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Abstract: As a toxic xenobiotic compound, the anthraquinone dye Remazol Brilliant Blue R (RBBR)
poses a serious threat to aquatic ecosystems. In the present study, the ability of Trametes hirsuta to
remove RBBR from the medium was investigated, and the role of adsorption by fungal mycelium and
biodegradation by fungal enzymes was evaluated. It was shown that the whole fungal culture was
able to remove up to 97% of the dye within the first four hours of incubation. Based on enzymatic
activities in the culture broth, laccases were proposed to be the main enzymes contributing to
RBBR degradation, and RT-qPCR measurements demonstrated an increase in transcription for the
two laccase genes—lacA and lacB. Composite mycelial pellets of T. hirsuta with improved adsorption
ability were prepared by adding activated carbon to the growth medium, and the induction of laccase
activity by carbon was shown. For composite pellets, the RBBR decolorization degree was about
1.9 times higher at 1 h of incubation compared to carbon-free pellets. Hence, it was shown that using
fungal mycelium pellets containing activated carbon can be an effective and economical method of
dye removal.

Keywords: white-rot fungi; Trametes hirsuta; laccases; ligninolytic peroxidases; RBBR; dye biodegradation;
biosorption; mycelial pellets; activated carbon; RT-qPCR

1. Introduction

The textile industry is one of the most important sectors in the modern economy. At
the same time, it produces an enormous volume of dye-containing wastewater, causing a
serious impact on the environment. For example, about 10–50% of reactive dyes remain
unbound after the dyeing process [1] and can be discharged into industrial effluents. After
being released into water bodies, textile dyes reduce the penetration of solar light, which,
in turn, inhibits the primary productivity of aquatic ecosystems and increases biological
and chemical oxygen demand [2]. In addition, almost all dyes are typical xenobiotics that
cannot be naturally formed in the environment and, therefore, can have a toxic, mutagenic,
or carcinogenic effect on its inhabitants [3–5]. Therefore, the appropriate treatment of
dye-containing wastewater is an issue of utmost importance.

Currently, many physical or chemical methods for dye effluent treatment are pro-
posed. These methods include coagulation, ozonation, photocatalysis, absorption, etc. [6].
However, all these methods have several disadvantages, such as the use of additional
chemicals and high operating costs for large remediation volumes. Moreover, commercial
dyes are generally recalcitrant and light-resistant aromatic compounds, and their removal
by the methods mentioned above is usually inefficient [6,7]. On the contrary, many studies
have demonstrated the effectiveness of biological methods for dye removal. In addition,
biological aquaremediation does not cause secondary pollution from the chemicals used
and, as a result, is more environmentally friendly [8–10].
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One of the promising environmentally friendly, effective, and inexpensive biological
alternatives to physical and chemical methods of treating wastewater from synthetic dyes
is the removal of pollutants using the mycelial biomass of various filamentous fungi [7].
Growing in liquid media, filamentous fungi can form pellets—dense spherical mycelial
structures that can be regarded as ready-to-use granular biosorbents. This advantageously
distinguishes fungi from bacteria, the immobilization of which requires additional materials.
The fungal cell wall contains various functional groups that provide effective biosorption
for a wide range of compounds [11].

Among all filamentous fungi, the fungi that cause white rot of wood (i.e., white-rot
fungi) are of particular interest due to their unique ability to effectively metabolize many
types of highly recalcitrant phenolic compounds, including aromatic dyes [12–14]. The
first stages of the metabolic assimilation of aromatic compounds by white-rot fungi are
their extracellular and intracellular oxidative degradation. Currently, the main extracellular
oxidative enzymes of white rot fungi are considered to be laccases and class II (ligninolytic)
peroxidases [15], both of which are capable of degrading many types of aromatic dyes
through direct and indirect free radical oxidation processes [16–18]. The intracellular
oxidative enzyme system of white-rot fungi is primarily composed of cytochrome P450
mixed-function oxidases that are capable of catalyzing a wide range of reactions, including
hydroxylation, epoxidation, dealkylation, sulfoxidation, deamination, desulfurization,
dehalogenation, and nitro reduction [19].

Trametes hirsuta (Wulfen) Lloyd 1924 is a white-rot fungus belonging to the order
Polyporales. Its ligninolytic system has been extensively studied for the degradation
of lignin, xenobiotics, and monolignol-related compounds [20–23]. It was shown that,
depending on the structure of the compound being degraded, T. hirsuta may prefer either
laccases or peroxidases for its degradation. In the present study, the process of xenobiotic
removal by mycelial pellets of T. hirsuta was investigated using Remazol Brilliant Blue
R (RBBR) synthetic dye as a model compound. The aim of this study was to evaluate
the contribution of biosorption and enzymatic biodegradation to the overall dye removal
process and to enhance the overall removal capacity of the fungal pellets by incorporating
activated carbon into their structure. An additional goal of this study was to determine
which oxidative enzymes are primarily responsible for RBBR degradation by the mycelial
pellets of T. hirsuta.

2. Materials and Methods
2.1. Strain and Culture Conditions

The strain T. hirsuta LE-BIN 072 was obtained from the Komarov Botanical Institute Ba-
sidiomycetes Culture Collection (LE-BIN; St. Petersburg, Russia). It was stored on slant worth
agar until further use. For all experiments, T. hirsuta was pre-cultured on glucose-peptone
(GP) medium without agitation for 7 days at 28 ◦C. The composition of the GP medium
was as follows: (g·L−1): glucose—10.0; peptone—3.0; KH2PO4—0.6; ZnSO4 × 7H2O—0.001;
K2HPO4 × 3H2O—0.4; FeSO4 × 7H2O—0.0005; MnSO4 × 5H2O—0.05; MgSO4 ×—0.5;
CaCl2—0.25.

For all decolorization experiments, T. hirsuta was grown on a liquid-agitated GP
medium at 25 ◦C and 180 rpm. The dry weight of biomass was measured after reaching a
constant weight at 70 ◦C.

2.2. RBBR Decolorization by the Whole Fungal Culture

For the whole culture (i.e., mycelial pellets and culture broth) decolorization experi-
ment, T. hirsuta was grown for 5 days, and then RBBR was added to the final concentration
of 240 µM·L−1. For residual RBBR content analysis and RT-qPCR analysis, samples of cul-
ture broth were taken at 1, 2, 4, and 24 h of cultivation. Heat-inactivated (65 ◦C for 3 days)
samples were used as a control. For cytochrome P450 inhibition experiments, 500 µL of
piperonyl butoxide (PBO) per 200 mL flask was added. All experiments were performed in
three biological replicates.
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2.3. RBBR Decolorization by Fungal Pellets

For RBBR decolorization by fungal pellets (FP), T. hirsuta was grown for 5, 7, and
10 days; pellets were collected using filtration through nylon mesh and washed twice with
distilled water. Composite fungal pellets supplemented with activated carbon (FP-AC)
were grown as previously described in Section 2.1. The only exception was the addition of
activated carbon (1 g per 200 mL flask) ground into powder (<0.25 mm). Activated carbon
was purchased from Sigma (Sigma, St. Louis, MO, USA), product number C-2889.

RBBR decolorization by fungal pellets was performed at 25 ◦C and 70 rpm. About 1.0 g
(wet weight) of mycelial pellets was added to RBBR dissolved in 10 mL of citrate-phosphate
buffer (pH 4.5). The RBBR concentrations were 50, 100, 200, or 300 µM. Heat-inactivated
samples (65 ◦C for 3 days) were used as a control. All experiments were performed in three
biological replicates.

2.4. RBBR Decolorization Assay

Prior to measurements, samples were centrifuged at 13,000 rpm for 3 min. Residual RBBR
content in the samples was measured spectrophotometrically at 592 nm (absorbance maximum)
using a Lambda 35 UV/VIS spectrophotometer (Perkin Elmer, Waltham, MA, USA). The
decolorization degree was calculated as follows: (OD592

initial − OD592
final)/OD592

initial × 100.

2.5. RT-qPCR Analysis

The RNA extraction, reverse transcription, and qPCR analysis for laccase genes were
performed as described in Moiseenko et al. [21]. Briefly, collected fungal mycelium was
ground in liquid nitrogen; RNA was extracted using Trizol reagent (Invitrogen, Waltham,
MA, USA) and treated with DNase I (Thermo Scientific, Waltham, MA, USA) according
to the manufacturer’s protocol. The reverse transcription was performed with the MMLV
RT kit (Evrogen, Moscow, Russia) using 100 ng of RNA and polyA-specific primers. All
qPCR reactions were performed on the StepOnePlus Real-Time PCR System (Thermo Fisher
Scientific, Waltham, MA, USA) using qPCRmix-HS SYBR+ROX (Evrogen, Moscow, Russia)
according to the manufacturer’s protocol. All primers are available in Moiseenko et al. [21].

The transcription levels of target genes relative to the transcription of the control gene,
β-tubulin, were calculated as follows: RQ = 2Ct(laccase)/2Ct(β-tubulin).

2.6. Enzyme Activity Assays

Laccase activity was measured using 2,2′-azino-bis(3-ethylbenzothiazoline-6-sulfonic
acid) (ABTS) as a substrate [24]. The reaction mixture contained 50 µL of sample and
2 mL of 1 mM ABTS in sodium acetate buffer (0.1 M; pH 4.5). Absorbance increase at
436 nm (ε436 = 29,500 M−1cm−1) was monitored for 3 min using a Lambda 35 UV/Vis
spectrophotometer (Perkin Elmer, Waltham, MA, USA).

Manganese-dependent peroxidase activity was measured using Mn2+ as a substrate.
The method was adopted from work [25] and slightly modified. The reaction mixture
contained 1760 µL of sodium tartrate buffer (0.1 M; pH 3.0), 200 µL of 1 mM MnSO4,
40 µL of 5 mM H2O2, and 50 µL of sample. The formation of the Mn3+-tartrate complex
was monitored at 238 nm (ε238 = 6500 M−1cm−1) for 3 min using a Lambda 35 UV/Vis
spectrophotometer (Perkin Elmer, Waltham, MA, USA).

Manganese-independent peroxidase activity was measured using veratryl alcohol as
a substrate [26]. The reaction mixture contained 1760 µL of sodium tartrate buffer (0.1 M;
pH 3.0 or 5.0), 200 µL of 100 mM veratryl alcohol, 40 µL of 5 mM H2O2, and 50 µL of sample.
The formation of veratryl aldehyde was monitored at 310 nm (ε310 = 9300 M−1cm−1) for
3 min using a Lambda 35 UV/Vis spectrophotometer (Perkin Elmer, Waltham, MA, USA).

All enzymatic activities were expressed as units (U) per mL, where 1 U corresponds to
the formation of 1 µmol of product per minute.
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3. Results
3.1. Decolorization of RBBR by the Whole Fungal Culture

The role of sorption and enzymatic degradation in the process of RBBR (Figure 1B)
decolorization by the whole culture of T. hirsuta (i.e., mycelial pellets and culture broth) was
assessed during short-term incubation in the presence of the dye. To evaluate the role of
extracellular enzymes, a culture broth without mycelium was used for RBBR decolorization.
To evaluate the role of intracellular enzymes from the cytochrome P450 family, the inhibitor
of cytochrome P450, PBO, was added to the whole culture prior to RBBR decolorization.
To evaluate the role of sorption by fungal mycelium, the whole fungal culture was heat
inactivated until extracellular enzymatic activities were totally inhibited.

Water 2024, 16, x FOR PEER REVIEW 4 of 13 
 

 

sample. The formation of veratryl aldehyde was monitored at 310 nm (ε310 = 9300 M−1cm−1) 
for 3 min using a Lambda 35 UV/Vis spectrophotometer (Perkin Elmer, Waltham, MA, 
USA). 

All enzymatic activities were expressed as units (U) per mL, where 1 U corresponds 
to the formation of 1 µmol of product per minute. 

3. Results 
3.1. Decolorization of RBBR by the Whole Fungal Culture 

The role of sorption and enzymatic degradation in the process of RBBR (Figure 1B) 
decolorization by the whole culture of T. hirsuta (i.e., mycelial pellets and culture broth) 
was assessed during short-term incubation in the presence of the dye. To evaluate the 
role of extracellular enzymes, a culture broth without mycelium was used for RBBR de-
colorization. To evaluate the role of intracellular enzymes from the cytochrome P450 
family, the inhibitor of cytochrome P450, PBO, was added to the whole culture prior to 
RBBR decolorization. To evaluate the role of sorption by fungal mycelium, the whole 
fungal culture was heat inactivated until extracellular enzymatic activities were totally 
inhibited. 

 
Figure 1. (A) The degree of RBBR decolorization by the whole culture, PBO-inhibited culture, cul-
ture broth, and heat-inactivated whole culture of T. hirsuta. (B) RBBR structure. 

The whole culture of T. hirsuta decolorizes RBBR up to 97% within the first four 
hours of incubation (Figure 1A), and the addition of PBO to the whole culture did not 
significantly affect the decolorization degree. The latter suggests that cytochrome P450 
enzymes were not largely responsible for RBBR decolorization in the chosen conditions. 
At the same time, extracellular enzymes contained in the culture broth were able to de-
grade up to 94% of RBBR in 24 h, but the decolorization rate was much lower than that of 
the whole culture. Heat-inactivated culture decolorizes about 60% of RBBR within the 
first 4 h with no significant changes afterwards. Thus, we can conclude that adsorption 
occurs mainly in the first 4 h of incubation. 

Enzymatic activities of laccase, manganese-dependent peroxidase, and manga-
nese-independent peroxidase were measured before the addition of RBBR and after 24 h 
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broth, and heat-inactivated whole culture of T. hirsuta. (B) RBBR structure.

The whole culture of T. hirsuta decolorizes RBBR up to 97% within the first four hours
of incubation (Figure 1A), and the addition of PBO to the whole culture did not significantly
affect the decolorization degree. The latter suggests that cytochrome P450 enzymes were
not largely responsible for RBBR decolorization in the chosen conditions. At the same
time, extracellular enzymes contained in the culture broth were able to degrade up to
94% of RBBR in 24 h, but the decolorization rate was much lower than that of the whole
culture. Heat-inactivated culture decolorizes about 60% of RBBR within the first 4 h with
no significant changes afterwards. Thus, we can conclude that adsorption occurs mainly in
the first 4 h of incubation.

Enzymatic activities of laccase, manganese-dependent peroxidase, and manganese-
independent peroxidase were measured before the addition of RBBR and after 24 h of
incubation with the dye. Laccase activity did not change significantly after the addition of
RBBR; only a weak tendency (0.05 < p < 0.1, Student’s t-test) for its increase was observed
(26 ± 5 before RBBR addition vs. 31 ± 7 U·mL−1 after 24 h of incubation). The manganese-
dependent peroxidase activity was 11 ± 3 U·mL−1 before the addition of RBBR and almost
depleted after 24 h of incubation with the dye. Manganese-independent peroxidase activity
was absent before and after RBBR addition.

3.2. Transcriptional Response of Laccases to RBBR

As demonstrated in Section 3.1, laccase activity was predominant in the culture broth
during RBBR decolorization. It was previously demonstrated that the genome of T. hirsuta
contains seven nonallelic copies of laccase genes (lacA-lacG) [21]. To find out which laccases
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were induced by the presence of RBBR, a classical before-and-after experimental design
with three biological replicates (i.e., three flasks) was adopted. From each flask, mycelium
was collected before (0 h) the addition of RBBR and at certain time points (2, 4, and 24 h)
after the introduction of the dye. The obtained values of gain scores (i.e., differences in
log2(RQ) and log2(RQ0h)) were averaged for all biological replicates and represented as a
clustered heat-map in Figure 2.
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With respect to their transcriptional patterns, all laccase genes formed three clusters.
The first cluster comprised lacA and lacB, whose transcription was induced by the presence
of RBBR or its oxidation products in the culture broth. Transcription of lacA demonstrated
almost three-fold induction at 2 and 4 h of cultivation, after which it returned to the same
level as at the beginning of the experiment. In comparison with lacA, transcription of lacB
was induced with a delay; it was unchanged at 2 h of cultivation and two-fold induced
at 4 and 24 h. This suggests that the transcription of lacB may be more sensitive to the
oxidation products of RBBR than to the dye itself. The second cluster comprised lacC and
lacE, whose transcription levels were unaltered by the introduction of RBBR. The third
cluster comprised lacD, lacF, and lacG, whose transcription levels were almost four-fold
suppressed at all studied time points.

3.3. Formation of Composite Fungal Pellets Supplemented with Activated Carbon

In order to improve the adsorption properties of fungal pellets, activated carbon was
added to the GP medium, and T. hirsuta was cultivated for 5, 7, and 10 days. The content
of activated carbon in the composite FP+AC pellets was calculated based on the amount
of carbon remaining after the cultivation. T. hirsuta pellets grown without the addition of
activated carbon were used as a control.

The addition of activated carbon inhibited the growth of T. hirsuta. While FP achieved
its maximal dry biomass weight on the 7th day of cultivation, FP+AC achieved the same
dry biomass weight on the 10th day (Table 1). The activated carbon content was the highest
on the 5th day of cultivation (64%), and it significantly decreased on the following days.
Interestingly, activated carbon was mostly entrapped in fungal mycelium on the first days
of cultivation. Fungal morphology also changed when activated carbon was added to the
growth medium. While FP had developed hairy region, the hairy region was almost absent
in FP+AC. Instead, FP+AC had a smooth black surface after 5 and 7 days of cultivation.
However, on the 10th day of cultivation, a black core of FP+AC was totally covered by light
and hairy fungal mycelium (Supplementary Figure S1), despite the fact that more than half
of the initial amount of activated carbon remained in the cultural media at that moment.

Along with growth inhibition, strong laccase induction was observed during the
cultivation of FP+AC. Compared to FP culture, laccase activity was induced more than
60 times in FP+AC, reaching 1518± 399 U·mL−1 on the 10th day of cultivation. In addition,
during the cultivation of FP, laccase activity decreased from 5 to 10 days, but the opposite
situation was observed during the cultivation of FP+AC. Manganese-dependent peroxidase
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activity was slightly increased in FP+AC; in both FP and FP+AC, its growth was observed
from day 5 to day 10. Manganese-independent peroxidase activity was observed at the
trace level only in FP+AC on the 10th day of cultivation.

Table 1. Properties of fungal pellets (FP) and fungal pellets supplemented with activated carbon
(FP+AC).

FP FP+AC

Day 5 7 10 5 7 10

Dry weight, g 0.65 ± 0.11 1.23 ± 0.28 0.91 ± 0.20 0.34 ± 0.12 0.80 ± 0.19 1.52 ± 0.15
Activated carbon content, % - - - 64 32 23

Laccase activity, U·mL−1 25 ± 3 16 ± 4 7 ± 1 936 ± 196 1254 ± 395 1518 ± 399
Mn-dependent peroxidase activity, U·mL−1 9 ± 2 12 ± 4 19 ± 3 0 15 ± 1 25 ± 3

Mn-independent peroxidase activity,
U·mL−1 0 0 0 0 0 0.4 ± 0.1

3.4. Decolorization of RBBR by Composite Fungal Pellets Supplemented with Activated Carbon

The decolorization of RBBR by composite fungal pellets supplemented with activated
carbon was studied in comparison with carbon-free fungal pellets. For both pellet types,
heat-inactivated controls were used to estimate their adsorption properties in the absence
of enzymatic activity. To avoid interference with the activity of already secreted enzymes,
pellets were thoroughly washed prior to the RBBR decolorization measurements.

Both FP and FP+AC were tested for RBBR decolorization ability on different days of
cultivation (Figure 3). The FP collected on the 5th and 7th days of cultivation were the most
effective and demonstrated 84% and 87% of RBBR decolorization after 4 h of incubation,
respectively. Both FP collected on the 5th and 7th days of cultivation were able to decolorize
93–95% of RBBR after 24 h of incubation; also, for these FP, the contribution of sorption
and biodegradation to the overall RBBR removal was almost the same. The FP collected
on the 10th day of cultivation were much less effective in RBBR decolorization. However,
according to the data on heat-inactivated FP, FP collected on the 10th day of cultivation had
more pronounced adsorption properties than FP collected on the 5th and 7th days. This
could be explained by the increase in the adsorbing area of the mycelium due to its erosion,
since at the late stages of cultivation (from 7 to 10 days of cultivation), the degradation of
biomass was observed. Also, during the first 2 h of RBBR decolorization by FP collected
on the 10th day of cultivation, only adsorption was observed, suggesting that oxidative
enzymes were secreted by these FP only at the late stages of incubation with the dye. Thus,
it was shown that the pellets collected somewhere between 5 and 8 days of cultivation
are more effective for dye decolorization since, besides demonstrating good adsorption
properties, they also actively secrete oxidative enzymes.

As with the decolorization of RBBR by the whole fungal culture, the dye was absorbed
by FP within the first few hours of incubation, and the remaining dye was further degraded
by the fungal extracellular enzymes. It is worth noting that the absorbed dye that was visible
inside the pellets was degraded within the following 24 h (Supplementary Figure S1). Thus,
after being absorbed by FP, RBBR was subjected to biodegradation, making the desorption
of the dye from the pellets back into the environment impossible.

The overall tendency of RBBR decolorization by FP+AC was similar to that observed
for FP (Figure 3); however, their adsorption efficiency was significantly increased. The most
effective were FP+AC collected on the 7th day of cultivation, followed by FP+AC collected
on the 5th and 10th days. Interestingly, the content of activated carbon in FP+AC collected
on the 7th day of cultivation (32%) was lower than that in FP+AC collected on the 5th day
(64%). This may be due to the different porosities and accessibilities of activated carbon
entrapped in the pellets collected at different growth stages. The low adsorption efficiency
of FP+AC collected on the 10th day of cultivation can be explained by the different pellet
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morphology since access to activated carbon in the core of the pellets was hindered by the
covering mycelium (see Section 3.2).
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and 10th day of T. hirsuta cultivation.

The role of biodegradation by enzymes in FP+AC was not as significant as in the
case of carbon-free pellets, since RBBR was readily adsorbed by pellets at the first hours
of incubation with the dye. It should also be noted that the UV/Vis spectra of RBBR
solutions decolorized by FP+AC showed significantly lower absorbance at ~500 nm
(Supplementary Figure S2). This can be explained by the adsorption of not only RBBR
but also its degradation products. Since some products of RBBR degradation can also be
toxic to the environment [27], their adsorption is an additional advantage of FP+AC use.

Since at the initially tested concentration (50 µM) adsorption of RBBR to FP+AC pre-
vailed over biodegradation in the overall dye decolorization process, the best-performing
FP+AC, collected on the 5th and 7th day of cultivation, were tested at elevated RBBR
concentrations. As can be seen from the presented data (Figure 4), with increasing con-
centrations of RBBR, the contribution of adsorption to the overall decolorization process
was decreasing, and the contribution of biodegradation through the enzymatic process
was increasing. At the same time, it can be noted that the efficiency of FP+AC collected on
the 5th day of cultivation drops significantly, while FP+AC collected on the 7th day still
decolorized about 90% of RBBR in 4 h of incubation, even at the highest concentration of
RBBR (300 µM).
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4. Discussion

As a toxic xenobiotic compound, RBBR poses a serious threat to aquatic ecosystems.
Belonging to anthraquinone dyes, RBBR has a complex aromatic structure and, therefore,
is extremely recalcitrant to degradation [28]. Currently, there are two promising bioreme-
diation methods suitable for removing complex, recalcitrant aromatic compounds from
wastewater: biosorption and enzymatic biodegradation. It is noteworthy that mycelial
pellets, which can be formed by white-rot fungi under certain cultivation conditions, can
be both an efficient adsorbent of aromatic compounds and a source of oxidative enzymes
that are able to degrade different xenobiotics of aromatic nature [7,9,29]. Moreover, the
formation of mycelium-based composites by the inclusion of various materials into the
fungal pellets can significantly improve their bioremediation potential. Fungal immobiliza-
tion could be performed with lignocellulose agricultural residues (wheat straw, rice hull,
corn cob, etc.), wood chips, polyurethane foam, alginate beads, biochar, activated carbon,
and others [2,9,10,30]. Immobilized fungal cultures could have enhanced stability and
enzymatic activity. Also, the use of fungal pellets and mycelium-based composites solves
the very important problem in xenophobic adsorption—regeneration of adsorbents; since
xenobiotics concentrated by fungal pellets or mycelium-based composites can be further
locally degraded by fungal enzymes and even totally metabolized by fungal mycelium [2].

Despite their huge potential in bioremediation, there is a limited amount of information
regarding the use of fungal pellets, especially fungal mycelium-based composites, for the
removal of textile dyes. Most of the published studies are still concentrated on pure
adsorption or pure enzymatic degradation processes. The current work showed that self-
immobilized on activated carbon mycelial pellets of T. hirsuta can effectively decolorize
RBBR in the concentration range of 50–300 µM in less than 24 h and showed the substantial
contribution of both biosorption and biodegradation to this process.

From the perspective of enzymatic degradation, several previous works have in-
vestigated which enzymes may be involved in the degradation of RBBR by cultures of
white-rot fungi. Based on enzymatic activities in a culture broth, it was shown that for
the cultures of Irpex lacteus [31–33], Ischnoderma resinosum, and Pleurotus calyptratus [34],
the main degrading enzymes were manganese-dependent peroxidases. At the same time,
fungi such as Pleurotus ostreatus [35,36], Trametes pubescens [35], Funalia trogii [37], and
Trametes versicolor [38] mainly relied on laccases in the process of dye degradation. Also, for
Dichomitus squalens, the work of Šušla et al. [39] demonstrated the main role of laccases in
the RBBR decolorization process, while the work of Eichlerová et al. reported cooperation
between laccases and manganese-dependent peroxidases [34]. In our work, on the basis
of enzymatic activities in the culture broth, it was shown that for T. hirsuta, the main
RBBR-degrading enzymes were laccases. It should be noted that in the above-mentioned
works, the maximum laccase activities, measured with ABTS as a substrate, varied from
0.05 to 2 U·mL−1 [34–36,39], while in our work, T. hirsuta demonstrated laccase activity of
31.7 U·mL−1. This drastic difference may be due to different fungal cultivation conditions
in those studies, specific features of T. hirsuta as a good laccase-producing strain, and
individual characteristics of the major T. hirsuta laccase isozyme, LacA, which possesses
high catalytic efficiency towards ABTS [40].

Since, on the basis of enzymatic activity in the culture broth, it is almost impossible
to determine which of the seven laccase isozymes presented in the T. hirsuta genome was
induced by RBBR, we used RT-qPCR to clarify this point. As a result, it was shown that
for T. hirsuta, the presence of RBBR induced the transcription of lacA and lacB, while the
transcription of the other laccase genes was either suppressed or unaffected. Previously,
we have already shown that, as a universal “expressed by default” oxidative exoenzyme,
LacA plays an important role in the detoxification of small aromatic compounds by T.
hirsuta [21,23]. With respect to LacB, most probably its delayed induction was related to the
accumulation of specific degradation products formed by the action of LacA. The sequential
induction of several laccase genes by RBBR with simultaneous suppression of others was
already reported for white-rot fungi. For Ganoderma lucidum, transcription of five laccase
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genes increased immediately after RBBR introduction, and transcription of all laccase genes
except one was suppressed after 10 h of cultivation [41]. For P. ostreatus, RBBR induced the
transcription of four laccases [42]; however, it is worth noting that in this work, samples
were taken within 120–552 h, and data on the depletion of the dye in the medium were not
provided, so it is difficult to conclude whether the induction of laccases occurs as a result
of RBBR addition or the appearance of its oxidation products.

From the perspective of biosorption, although some industrial dyes have already
been tested for biosorption by the mycelia of white-rot fungi [43–46], there is very little
information available on RBBR. In the studies of Erkurt et al., microscopic examinations
of pellets formed by P. ostreatus, T. versicolor, and F. trogii did not show adsorption of
RBBR to mycelium [47]. Similarly, several works in which adsorption was investigated
via the extraction of residual dye from fungal mycelium did not report this mechanism
as relevant to the decolorization process [34,48,49]. However, in later works, the action of
intracellular or cell-wall-associated enzymes could be underestimated as they were not
inactivated during the experiments. In our work, using the heat inactivation procedure,
it was demonstrated that for T. hirsuta, the first rapid step in RBBR decolorization was
the adsorption of the dye by fungal mycelium, and biodegradation followed thereafter.
According to our data, adsorption of mycelium contributes a lot (up to 60%) to the RBBR
decolorization by T. hirsuta. Importantly, similar conclusions were made for F. trogii when
a heat-inactivated control was used [50]. Hence, heat-inactivated control seems to be
extremely relevant for the evaluation of dye adsorption by fungal mycelium.

Although activated carbon is an effective adsorbent for many industrial dyes [51],
the necessity of its regeneration seriously hinders its applications. Typically, pollutants
adsorbed by activated carbon remain entrapped in its porous structure but are not de-
graded. This problem can be overcome by including activated carbon in mycelium-based
composites, since these composites combine the advantages of physical adsorption on
activated carbon, biosorption on fungal mycelium, and biodegradation by fungal enzymes.
Previously, composite fungal pellets containing activated carbon or biochar were stud-
ied for the degradation of different dyes [44,52,53], phenanthrene [54], and heavy metal
ions [55,56]. Remarkably, in our work, activated carbon not only significantly improved
the adsorption capacity of fungal pellets but also drastically increased the laccase activity
during the cultivation of T. hirsuta. To the best of our knowledge, this is the first report on
the induction of laccase in white-rot fungus by activated carbon. In previous reports on
the growth of F. trogii [57] and Phlebia radiata [58] in the presence of carbon, laccase induc-
tion was absent. There is only one report on laccase induction by carbon in Physiporiopsis
rivulosus [59]; however, in addition to carbon, the cultivation medium was supplemented
with sawdust.

A possible explanation for the induction of T. hirsuta laccases by activated carbon is
the presence of polycyclic aromatic hydrocarbons or other aromatic compounds formed
during pyrolysis in its composition [59]. As it was previously shown, these compounds
could be laccase inducers [23,60–64]. Thus, at least in the case of T. hirsuta, the inclusion
of activated carbon not only improves the adsorption properties of fungal pellets but also
increases the production of laccase. However, to elucidate the exact mechanism of laccase
induction by activated carbon, further investigations are needed.

5. Conclusions

Currently, bioremediation of synthetic dyes using pellets formed by filamentous fungi
is a hot topic of research, and basidiomycete fungi causing white rot of the wood are
extremely promising candidates for developing this technology. In this article, it was
demonstrated that pellets of T. hirsuta were able to efficiently decolorize RBBR. The overall
process of dye decolorization included two main mechanisms—biosorption onto fungal
mycelium and biodegradation by the extracellularly secreted oxidative enzymes. While
in the first few hours, biosorption was the predominant process, in the later stages of
incubation, biodegradation became more and more pronounced. It was determined that
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the main enzyme used by T. hirsuta for RBBR degradation was laccase, and it was proposed
that the fungus mainly used two out of seven laccase isoenzymes (i.e., products of different
nonallelic genes) encoded in its genome—LacA and LacB. The presence of activated carbon
as a part of the mycelium-based composite not only increased the adsorption capability of
the fungal pellets but also stimulated laccase secretion by the fungus. As a result of this
synergistic effect, self-immobilized on activated carbon mycelial pellets of T. hirsuta were
much more efficient than carbon-free mycelial pellets for RBBR decolorization. Therefore,
fungal pellets of T. hirsuta supplemented with activated carbon could be a promising RBBR-
removing agent that combines both adsorption by activated carbon, biosorption by fungal
mycelium, and biodegradation by fungal enzymes.

Supplementary Materials: The following supporting information can be downloaded at: https://
www.mdpi.com/article/10.3390/w16010133/s1. Figure S1: Mycelium appearance at different time
points of RBBR degradation. Figure S2: UV/Vis spectra of RBBR before degradation (black line) and
after degradation by fungal pellets (FP, red line) and fungal pellets supplemented with activated
carbon (FP+AC, blue line) for 24 h.
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31. Novotný, Č.; Svobodová, K.; Kasinath, A.; Erbanová, P. Biodegradation of synthetic dyes by Irpex lacteus under various growth
conditions. Int. Biodeterior. Biodegrad. 2004, 54, 215–223. [CrossRef]
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39. Šušla, M.; Novotný, Č.; Svobodová, K. The implication of Dichomitus squalens laccase isoenzymes in dye decolorization by
immobilized fungal cultures. Bioresour. Technol. 2007, 98, 2109–2115. [CrossRef] [PubMed]

40. Glazunova, O.A.; Shakhova, N.V.; Psurtseva, N.V.; Moiseenko, K.V.; Kleimenov, S.Y.; Fedorova, T.V. White-rot basidiomycetes
Junghuhnia nitida and Steccherinum bourdotii: Oxidative potential and laccase properties in comparison with Trametes hirsuta and
Coriolopsis caperata. PLoS ONE 2018, 13, e0197667. [CrossRef]

41. Qin, P.; Wu, Y.; Adil, B.; Wang, J.; Gu, Y.; Yu, X.; Zhao, K.; Zhang, X.; Ma, M.; Chen, Q.; et al. Optimization of laccase from
Ganoderma lucidum decolorizing remazol brilliant blue R and Glac1 as main laccase-contributing gene. Molecules 2019, 24, 3914.
[CrossRef]

https://doi.org/10.5943/mycosphere/8/3/7
https://doi.org/10.1016/j.pbi.2008.02.003
https://www.ncbi.nlm.nih.gov/pubmed/18359268
https://doi.org/10.3390/jof7121048
https://www.ncbi.nlm.nih.gov/pubmed/34947030
https://doi.org/10.1016/j.chemosphere.2022.134776
https://www.ncbi.nlm.nih.gov/pubmed/35500631
https://doi.org/10.1371/journal.pone.0173813
https://doi.org/10.1016/j.funbio.2018.02.006
https://doi.org/10.1016/j.biortech.2021.125229
https://doi.org/10.3390/ijms241713115
https://doi.org/10.1042/bj2540877
https://www.ncbi.nlm.nih.gov/pubmed/3196301
https://doi.org/10.1111/j.1432-1033.1996.0424k.x
https://www.ncbi.nlm.nih.gov/pubmed/8647081
https://doi.org/10.1016/0076-6879(88)61025-1
https://doi.org/10.1016/j.chemosphere.2007.04.083
https://www.ncbi.nlm.nih.gov/pubmed/17604080
https://doi.org/10.1021/acs.est.9b03737
https://www.ncbi.nlm.nih.gov/pubmed/31913605
https://doi.org/10.1021/acs.iecr.0c01325
https://doi.org/10.1016/j.marpolbul.2021.112247
https://doi.org/10.1016/j.ibiod.2004.06.003
https://doi.org/10.1016/S0141-0229(02)00279-X
https://doi.org/10.1007/s11274-007-9460-1
https://doi.org/10.1016/j.chemosphere.2004.12.036
https://www.ncbi.nlm.nih.gov/pubmed/15924959
https://doi.org/10.1007/s12223-008-0006-1
https://www.ncbi.nlm.nih.gov/pubmed/18481217
https://doi.org/10.1016/j.enzmictec.2004.03.026
https://doi.org/10.1016/j.molcatb.2004.03.002
https://doi.org/10.1007/s11270-012-1314-2
https://doi.org/10.1016/j.biortech.2006.08.007
https://www.ncbi.nlm.nih.gov/pubmed/17035006
https://doi.org/10.1371/journal.pone.0197667
https://doi.org/10.3390/molecules24213914


Water 2024, 16, 133 12 of 12

42. Garrido-Bazán, V.; Téllez-Téllez, M.; Herrera-Estrella, A.; Díaz-Godínez, G.; Nava-Galicia, S.; Villalobos-López, M.Á.; Arroyo-
Becerra, A.; Bibbins-Martínez, M. Effect of textile dyes on activity and differential regulation of laccase genes from Pleurotus
ostreatus grown in submerged fermentation. AMB Express 2016, 6, 93. [CrossRef]

43. Binupriya, A.R.; Sathishkumar, M.; Swaminathan, K.; Kuz, C.S.; Yun, S.E. Comparative studies on removal of Congo red by native
and modified mycelial pellets of Trametes versicolor in various reactor modes. Bioresour. Technol. 2008, 99, 1080–1088. [CrossRef]

44. Zhang, F.; Yu, J. Decolourisation of Acid Violet 7 with complex pellets of white rot fungus and activated carbon. Bioprocess Eng.
2000, 23, 295–301. [CrossRef]

45. Bonugli-Santos, R.C.; Vieira, G.A.L.; Collins, C.; Fernandes, T.C.C.; Marin-Morales, M.A.; Murray, P.; Sette, L.D. Enhanced textile
dye decolorization by marine-derived basidiomycete Peniophora sp. CBMAI 1063 using integrated statistical design. Environ. Sci.
Pollut. Res. 2016, 23, 8659–8668. [CrossRef] [PubMed]

46. Cing, S.; Yesilada, O. Astrazon Red dye decolorization by growing cells and pellets of Funalia trogii. J. Basic Microbiol. 2004, 44,
263–269. [CrossRef] [PubMed]

47. Erkurt, E.A.; Ünyayar, A.; Kumbur, H. Decolorization of synthetic dyes by white rot fungi, involving laccase enzyme in the
process. Process Biochem. 2007, 42, 1429–1435. [CrossRef]

48. Rigas, F.; Dritsa, V. Decolourisation of a polymeric dye by selected fungal strains in liquid cultures. Enzyme Microb. Technol. 2006,
39, 120–124. [CrossRef]

49. Moreira Neto, S.L.; Esteves, P.J.; Santos, V.T.O.; Paranhos, A.P.; Cescato, F.; Vitali, V.M.; Machado, K.M.G. Novel salt and alkali
tolerant neotropical basidiomycetes for dye decolorisation in simulated textile effluent. World J. Microbiol. Biotechnol. 2011, 27,
2665–2673. [CrossRef]

50. Trupkin, S.; Levin, L.; Forchiassin, F.; Viale, A. Optimization of a culture medium for ligninolytic enzyme production and synthetic
dye decolorization using response surface methodology. J. Ind. Microbiol. Biotechnol. 2003, 30, 682–690. [CrossRef]

51. Dutta, S.; Gupta, B.; Srivastava, S.K.; Gupta, A.K. Recent advances on the removal of dyes from wastewater using various
adsorbents: A critical review. Mater. Adv. 2021, 2, 4497–4531. [CrossRef]

52. Yildirim, S.C.; Yesilada, O. A comparative study on decolorization of reactive azo and indigoid dyes by free/immobilized pellets
of Trametes versicolor and Funalia trogi. J. Environ. Biol. 2015, 37, 1393–1400.

53. Alam, M.Z.; Khan, M.J.H.; Kabbashi, N.A.; Sayem, S.M.A. Development of an Effective Biosorbent by Fungal Immobilization
Technique for Removal of Dyes. Waste Biomass Valorization 2018, 9, 681–690. [CrossRef]

54. Zhang, Y.; Xiao, X.; Zhu, X.; Chen, B. Self-assembled fungus-biochar composite pellets (FBPs) for enhanced co-sorption-
biodegradation towards phenanthrene. Chemosphere 2022, 286, 131887. [CrossRef] [PubMed]

55. Bai, S.; Wang, L.; Ma, F.; Zhu, S.; Xiao, T.; Yu, T.; Wang, Y. Self-assembly biochar colloids mycelial pellet for heavy metal removal
from aqueous solution. Chemosphere 2020, 242, 125182. [CrossRef] [PubMed]

56. Zheng, Z.; Ali, A.; Su, J.; Zhang, S.; Su, L.; Qi, Z. Biochar fungal pellet based biological immobilization reactor efficiently removed
nitrate and cadmium. Chemosphere 2022, 296, 134011. [CrossRef] [PubMed]

57. Birhanli, E.; Erdogan, S.; Yesilada, O.; Onal, Y. Laccase production by newly isolated white rot fungus Funalia trogii: Effect of
immobilization matrix on laccase production. Biochem. Eng. J. 2013, 71, 134–139. [CrossRef]

58. Mäkelä, M.R.; Lundell, T.; Hatakka, A.; Hildén, K. Effect of copper, nutrient nitrogen, and wood-supplement on the production of
lignin-modifying enzymes by the white-rot fungus Phlebia radiata. Fungal Biol. 2013, 117, 62–70. [CrossRef] [PubMed]

59. Hilber, I.; Blum, F.; Schmidt, H.P.; Bucheli, T.D. Current analytical methods to quantify PAHs in activated carbon and vegetable
carbon (E153) are not fit for purpose. Environ. Pollut. 2022, 309, 119599. [CrossRef] [PubMed]

60. Piscitelli, A.; Giardina, P.; Lettera, V.; Pezzella, C.; Sannia, G.; Faraco, V. Induction and transcriptional regulation of laccases in
fungi. Curr. Genomics 2011, 12, 104–112. [CrossRef]

61. Pozdnyakova, N.; Dubrovskaya, E.; Chernyshova, M.; Makarov, O.; Golubev, S.; Balandina, S.; Turkovskaya, O. The degradation
of three-ringed polycyclic aromatic hydrocarbons by wood-inhabiting fungus Pleurotus ostreatus and soil-inhabiting fungus
Agaricus bisporus. Fungal Biol. 2018, 122, 363–372. [CrossRef]

62. Park, H.; Choi, I.G. Genomic and transcriptomic perspectives on mycoremediation of polycyclic aromatic hydrocarbons. Appl.
Microbiol. Biotechnol. 2020, 104, 6919–6928. [CrossRef]

63. Imam, A.; Suman, S.K.; Vempatapu, B.P.; Tripathi, D.; Ray, A.; Kanaujia, P.K. Pyrene remediation by Trametes maxima: An insight
into secretome response and degradation pathway. Environ. Sci. Pollut. Res. 2022, 29, 44135–44147. [CrossRef]

64. Scheel, T.; Hofer, M.; Ludwig, S.; Holker, U. Differential expression of manganese peroxidase and laccase in white-rot fungi in the
presence of manganese or aromatic compounds. Appl. Microbiol. Biotechnol. 2000, 54, 686–691. [CrossRef] [PubMed]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.

https://doi.org/10.1186/s13568-016-0263-3
https://doi.org/10.1016/j.biortech.2007.02.022
https://doi.org/10.1007/s004499900162
https://doi.org/10.1007/s11356-016-6053-2
https://www.ncbi.nlm.nih.gov/pubmed/26797957
https://doi.org/10.1002/jobm.200410404
https://www.ncbi.nlm.nih.gov/pubmed/15266597
https://doi.org/10.1016/j.procbio.2007.07.011
https://doi.org/10.1016/j.enzmictec.2005.10.006
https://doi.org/10.1007/s11274-011-0740-4
https://doi.org/10.1007/s10295-003-0099-0
https://doi.org/10.1039/D1MA00354B
https://doi.org/10.1007/s12649-016-9821-9
https://doi.org/10.1016/j.chemosphere.2021.131887
https://www.ncbi.nlm.nih.gov/pubmed/34426279
https://doi.org/10.1016/j.chemosphere.2019.125182
https://www.ncbi.nlm.nih.gov/pubmed/31678853
https://doi.org/10.1016/j.chemosphere.2022.134011
https://www.ncbi.nlm.nih.gov/pubmed/35181434
https://doi.org/10.1016/j.bej.2012.12.002
https://doi.org/10.1016/j.funbio.2012.11.006
https://www.ncbi.nlm.nih.gov/pubmed/23332834
https://doi.org/10.1016/j.envpol.2022.119599
https://www.ncbi.nlm.nih.gov/pubmed/35690223
https://doi.org/10.2174/138920211795564331
https://doi.org/10.1016/j.funbio.2018.02.007
https://doi.org/10.1007/s00253-020-10746-1
https://doi.org/10.1007/s11356-022-18888-7
https://doi.org/10.1007/s002530000427
https://www.ncbi.nlm.nih.gov/pubmed/11131396

	Introduction 
	Materials and Methods 
	Strain and Culture Conditions 
	RBBR Decolorization by the Whole Fungal Culture 
	RBBR Decolorization by Fungal Pellets 
	RBBR Decolorization Assay 
	RT-qPCR Analysis 
	Enzyme Activity Assays 

	Results 
	Decolorization of RBBR by the Whole Fungal Culture 
	Transcriptional Response of Laccases to RBBR 
	Formation of Composite Fungal Pellets Supplemented with Activated Carbon 
	Decolorization of RBBR by Composite Fungal Pellets Supplemented with Activated Carbon 

	Discussion 
	Conclusions 
	References

