrestrial enzymes (Figure 7). In line with these results, analysis of the enzyme primary
structure showed that PsLac2 has a 3.95-times higher recurrence of negatively (D + E) over positively
charged (R + K) amino acids. In contrast, laccases from terrestrial fungi possess a lower (D + E)/(R + K)
ratio, i.e., 1.55 and 2.27 for MtLac and PcLac, respectively. Considering PsLacl, a slightly lower ratio of
1.20 was found. All together, these results suggest that the charge distribution in PsLacl is very similar
to what found for terrestrial enzymes, while PsLac2 has excess negatively charged residues, which is a
typical feature of marine enzymes [23,32].
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PsLac1 PsLac2 PclLac MtlLac

back back

Figure 7. Surface charge plots (negative and positive charges are in red and blue, respectively) of
PsLacl and PsLac2 compared to those from Pycnoporus cinnabarinus laccase, PcLac (pdb: 2XYB) and
from Myceliphthora thermophila laccase, MtLac (pdb: 6F5K). The surface potentials were calculated using
the vacuum electrostatics function of the PyMOL molecular graphics system (Schrodinger, New York,
NY, USA).

3. Discussion

Laccases are enzymes of interest due to their wide substrate specificity and suitability for utilization
in applications under the green technology banner, thus making them very attractive enzymes for
eco-friendly processes. The species P. cinnabarinus has been proposed to be of particular interest
as a model organism, as it is the first described filamentous fungus relying on laccases as its major
ligninolytic enzymes [33]. The genome of this fungus was obtained recently [30], and shows the putative
presence of five laccases (CAZy family AA1) together with a large repertoire of other ligninolytic
activities. In comparison, very little is still known about the ligninolytic systems of marine-derived
fungi. Pestalotiopsis sp. J63 was isolated from the oceanic sediment from the seabed of the East China
Sea [28]. These authors reported that this Pestalotiopsis species secretes high ligninolytic and laccase
activity during growth on agricultural residues, suggesting that marine fungi can utilize terrestrial
woody and non-woody biomass that ends up in river, coastal, and oceanic areas as a carbon source.
The adaptation of enzymes to salty environments is of great interest for the production of more robust
biocatalysts and for adapting existing processes where fresh water is restricted. The development of
laccases from such marine sources is of particular interest, as many industrial and biotechnological
processes relying on laccase activity require enzyme tolerance to heat, ionic strength, and neutral or
alkaline pH, which are properties that characterize the environments where marine organisms are able
to grow.

To date, a few studies are available that focus on the production and biochemical characterization
of laccases obtained from marine organisms [34], with a particular emphasis toward low-redox potential
bacterial laccases, such as CotA enzymes from Bacillus clausii and Bacillus subtilis [35], PPO1 from
Marinomonas mediterranea [36], and Lbh1 from Bacillus halodurans C-125 [37]. In the present work,
we aim at providing new data and insight on halotolerant fungal laccases, in order to unveil novel
potential enzymatic tools for industrial purposes. In fact, to our knowledge, only two laccases have
been characterized to date from an ascomycete and a basidiomycete isolated from mangroves [38,39],
and one only have been characterized from a basidiomycete isolated from a sponge in a coastal
environment [40]. In a previous work, Pestalotiopsis sp. KF079 was isolated from Baltic sea sponges,
and its genome was sequenced [18]. In the present study, we browsed this genome and selected
two out of 17 putative laccase-encoding genes in order to study the biochemical properties of the
coded enzymes and their behavior in sea salt. The two recombinant enzymes, PsLacl and PsLac2,
were produced and characterized for their main physicochemical properties. The two laccases from
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Pestalotiopsis sp. KF079 exhibited a high optimal temperature between 55-80 °C, depending on the
substrate used. This is similar to what has been reported for laccases from terrestrial fungi [1], such as
Marasmius quercophilus (optimal temperature 80 °C) [41] and P. cinnabarinus (65 °C) [42], or from the
marine-derived fungi Trematosphaeria mangrovei (65 °C) [38] and Cerrena unicolor (70 °C) [39]. Laccase
thermal stability can vary a lot, with the half-life time at 50 °C ranging from minutes to hours [1].
Both PsLacl and PsLac? lose activity after 1 h of incubation at 60 °C, with a half-life time of about
40 min, while at 30 °C and 50 °C, both enzymes were found to be stable for 4 h. This is comparable to
the behavior of the laccase from T. mangrovei [38], which has a half-life time of 45 min at 50 °C, while
the thermostable laccase of Melanocarpus albomyces has a half-life time of 5 h [43]. The thermal stability
of enzymes has been proposed to rely on several factors, such as the presence of hydrophobic cores
or charged residues [44,45]. However, to our knowledge, no clear relationship has been established
between these factors and thermal stability in the case of enzymes from marine-derived fungi, which is
typically characterized by large negatively charged solvent-exposed surfaces.

Considering the behavior at different pH, fungal laccases exhibit relatively acidic pH optima,
although with different tendencies depending on the enzymatic substrate and the underlying oxidation
mechanism [46]. For PsLacs, ABTS was oxidized at a pH lower than 4.0, suggesting the fast oxidation
of ABTS to the corresponding radical cation ABTS* at low pH, as previously described for the laccase
from the basidiomycete P. cinnabarinus [42], while DMP, guaiacol, and syringaldazine were oxidized
in the pH range of 4.0 to 6.0. Similar results were obtained for the laccase from the marine fungi
Peniophora sp. (pH 5.0) [40] and from C. unicolor (pH 3.0) [39]. As such, although this was expected for
marine-derived enzymes, none of these laccases, including PsLacs, present an optimum pH in neutral
or alkaline conditions. For pH stability, laccases produced by terrestrial fungi are mainly stable at
acidic pH [1], and we observed the same for PsLacl, which showed 30% residual activity after 100 h of
incubation at pH 2.0, suggesting similar properties for PsLacl and terrestrial active laccases. PsLac2
instead was more sensitive to low pH; its stability decreased regularly with time between pH 3.0 to
6.0 and abruptly at pH 2.0, where no activity was left after 40 min of incubation. Altogether, these
results suggest that PsLacl has generally higher activity and stability at lower pH than PsLac2, which
is comparable to the preference for acidic pH described for laccases from terrestrial fungi [14].

In order to gain insight into the enzymatic mechanism of PsLacs, substrate specificity was tested
for non-natural substrates, such as ABTS and some phenolic compounds. Both laccases were pretty
active on the low redox substrate ABTS, but the preferred substrates were syringaldazine and DMP for
PsLacl and PsLac2, respectively. Tannic acid and guaiacol were the less oxidized substrates, and ferulic
acid and DOPA not at all oxidized. In the literature, laccase activity has been tested on a wide range of
substrates to determine substrate specificity, and the data show that syringaldazine and ABTS are by
far, with some exceptions, the preferred substrates, while for the other substrates, specificity is very
variable [1]. In general, laccases share high catalytic constant, as well as a high affinity for syringaldazine
(tens of uM) and ABTS (hundreds of uM), whereas the oxidation of other phenolic compounds is
considerably slower, and the respective Kj; constants are considerably higher [1,10]. PsLacl showed
similar properties to other laccases, with K, values of 4 uM and 24 pM for syringaldazine and ABTS,
respectively, pointing to high affinities for these substrates. For PsLac2, instead, higher K, values
(hundreds of M) point to lower affinities toward syringaldazine and ABTS. For comparison, the two
marine-derived fungal laccases from T. mangrovei [38] and C. unicolor [39] revealed different behaviors
with K, of 1.42 mM and 0.054 mM against ABTS. Considering the catalytic constant, k. values of
fungal laccases are highly variable depending on the enzymes and the substrates used, typically in the
range of 1 to 50 s~! for syringaldazine. For PsLacs, ke for syringaldazine are in the low value range, as
has been reported for the laccase from the ascomycete fungus Botrytis cinerea [47]. Notably, PsLacl
exhibited the highest catalytic efficiency for syringaldazine, as its affinity for this substrate is relatively
high compared to other fungal laccases. Its Kqu/K;; for ABTS and DMP is still rather high, but it is also
103 times smaller for o-dianisidine. In contrast, PsLac2 turned out to be more versatile, showing lower
and comparable catalytic efficiencies for the oxidation of these four compounds, but a higher spectrum
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of accepted substrates, including o-dianisidine. We can conclude that PsLacl have suitable properties
for the oxidation of phenolic compounds in the (salt-free) conditions tested, whereas PsLac2 might
prove active on a larger number of phenolic compounds, which is a possibility that is worth exploring.
Decolorization potential is another criterion of interest in the study of laccases with respect to the
treatment of industrial effluent treatment [48]. Enzymes from marine-derived fungi can be applied
to treat textile effluents, which are often characterized by alkaline pH and high ionic strength [11].
Laccase-mediated azo dye decolorization has been well described with crude and purified forms
from many fungi; however, most of the laccases required the addition of redox mediators [1,48,49].
The mechanism of action of the laccase-mediator system has been extensively studied in many
applications [50,51]. Both bacteria and fungi, such as Pseudomonas putida [52], Trametes hirsute, Pleurotus
florida [53], and Pestalotiopsis guepini [54] have been tested for their dye-decolorizing ability against
synthetic dyes including Blue CA, Black B133, Corazol violet SR, or Crystal Violet. Azo dyes, with some
exceptions, seem relatively recalcitrant to degradation, and the nature and position of substituents on
their aromatic rings can markedly influence the decolorization efficiency of the laccase. It has been
previously reported that immobilized enzymes from Pestalotiopsis sp. NG007 are able to decolorize
three textile dyes with increasing effect, i.e., Reactive Remazol Navy 4 < Reactive Remazol Violet 9 <
Lefavix Blue 16 [55]. In that work, most of the dye decolorization was mainly due to laccase activity
and this feature was confirmed with marine-derived strains [11]. Concerning purified enzymes, a
laccase from Polyporus brumalis showed effective decolorization of a dye, Remazol Brilliant Blue R
(RBBR), without any laccase mediator [56]. In the case of PsLacs, both of them have decolorization
activity against synthetic dyes such as Azure Blue, Reactive Black 5, Acid Yellow 17, Nitrosulfonazo
III, Poly-R478, and Bromo Cresol Purple in the presence of mediators. Nevertheless, comparable or
residual activities were also measured without HBT for Bromo Cresol Purple Poly-R478, Reactive Black
5, and Acid Yellow 17. Our results show that PsLacs have a potential for dye decolorization without the
need for mediators, and further in-depth characterization will be necessary to assess this possibility.
To complete enzyme characterization, we decided to test the behavior of PsLacs in saline conditions.
In fact, heterologous protein expression showed strong salt dependence and a marked difference
in the expression profile for the two laccases. Precisely, the production of PsLacl and PsLac2 was
highly inhibited and highly boosted, respectively, by the addition of sea salt to the culture media
of A. niger. The activity of PsLacs was also affected by sea salt: both enzymes were more active in
the presence of salt, although activity enhancement was clearly stronger for PsLac2. Whereas salt
dependence of bacterial low-redox potential laccases has been established for different model systems,
very little is still known for marine-derived fungal laccases. One of the few examples is the laccase
from T. mangrovei, which lost about 50% of its activity in the presence of 1 mM of NaCl [38]. On the
contrary, several bacterial low-redox potential laccases have been shown to be resistant and even
activated by salts, with striking examples such as the PPOL1 laccase from M. mediterranea, which is
active in up to 1 M of NaCl [36], and the Lbh1 laccase from B. halodurans C-125, which is activated
by up to 450 mM of salt [37]. As such, the activity profile of PsLacs in sea salt is a promising step
toward the discovery of novel halotolerant biocatalysts, and a property worth investigating in further
studies. Salt-adapted enzymes are characterized by highly negative surface charges that are thought
to contribute to protein stability and activity in extreme osmolytic conditions [32,57,58]. As seen in
our results, PsLacl has a low (D + E)/(R + K) ratio, which is even lower than the one found for the
two reference laccases from terrestrial fungi used in this study, whereas PsLac2 has a high ratio of
acid/basic residues that is more similar to what is expected for marine enzymes. This observation is
comforted by comparing the homology-guided three-dimensional models generated for PsLacs and
the three-dimensional structures of laccases from two terrestrial fungi, the ascomycete M. thermophila
and the basidiomycete P. cinnabarinus. The surface charge distribution of PsLacl is in fact reminiscent
of those of terrestrial laccases, whereas PsLac2 shows highly negative solvent exposed surfaces, such
as those usually found in marine enzymes. Our previous analysis of surface charges of two lytic
polysaccharide monooxygenases (LPMOs) isolated from Pestalotiopsis sp. NCi6 showed a similar
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pattern, with (D+E)/(R+K) ratios of 4.8 and 4.3 respectively, which were comparable to those found for
PsLac2 (3.95), and significantly higher than what has been observed for 21 terrestrial LPMOs from
thermophilic and mesophilic fungi (D+E)/(R+K) (between 0.9-2.7) [23].

4. Materials and Methods

4.1. Strains and Culture Conditions

Escherichia coli strain JM109 (Promega, Charbonnieres, France) was used for vector storage
and propagation. Aspergillus niger strain D15#26 (pyrG deficient) [59] was used for the heterologous
expression of the laccase-encoding synthetic genes. After co-transformation with two vectors containing
the pyrG gene and the expression cassette respectively, transformants of A. niger were grown for
selection on solid minimal medium without uridine and containing 70 mM of NaNO3, 7 mM of KCl,
11 mM of KH,HPOy4, 2 mM of MgSQOy,, glucose 1% (w/v), and trace elements (1000x stock; 76 mM of
7ZnSQOy4, 178 mM of H3BO3, 25 mM of MnCl,, 18 mM of FeSOy, 7.1 mM of CoCl,, 6.4 mM of CuSQOy,
6.2 mM of NapMoOy, and 174 mM of EDTA—ethylenediamine tetra-acetic acid). For the screening
procedure of the positive transformants, 100 mL of culture medium containing 70 mM of NaNOj3,
7 mM of KCl, 200 mM of NayHPOy4, 2 mM of MgSOy, glucose 5% (w/v), and trace elements were
inoculated with 2 x 10° spores mL~! in a 250-mL baffled flask. Pestalotiopsis sp. KF079 is available at
the culture collection of the Kiel Center for marine natural products at GEOMAR, Helmholtz Centre
for Ocean Research, (Kiel, Germany).

4.2. Cloning and Expression of PsLac-Encoding Genes

The open reading frames sequences encoding each PsLacs were synthesized and codon optimized
for A. niger (GeneArt, Regensburg, Germany), with some modifications. The amino acids of the signal
peptides, which were predicted with the program SignalP hosted on the ExXPASy Proteomics server
(http://www.expasy.ch), were replaced by the 24-amino-acid glucoamylase (GLA) preprosequence from
A. niger (MGFRSLLALSGLVCNGLANVISKR). Two restriction sites (Ncol and HindIll) were added
at the 5" and 3’ ends of the sequence, respectively, for cloning into the expression vector pAN52.4
(GenBank/EMBL accession number Z32699). In the final expression cassette, the Aspergillus nidulans
glyceraldehyde-3-phosphate dehydrogenase-encoding gene (gpdA) promoter, the 5" untranslated
region of the gpdA mRNA, and the A. nidulans trpC terminator were used to drive the expression of the
inserted coding sequences.

4.3. Transformation, Screening of Transformants, and Laccase Activity Assay

For each recombinant protein, co-transformation was carried out as described by Punt and van
den Hondel [60] using both the expression vector containing the expression cassette and pAB4-1 [61]
containing the pyrG selection marker in a 10:1 ratio. Transformants were selected for uridine prototrophy
by growth on selective solid minimal medium (without uridine). In order to screen enzyme production
in liquid medium, 100 mL of culture minimal medium (adjusted to pH 5.5 with 1 M of citric acid) were
inoculated with 2 x 10° spores mL~! in a 250-mL flask. The culture was monitored for 14 days at 30 °C
in a shaker incubator (130 rpm), and pH was adjusted daily to 5.5 with 1 M of citric acid. From these
liquid cultures, aliquots (2 mL) were collected daily, and cells were pelleted by centrifugation (20 min at
15,000 g). The resulting supernatant was concentrated onto microcentrifuge units (Centricon, Merck
Millipore, Darmstadt, Germany) with a 30-kDa cut-off, and protein production was confirmed by 12%
(w/v) sodium dodecyl sulfate-polyacrylamide gel electrophoresis and a laccase activity test. Laccase
activity was assayed spectrophotometrically by monitoring the oxidization of 0.5 mM of 2,2’-azino-bis
(3-ethylbenzothiazoline-6-sulphonic acid) (ABTS) (¢ = 3.6.10* M~ em™1) at 420 nm in 20 mM of tartrate
buffer pH 4. The reaction was monitored for 1 min at 30 °C in an Uvikon XS spectrophotometer
(BioTek Instruments, Colmar, France). Activity is expressed in nkat mL~!, i.e., the amount of laccase
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that oxidizes 1 pmol of substrate per second. Measurements in all the experiments were performed in
triplicate, and means and standard deviations were determined.

4.4. Influence of Salt on Laccase Production

Two transformants producing the highest PsLacl and PsLac2 laccase activity were cultured in
liquid media in the presence of different concentrations of artificial sea salts powder (0%, 1%, 3%,
and 5% (w/v) (Sigma-Aldrich, St. Louis, MO, USA) in order to test the influence of sea salt on laccase
production. First, 100 mL of culture medium was inoculated with 2 x 10° spores mL~! in a 500-mL
baffled flask at 30 °C in a shaker incubator (110 rpm), and pH was adjusted daily to 5.5 by the addition
of 1 M of citric acid. An aliquot (1 mL) was collected each day.

4.5. Purification of Recombinant Laccases

For protein production, one positive clone was selected for each expression cassette and cultured
without or with 5% sea salt for PsLacl and PsLac2, respectively. Then, 1800 mL (PsLacl) and 700 mL
(PsLac2) of culture media were prepared as previously described (see Section 4) for large-scale
protein production. The cultures were harvested after 11 days (PsLacl) and 8 days (PsLac2). Culture
media was clarified by filtration through GF/D and GF/F glass fiber filters (Whatman, Maidstone, UK),
followed by filtrations through 0.45-um and 0.22-pm polyethersulfone membranes (Express Plus, Merck
Millipore). The collected filtrate was concentrated 10-fold by ultrafiltration through a polyethersulfone
membrane with a 10-kDa molecular mass cut-off (Vivaflow crossflow cassette, Sartorius, Les Ulis,
France). The supernatant was purified on a diethylaminoethyl (DEAE)-Sepharose fast flow (Amersham
Bioscience Europe GmbH, Saclay, Orsay, France) using an AKTA purifier (GE Healthcare Life Science,
Velizy-Villacoublay, France). The sample was loaded onto the column equilibrated with a binding
buffer (50 mM of phosphate buffer pH 7, containing 25 mM of NaCl), using a linear gradient of
0-50% of the elution buffer (50 mM of phosphate buffer pH 7, containing 1M of NaCl). Activity was
determined in the collected fractions, and protein production was evaluated by SDS-PAGE. The active
fractions were concentrated through a 10-kDa molecular mass cut-off Amicon membrane (Millipore).
The concentrated samples were loaded onto a Sephacryl S-200HR size exclusion chromatography
column (GE Healthcare Life Science) equilibrated in 50 mM of sodium acetate buffer pH 5, containing
50 mM of NaCl. Five-mL fractions were collected and assayed for laccase activity as described
above, and protein production was tested by SDS-PAGE. For the different purification steps, the
total protein concentration was determined with the Bradford assay using the BioRad Protein Assay
Kit (BioRad, Marnes-la-Coquette, France) and bovine serum albumin (BSA) as a standard. Purified
laccase was dialyzed against 10 mM of tartrate buffer, and final protein concentration was determined
spectrophotometrically at 280 nm using a NanoDrop 2000 (Thermo Fisher Scientific, Illkirch, France),
and the respective theoretical molar extinction coefficients at 280 nm, 111,645 M1 em™? (PsLacl), and
142,585 M~! em™! (PsLac2).

4.6. Bioinformatic Analysis

The molecular mass, theoretical pI, and molar extinction coefficient of enzymes were predicted
by the ProtParam tool (http://web.expasy.org/protparam/). Protein sequences were aligned using
MUSCLE [62] and CLUSTAL W [63] at http://www.ebi.ac.uk/Tools/msa/. Signal peptides were
predicted using Signal P [64] at http://www.cbs.dtu.dk/services/SignalP/. The automated protein
structure homology modeling online tool Phyre 2 [65] was used to predict the three-dimensional
models of PsLacl and PsLac2 using the closest homologs of known structure available in the Protein
Data Bank (PDB). For instance, c2q90A (Melanocarpus albomyces laccase, 59% identity) and c3ppsD
(Thielavia arenaria laccase, 59% identity) were used for PsLacl. Protein models c2q90A (Melanocarpus
albomyces laccase, 40% identity) and c3sqrA (Botrytis aclada laccase, 49% identity) were used as references
for PsLac2. Surfaces charges were calculated, and all the figures were prepared with PyMOL.


http://web.expasy.org/protparam/
http://www.ebi.ac.uk/Tools/msa/
http://www.cbs.dtu.dk/services/SignalP/

Int. ]. Mol. Sci. 2019, 20, 1864 16 of 20

4.7. Influence of Temperature and pH

To determine optimal temperature, laccases were incubated over a temperature range from 20 to
80 °C, and the activity was determined at the different temperatures in standard conditions. For the
pH profiles, laccase activity was determined in 200 mM of tartrate buffer from pH 2 to 6 and phosphate
buffer at pH 7 against ABTS, DMP, and syringaldazine as substrates at 30 °C.

To define the thermal stability, laccases were incubated at different temperatures (30 to 80 °C) for
15, 30, 60, 120, and 240 min. Thermal inactivation was stopped by immediately cooling the treated
protein aliquot on ice, and activity was measured under standard conditions as described above.
The pH stability was determined by incubating laccases in tartrate buffer at different pH (2, 3, 4, 5 and
6) for 4, 24, 48, and 96 h at 30 °C, and then assaying the activity in standard conditions.

In all the conditions, 100% relative activity was fixed in a range of 5 to 20 nkatal per mL of
laccase activity.

4.8. The Substrates Specificity and Kinetics

The substrate specificity of purified laccases was determined by following spectrophotometric
changes in standard conditions at specific wavelengths for each substrate: 2,2’-azino-bis(3-
ethylbenzothiazoline-6-sulphonic acid) (ABTS) (420 nm), tannic acid (420 nm), o-dianisidine (460 nm),
2,4-dimethylphenol (DMP) (469 nm), guaiacol (470 nm), syringaldazine (530 nm), ferulic acid (420 nm),
and 3,4-dihydroxyphenylalanine (DOPA) (475 nm).

Kinetic constants were determined at 30 °C, and either at pH 4 using ABTS as a substrate, or pH 5
for DMP, syringaldazine, and O-dianisidine (substrate concentration range of 0.005 mM to 2 mM for all
substrates, Supplementary Figures 52 and S3), using the Lineweaver-Burk double-reciprocal plots in
the presence and absence of co-solvent. Values were estimated using a non-linear regression model
(GraFit software, Erithacus Sofware, Horley, UK).

4.9. Decolorization Properties

The loss of absorbance for the synthetic dyes Acid Yellow 17 (404 nm), Azure Blue (645 nm),
Bromo Cresol Purple (431 nm), Nitrosulfonazo III (575 nm), Poly R478 (520 nm), and Reactive Black 5
(600 nm) was used for determining the decolorization properties of laccase in the presence/absence of a
redox mediator 1-hydroxybenzotriazole (HBT). The reaction mixture contained laccase (6 U mL™}),
dye solutions (final concentration: 0.004% w/v), tartrate buffer (20 mM, pH 4) and 0.9 mM of HBT in a
total volume of 1 mL. The decolorization was detected by measuring the decrease of color absorbance
with time (1, 2, 4, 24, and 48 h). Heat-inactivated laccases were used as controls. The percentage of
decolorization efficiency was calculated as follows:

Decolorization (%) = (A; — A)/A; X 100 (1)
where A, is initial absorbance of dyes, and At is the absorbance of dye after each time point [66].

4.10. Influence of Sea Salt on Laccase Activity

The influence of sea-salt on laccase activity was assessed by spectrophotometric measurements in
standard assay conditions, as described above, after sea-salt addition (1-5% w/v).

4.11. Sequence Information

The gene sequences encoding PsLac1l and for PsLac2 were deposited in the GenBank database
under the accession codes KY554800 and KY554801, respectively.
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5. Conclusions

The results presented here have the objective to provide insight on marine-derived enzymes
and more specifically on laccases. The two heterologously expressed laccases were demonstrated to
possess different biochemical properties, but also different potentials for industrial applications. Future
research will be needed in order to explain the enzyme properties in relation to halophilic conditions,
especially at the structural level. This knowledge will be of interest to develop more robust enzymes
for biotechnological applications.

Supplementary Materials: Supplementary materials can be found at http://www.mdpi.com/1422-0067/20/8/1864/
sl.

Author Contributions: YM., M.D., AL, AK, G.S. and S.L. provided experiment support; ] H., A.T.-D. provided
technical support and contributed to the discussion; and S.W., G.S., C.B.F. and E.R. designed the experiments and
wrote the manuscript.

Funding: This research was funded by European commission (EC) under grant number KBBE-2013-7-613549.

Acknowledgments: We gratefully thank the French Embassy in Thailand for a Junior Research Fellowship for SW.
SW also wishes to thank the post-doctoral grant support from the Center of Excellence on Biodiversity (BDC),
Office of Higher Education Commission (BDC-PG4-159013).

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

References

1. Baldrian, P. Fungal laccases—Occurrence and properties. FEMS Microbiol. Rev. 2006, 30, 215-242. [CrossRef]

2. Rodriguez Couto, S.; Toca Herrera, J.L. Industrial and biotechnological applications of laccases: A review.
Biotechnol. Adv. 2006, 24, 500-513. [CrossRef]

3. Thurston, C.F. The structure and function of fungal laccases. Microbiology 1994, 140, 19-26. [CrossRef]

4.  Riva, S. Laccases: Blue enzymes for green chemistry. Trends Biotechnol. 2006, 24, 219-226. [CrossRef]

5. Chen,S.; Ge, W.; Buswell, ].A. Molecular cloning of a new laccase from the edible straw mushroom Volvariella
volvacea: Possible involvement in fruit body development. FEMS Microbiol. Lett. 2004, 230, 171-176.
[CrossRef]

6.  De Vries, O.M.H.; Kooistra, W.H.C.E,; Wessels, ].G.H. Formation of an extracellular laccase by a Schizophyllum
commune dikaryon. Microbiology 1986, 132, 2817-2826. [CrossRef]

7. Piscitelli, A.; Pezzella, C.; Giardina, P; Faraco, V.; Sannia, G. Heterologous laccase production and its role in
industrial applications. Bioeng. Bugs 2010, 1, 252-262. [CrossRef]

8. Roth, S.; Spiess, A.C. Laccases for biorefinery applications: A critical review on challenges and perspectives.
Bioprocess Biosyst. Eng. 2015, 38, 2285-2313. [CrossRef]

9. Sette, L.; Costa Bonugli Santos, R. Ligninolytic enzymes from marine-derived fungi: Production and
applications. In Marine Enzymes for Biocatalysis: Sources, Biocatalytic Characteristics and Bioprocesses of Marine
Enzymes; Woodhead Publishing: Sawston, Cambridge, UK, 2013; pp. 403—427. ISBN 978-1-907568-80-0.

10. Bonugli-Santos, R.C.; Dos Santos Vasconcelos, M.R.; Passarini, M.R.Z.; Vieira, G.A.L.; Lopes, V.C.P;
Mainardi, PH.; Dos Santos, J.A.; de Azevedo Duarte, L.; Otero, I.V.R.; da Silva Yoshida, A.M.; et al.
Marine-derived fungi: Diversity of enzymes and biotechnological applications. Front. Microbiol. 2015, 6, 269.
[CrossRef]

11.  Raghukumar, C. Marine fungal biotechnology: An ecological perspective. Fungal Divers. 2008, 31, 19-35.

12.  Raghukumar, C. Marine fungi and their enzymes for decolorization of colored effluents. In Marine microbiology:
Facts and opportunities; Ramaiah, N., Ed.; National Institute of Oceanography: Goa, India, 2004; pp. 145-158.

13. Damare, S.; Raghukumar, C.; Muraleedharan, U.D.; Raghukumar, S. Deep-sea fungi as a source of alkaline
and cold-tolerant proteases. Enz. Microb. Technol. 2006, 39, 172-181. [CrossRef]

14. Gianfreda, L.; Xu, F,; Bollag, ].-M. Laccases: A useful group of oxidoreductive enzymes. Biorem. |. 1999,
3, 1-26. [CrossRef]

15. Rédou, V,; Kumar, A.; Hainaut, M.; Henrissat, B.; Record, E.; Barbier, G.; Burgaud, G. Draft genome sequence
of the deep-sea basidiomycetous yeast Cryptococcus sp. Strain Mo29 reveals its biotechnological potential.
Genome Announc. 2016, 4, e€00461-16. [CrossRef]


http://www.mdpi.com/1422-0067/20/8/1864/s1
http://www.mdpi.com/1422-0067/20/8/1864/s1
http://dx.doi.org/10.1111/j.1574-4976.2005.00010.x
http://dx.doi.org/10.1016/j.biotechadv.2006.04.003
http://dx.doi.org/10.1099/13500872-140-1-19
http://dx.doi.org/10.1016/j.tibtech.2006.03.006
http://dx.doi.org/10.1016/S0378-1097(03)00878-4
http://dx.doi.org/10.1099/00221287-132-10-2817
http://dx.doi.org/10.4161/bbug.1.4.11438
http://dx.doi.org/10.1007/s00449-015-1475-7
http://dx.doi.org/10.3389/fmicb.2015.00269
http://dx.doi.org/10.1016/j.enzmictec.2006.03.032
http://dx.doi.org/10.1080/10889869991219163
http://dx.doi.org/10.1128/genomeA.00461-16

Int. ]. Mol. Sci. 2019, 20, 1864 18 of 20

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

Rédou, V,; Kumar, A.; Hainaut, M.; Henrissat, B.; Record, E.; Barbier, G.; Burgaud, G. Draft genome sequence
of the deep-sea ascomycetous filamentous fungus Cadophora malorum Mo12 from the Mid-Atlantic Ridge
reveals its biotechnological potential. Genome Announc. 2016, 4, e00467-16. [CrossRef]

Kumar, A.; Henrissat, B.; Arvas, M.; Syed, M.E,; Thieme, N.; Benz, ].P,; Serensen, J.L.; Record, E.; Poggeler, S.;
Kempken, F. De novo assembly and genome analyses of the marine-derived Scopulariopsis brevicaulis strain
LF580 unravels life-style traits and anticancerous scopularide biosynthetic gene cluster. PLoS ONE 2015,
10, €0140398. [CrossRef]

Kumar, A.; Serensen, J.L.; Hansen, ET.; Arvas, M.; Syed, M.E,; Hassan, L.; Benz, ].P.; Record, E.; Henrissat, B.;
Poggeler, S.; et al. Genome sequencing and analyses of two marine fungi from the North Sea unraveled a
plethora of novel biosynthetic gene clusters. Sci. Rep. 2018, 8, 10187. [CrossRef]

Kamei, I; Daikoku, C.; Tsutsumi, Y.; Kondo, R. Saline-dependent regulation of manganese peroxidase genes
in the hypersaline-tolerant white rot fungus Phlebia sp. strain MG-60. Appl. Environ. Microbiol. 2008,
74,2709-2716. [CrossRef]

Spalding, M.; Blasco, E,; Filed, C. World Mangrove Atlas; International Society for Mangrove Ecosystems:
Okinawa, Japan, 1997; pp. 1-198.

Hyde, K.D,; Lee, S.Y. Ecology of mangrove fungi and their role in nutrient cycling: What gaps occur in our
knowledge? Hydrobiologia 1995, 295, 107-118. [CrossRef]

Arfi, Y,; Chevret, D.; Henrissat, B.; Berrin, ].-G.; Levasseur, A.; Record, E. Characterization of salt-adapted
secreted lignocellulolytic enzymes from the mangrove fungus Pestalotiopsis sp. Nat. Commun. 2013, 4, 1810.
[CrossRef]

Patel, I.; Kracher, D.; Ma, S.; Garajova, S.; Haon, M.; Faulds, C.B.; Berrin, J.-G.; Ludwig, R.; Record, E.
Salt-responsive lytic polysaccharide monooxygenases from the mangrove fungus Pestalotiopsis sp. NCi6.
Biotechnol. Biofuels 2016, 9, 108. [CrossRef]

Maharachchikumbura, S.5.N.; Hyde, K.D.; Groenewald, ]J.Z.; Xu, J.; Crous, PW. Pestalotiopsis revisited.
Stud. Mycol. 2014, 79, 121-186. [CrossRef]

Xu, J.; Yang, X; Lin, Q. Chemistry and biology of Pestalotiopsis-derived natural products. Chem. Biol. 2014,
2,721-727. [CrossRef]

Wang, X.; Zhang, X.; Liu, L.; Xiang, M.; Wang, W.; Sun, X.; Che, Y.; Guo, L.; Liu, G.; Guo, L.; et al. Genomic
and transcriptomic analysis of the endophytic fungus Pestalotiopsis fici reveals its lifestyle and high potential
for synthesis of natural products. BMC Genom. 2015, 16, 28. [CrossRef]

Schut, F,; de Vries, E.J.; Gottschal, J.C.; Robertson, B.R.; Harder, W.; Prins, R.A.; Button, D.K. Isolation of
typical marine bacteria by dilution culture: Growth, maintenance, and characteristics of isolates under
Laboratory CONDITIONS. Appl. Environ. Microbiol. 1993, 59, 2150-2160.

Chen, H.-Y.; Xue, D.-S.; Feng, X.-Y.,; Yao, S.-J. Screening and production of ligninolytic enzyme by a
marine-derived fungal Pestalotiopsis sp. J63. Appl. Bochem. Biotechnol. 2011, 165, 1754-1769. [CrossRef]
Camarero, S.; Ibarra, D.; Martinez, M.].; Martinez, A.T. Lignin-derived compounds as efficient laccase
mediators for decolorization of different types of recalcitrant dyes. Appl. Environ. Microbiol. 2005,
71,1775-1784. [CrossRef]

Levasseur, A.; Lomascolo, A.; Chabrol, O.; Ruiz-Duenas, FJ.; Boukhris-Uzan, E.; Piumi, F.; Kues, U.;
Ram, A.FJ.; Murat, C.; Haon, M.; et al. The genome of the white-rot fungus Pycnoporus cinnabarinus: A
basidiomycete model with a versatile arsenal for lignocellulosic biomass breakdown. BMC Genom. 2014,
15, 486. [CrossRef]

Van den Brink, J.; Samson, R.A.; Hagen, E; Boekhout, T.; de Vries, R.P. Phylogeny of the industrial relevant,
thermophilic genera Myceliophthora and Corynascus. Fungal Div. 2012, 52, 197-207. [CrossRef]

Kern, M.; McGeehan, J.E.; Streeter, S.D.; Martin, RIN.A.; Besser, K.; Elias, L.; Eborall, W.; Malyon, G.P;
Payne, C.M.; Himmel, M.E.; et al. Structural characterization of a unique marine animal family 7
cellobiohydrolase suggests a mechanism of cellulase salt tolerance. Proc. Nat. Acad. Sci. USA 2013,
110, 10189-10194. [CrossRef]

Eggert, C.; Temp, U.; Eriksson, K.E. The ligninolytic system of the white rot fungus Pycnoporus cinnabarinus:
Purification and characterization of the laccase. Appl. Environ. Microbiol. 1996, 62, 1151-1158.

Theerachat, M.; Guieysse, D.; Morel, S.; Remaud-Siméon, M.; Chulalaksananukul, W. Laccases from marine
organisms and their applications in the biodegradation of toxic and environmental pollutants: A Review.
Appl. Biochem. Biotechnol. 2018, 187, 583-611. [CrossRef]


http://dx.doi.org/10.1128/genomeA.00467-16
http://dx.doi.org/10.1371/journal.pone.0140398
http://dx.doi.org/10.1038/s41598-018-28473-z
http://dx.doi.org/10.1128/AEM.02257-07
http://dx.doi.org/10.1007/BF00029117
http://dx.doi.org/10.1038/ncomms2850
http://dx.doi.org/10.1186/s13068-016-0520-3
http://dx.doi.org/10.1016/j.simyco.2014.09.005
http://dx.doi.org/10.1007/s13225-014-0288-3
http://dx.doi.org/10.1186/s12864-014-1190-9
http://dx.doi.org/10.1007/s12010-011-9392-y
http://dx.doi.org/10.1128/AEM.71.4.1775-1784.2005
http://dx.doi.org/10.1186/1471-2164-15-486
http://dx.doi.org/10.1007/s13225-011-0107-z
http://dx.doi.org/10.1073/pnas.1301502110
http://dx.doi.org/10.1007/s12010-018-2829-9

Int. ]. Mol. Sci. 2019, 20, 1864 19 of 20

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

Brander, S.; Mikkelsen, J.D.; Kepp, K.P. Characterization of an alkali- and halide-resistant laccase expressed
in E. coli: CotA from Bacillus clausii. PLoS ONE 2014, 9, €99402. [CrossRef] [PubMed]

Jimenez-Juarez, N.; Roman-Miranda, R.; Baeza, A.; Sanchez-Amat, A.; Vazquez-Duhalt, R.; Valderrama, B.
Alkali and halide-resistant catalysis by the multipotent oxidase from Marinomonas mediterranea. J. Biotechnol.
2005, 117, 73-82. [CrossRef]

Ruijssenaars, H.J.; Hartmans, S. A cloned Bacillus halodurans multicopper oxidase exhibiting alkaline laccase
activity. Appl. Microbiol. Biotechnol. 2004, 65, 177-182. [CrossRef]

Atalla, M.M.; Zeinab, H.K.; Eman, R H.; Amani, A.Y.; Abeer, A.A.E.A. Characterization and kinetic properties
of the purified Trematosphaeria mangrovei laccase enzyme. Saudi J. Biol. Sci. 2013, 20, 373-381. [CrossRef]
D’Souza-Ticlo, D.; Garg, S.; Raghukumar, C. Effects and interactions of medium components on laccase from
a marine-derived fungus using response surface methodology. Mar. Drugs 2009, 7, 672-688. [CrossRef]
[PubMed]

Mainardi, PH.; Feitosa, V.A.; Brenelli de Paiva, L.B.; Bonugli-Santos, R.C.; Squina, EM.; Pessoa, A.;
Sette, L.D. Laccase production in bioreactor scale under saline condition by the marine-derived basidiomycete
Peniophora sp. CBMAI 1063. Fungal Biol. 2018, 122, 302-309. [CrossRef] [PubMed]

Farnet, A.M.; Criquet, S.; Tagger, S.; Gil, G.; Le Petit, J. Purification, partial characterization, and reactivity
with aromatic compounds of two laccases from Marasmius quercophilus strain 17. Can. |. Microbiol. 2000,
46,189-194. [CrossRef]

Record, E.; Punt, PJ.; Chamkha, M.; Labat, M.; van Den Hondel, C.A.M.].].; Asther, M. Expression of the
Pycnoporus cinnabarinus laccase gene in Aspergillus niger and characterization of the recombinant enzyme.
Eur. J. Biochem. 2002, 269, 602-609. [CrossRef]

Kiiskinen, L.-L.; Viikari, L.; Kruus, K. Purification and characterisation of a novel laccase from the ascomycete
Melanocarpus albomyces. Appl. Microbiol. Biotechnol. 2002, 59, 198-204.

Fields, P.A. Review: Protein function at thermal extremes: Balancing stability and flexibility. Comp. Biochem.
Physiol. Part A Mol. Integr. Physiol. 2001, 129, 417-431. [CrossRef]

Gromiha, M.M,; Pathak, M.C.; Saraboji, K.; Ortlund, E.A.; Gaucher, E.A. Hydrophobic environment is a key
factor for the stability of thermophilic proteins. Proteins 2013, 81, 715-721. [CrossRef]

Xu, F. Effects of redox potential and hydroxide inhibition on the pH activity profile of fungal laccases. |. Biol.
Chem. 1997, 272, 924-928. [CrossRef]

Li, K.; Xu, E; Eriksson, K.E. Comparison of fungal laccases and redox mediators in oxidation of a nonphenolic
lignin model compound. Appl. Environ. Microbiol. 1999, 65, 2654-2660.

Abadulla, E.; Tzanov, T.; Costa, S.; Robra, K.H.; Cavaco-Paulo, A.; Giibitz, G.M. Decolorization and
detoxification of textile dyes with a laccase from Trametes hirsuta. Appl. Environ. Microbiol. 2000, 66, 3357-3362.
[CrossRef]

Zille, A.; Tzanov, T.; Giibitz, G.M.; Cavaco-Paulo, A. Immobilized laccase for decolourization of reactive
black 5 dyeing effluent. Biotechnol. Lett. 2003, 25, 1473-1477. [CrossRef]

Muheim, A.; Fiechter, A.; Harvey, PJ.; Schoemaker, H.E. On the mechanism of oxidation of non-phenolic
lignin model compounds by the laccase-ABTS couple. Holzforschung 1992, 46, 121-126. [CrossRef]
Bourbonnais, R.; Paice, M.G. Oxidation of non-phenolic substrates. An expanded role for laccase in lignin
biodegradation. FEBS Lett. 1990, 267, 99-102. [CrossRef]

Kuddus, M.; Joseph, B.; Wasudev Ramteke, P. Production of laccase from newly isolated Pseudomonas putida
and its application in bioremediation of synthetic dyes and industrial effluents. Biocat. Agric. Biotechnol.
2013, 2, 333-338. [CrossRef]

Sathiya, M.; Periyar, S.; Sasikalaveni, A.; Murugesan, K.; Kalaichelvan, P.T. Decolorization of textile dyes and
their effluents using white rot fungi. Afr. J. Biotechnol. 2007, 6, 424-429.

Saparrat, M.C.N.; Hammer, E. Decolorization of synthetic dyes by the deuteromycete Pestalotiopsis guepinii
CLPS no. 786 strain. J. Basic Microbiol. 2006, 46, 28-33. [CrossRef]

Yanto, D.H.Y,; Tachibana, S.; Itoh, K. Biodecolorization of textile dyes by immobilized Enzymes in a vertical
bioreactor system. Proced. Environ. Sci. 2014, 20, 235-244. [CrossRef]

Kim, H.; Lee, S.; Ryu, S.; Choi, H.T. Decolorization of remazol brilliant blue R by a purified laccase of
Polyporus brumalis. Appl. Biochem. Biotechnol. 2012, 166, 159-164. [CrossRef]

Paul, S.; Bag, S.K; Das, S.; Harvill, E.T.; Dutta, C. Molecular signature of hypersaline adaptation: Insights
from genome and proteome composition of halophilic prokaryotes. Gen. Biol. 2008, 9, R70. [CrossRef]


http://dx.doi.org/10.1371/journal.pone.0099402
http://www.ncbi.nlm.nih.gov/pubmed/24915287
http://dx.doi.org/10.1016/j.jbiotec.2005.01.002
http://dx.doi.org/10.1007/s00253-004-1571-0
http://dx.doi.org/10.1016/j.sjbs.2013.04.001
http://dx.doi.org/10.3390/md7040672
http://www.ncbi.nlm.nih.gov/pubmed/20098606
http://dx.doi.org/10.1016/j.funbio.2018.01.009
http://www.ncbi.nlm.nih.gov/pubmed/29665956
http://dx.doi.org/10.1139/w99-138
http://dx.doi.org/10.1046/j.0014-2956.2001.02690.x
http://dx.doi.org/10.1016/S1095-6433(00)00359-7
http://dx.doi.org/10.1002/prot.24232
http://dx.doi.org/10.1074/jbc.272.2.924
http://dx.doi.org/10.1128/AEM.66.8.3357-3362.2000
http://dx.doi.org/10.1023/A:1025032323517
http://dx.doi.org/10.1515/hfsg.1992.46.2.121
http://dx.doi.org/10.1016/0014-5793(90)80298-W
http://dx.doi.org/10.1016/j.bcab.2013.06.002
http://dx.doi.org/10.1002/jobm.200410543
http://dx.doi.org/10.1016/j.proenv.2014.03.030
http://dx.doi.org/10.1007/s12010-011-9412-y
http://dx.doi.org/10.1186/gb-2008-9-4-r70

Int. ]. Mol. Sci. 2019, 20, 1864 20 of 20

58.

59.

60.

61.

62.

63.

64.

65.

66.

Lanyi, J.K. Salt-dependent properties of proteins from extremely halophilic bacteria. Bacteriol. Rev. 1974,
38, 272-290.

Gordon, C.L.; Khalaj, V.; Ram, A.F,; Archer, D.B.; Brookman, J.L.; Trinci, A.P; Jeenes, D.]J.; Doonan, ] H.;
Wells, B.; Punt, PJ.; et al. Glucoamylase: Green fluorescent protein fusions to monitor protein secretion in
Aspergillus niger. Microbiology 2000, 146, 415-426. [CrossRef]

Punt, PJ.; van den Hondel, C.A. Transformation of filamentous fungi based on hygromycin B and phleomycin
resistance markers. Meth. Enzymol. 1992, 216, 447-457.

Van Hartingsveldt, W.; Mattern, L.E.; van Zeijl, C.M.; Pouwels, PH.; van den Hondel, C.A. Development of a
homologous transformation system for Aspergillus niger based on the pyrG gene. Mol. Gen. Genet. 1987, 206,
71-75. [CrossRef]

Edgar, R.C. MUSCLE: A multiple sequence alignment method with reduced time and space complexity.
BMC Bioinform. 2004, 5, 113. [CrossRef]

Chojnacki, S.; Cowley, A.; Lee, J.; Foix, A.; Lopez, R. Programmatic access to bioinformatics tools from
EMBL-EBI update: 2017. Nucl. Acids Res. 2017, 45, W550-W553. [CrossRef]

Armenteros, J.J.A.; Tsirigos, K.D.; Senderby, C.K.; Petersen, T.N.; Winther, O.; Brunak, S.; von Heijne, G.;
Nielsen, H. SignalP 5.0 improves signal peptide predictions using deep neural networks. Nat. Biotechnol.
2019, 37, 420-423. [CrossRef] [PubMed]

Kelley, L.A.; Mezulis, S.; Yates, C.M.; Wass, M.N.; Sternberg, M.].E. The Phyre2 web portal for protein
modeling, prediction and analysis. Nat. Protoc. 2015, 10, 845-858. [CrossRef] [PubMed]

Surwase, S.V.; Deshpande, K. K.; Phugare, S.S.; Jadhav, ].P. Biotransformation studies of textile dye Remazol
Orange 3R. 3 Biotech 2013, 3, 267-275. [CrossRef]

@ © 2019 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
@ article distributed under the terms and conditions of the Creative Commons Attribution

(CC BY) license (http://creativecommons.org/licenses/by/4.0/).


http://dx.doi.org/10.1099/00221287-146-2-415
http://dx.doi.org/10.1007/BF00326538
http://dx.doi.org/10.1186/1471-2105-5-113
http://dx.doi.org/10.1093/nar/gkx273
http://dx.doi.org/10.1038/s41587-019-0036-z
http://www.ncbi.nlm.nih.gov/pubmed/30778233
http://dx.doi.org/10.1038/nprot.2015.053
http://www.ncbi.nlm.nih.gov/pubmed/25950237
http://dx.doi.org/10.1007/s13205-012-0093-1
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Results 
	Target Selection, Aspergillus Niger Transformation, Screening, and Protein Purification 
	Enzyme Activity and Stability at Different pH and Temperature 
	Substrate Specificity and Kinetic Properties 
	Decolorization of Commercial Dyes 
	Influence of Sea Salt on Laccase Activity 
	Surface Charges of Fungal Laccases 

	Discussion 
	Materials and Methods 
	Strains and Culture Conditions 
	Cloning and Expression of PsLac-Encoding Genes 
	Transformation, Screening of Transformants, and Laccase Activity Assay 
	Influence of Salt on Laccase Production 
	Purification of Recombinant Laccases 
	Bioinformatic Analysis 
	Influence of Temperature and pH 
	The Substrates Specificity and Kinetics 
	Decolorization Properties 
	Influence of Sea Salt on Laccase Activity 
	Sequence Information 

	Conclusions 
	References

