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Abstract
In recent decades, fungus laccases (p-diphenol-dioxygen oxidoreductases; EC 1.10.3.2) have attracted the attention of 
researches due to their wide range of biotechnological and industrial applications. In the present study, we have cloned a 
gene encoding laccase (poxa1b) from Pleurotus ostreatus and then heterologously expressed in Escherichia coli BL21. The 
biochemical properties of POXA1b were characterized using ABTS as a typical substrate of laccases. Moreover, the in vitro 
oxidation of the benzo[a]pyrene was investigated in the presence or absence of ABTS. The codon-optimized poxa1b showed 
higher expression yields and efficiency in comparison with the wild-type (p < 0.01). The maximum activity of POXA1b (2075 
UL-1) was observed after incubation at 50 °C for 0.5 h and the enzyme retained more than 85% of its initial activity after 2 h 
incubation at 25–45 °C. The optimum pH of the enzyme was pH4 and the enzyme was stable when being incubated at pH 
range from 2.5 to 4.5 for 2 h in the absence of ABTS, the enzyme oxidized a little amount of benzo[a]pyrene, whereas its 
oxidation enhanced following the ABTS addition. These findings indicate POXA1b of P. ostreatus as a promising candidate 
for further biotechnological approaches.
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Introduction

Laccases are blue multi-copper oxidases (EC 1.10.3.2) that 
catalyze the oxidation of a broad range of organic and inor-
ganic substrates by coupling the reduction of  O2 to  H2O 
[1]. Laccases’ reaction has certain features such as being 
cofactor independent, do not produce any toxic intermedi-
ates and produce water at the end of the reaction making 
them attractive candidates in “greening” chemical processes 

[2, 3]. In addition, using laccases capacity has raised inter-
est in many industries including pulp delignification, textile 
dye bleaching and bioremediation, petrochemical, paper and 
food processing, due to their suitable properties to oxidize 
a wide range of substrates [4, 5]. However, the practical use 
of laccases in industrial contexts is faced with certain obsta-
cles, such as the large scale production of enzymes. The 
production of laccases from native sources are not suitable 
to be used in industrial applications because it has inefficient 
yields and the purification procedure is expensive [4, 6]. 
Heterologous expression of laccases having similar proper-
ties, including high substrate specificity and desired stability 
as the ones from their native source can pave the way for 
their large scale production with more reasonable cost [4, 7].

Laccases are produced by means of a wide range of organ-
isms such as bacteria, higher plants, insects and fungi. Prokar-
yotic sources of laccases display a higher thermal and alkaline 
pH stability in comparison to their eukaryotic counterparts [8]. 
However, the bacterial laccases display a low redox potential, 
which is a crucial factor impacting on substrate specificity and 
which prohibit the oxidation of high reduction potential sub-
strates [9]. Fungi laccases were the center of attention of many 
researchers in the last few decades due to certain properties 
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such as high rodex potential and they exhibit an improved sta-
bility for application in harsh conditions of industrial fields [5, 
10–12]. Pleurotus ostreatus (P. ostreatus), a white -rot basidi-
omycete, has been considered as the potential source of laccase 
enzymes during the last decade [13, 14]. P. ostreatus secretes 
different extracellular laccase isoenzymes such as phenol oxi-
dase A1b (POXA1b), POXA2, and POXC. POXA1b is a high 
redox potential (+ 0.650 V) laccase that showed remarkable 
potential for industrial applications. POXA1b has noticeable 
properties like thermostability in a wide range of temperatures 
(25–65 °C) and its half time (t1/2) is nearly 3 h at 60 °C. It is 
also stable in the pH range of 3 to 9 and displays a consider-
able stability at pH 9 (30 days) [14, 15]. Furthermore, its high 
production yield at heterologous expression systems has put it 
as a proper candidate for large scale production of laccases [12, 
16]. POXA1b has been reported to be successfully applied in 
different fields such as the synthesis of dyes [17], bioremedia-
tion [11, 18] and fruit juice clarification [19].

There is a broad range of hosts for heterogeneous produc-
tion of fungi proteins. Escherichia coli (E. coli) is one of 
the excellent and most favorable protein expression systems 
for the production of heterologous proteins due to its desir-
able properties, including rapid growth, rapid expression, 
ease of culture and high production yield [20, 21]. There 
is a problem in using E. coli as a host to the heterogeneous 
expression of eukaryote proteins because of the significant 
differences in codon usage [22–25]. Codon optimization is 
required to improve the production of eukaryote protein in E. 
coli expression system [24, 26, 27]. The Codon optimization 
Performed by two alternative strategies, includes introducing 
a plasmid encoding tRNAs that are rare in E. coli or chang-
ing the scarce codon in the target gene in accordance with 
the codon preference characteristics of the E. coli without 
the alteration in amino acid sequence of the target protein 
[22, 25, 26, 28]. The aim of this research is to clone and 
express fungal laccases poxa1b gene from P. ostreatus in .E. 
coli following codon optimization. In addition, the activity 
and stability of recombinant POXA1b under different pH 
and temperature conditions were evaluated and its capabil-
ity for oxidation of benzo[a]pyrene (BaP) was determined. 
To the best of our knowledge, this work is the first report on 
successful recombinant POXA1b production with unique 
features using codon optimization in E. coli and that it is an 
opportunity for large scale production of the enzyme.

Materials and methods

Chemicals, microorganisms, vectors

BaP and 2,2′-azino-bis(3-ethylbenzothiazoline-6-sulphonic 
acid) (ABTS) were purchased from Merk (Darmstadt, Ger-
many). All reagents used were analytic grade and were 

purchased from Sigma. E. coli DH5a competent cells and 
E. coli BL21 (DE3) competent cells were employed as hosts 
for cloning and protein expression, respectively and obtained 
from PTCC. E. coli strains DH5a and BL21 (DE3) were cul-
tured in Luria–Bertani (LB) agar medium (10 g/l bacto tryp-
tone, 10 g/l NaCl, 5 g/l yeast extract). Selective medium was 
supplemented with 100 µg/ml of ampicillin. PET-22b(+) 
plasmid was used as a vector for poxa1b cloning and expres-
sion. Molecular biology techniques were prepared and per-
formed using the standard protocols.

Codon optimization web servers

The codon optimization strategy employed in the present 
study is referred to as ‘one amino acid-one codon’. In this 
method, the most preferred codon of the E. coli expression 
system for a given amino acid is utilized in the sequence of 
target [29]. The sequence of P. ostreatus was obtained from 
GeneBank (GenBank AJ005018). The optimizer web server 
(http://www.genom s.uvr.es) was used for rare codon detec-
tion. The E. coli rare codon analyzer2 (http://www.facul 
ty.ucr.edu) was utilized for gene sequence optimization. The 
Gene script web server (http://www.genes cript .com) was 
applied to analyze the designed sequence by Codon Adap-
tation Index (CAI).

Cloning and expression of the poxa1b gene

The sequence of codon optimized poxa1b and the native 
gene (1647-bp) were synthesized by Green Biosystems 
Company and cloned in Pet-22b(+) vector. The expected 
fragments were confirmed using digestion by XhoI and 
XbaI restriction enzyme and agarose gel electrophoresis. 
The POX1Ab/ Pet-22b(+) transformed into E. coli DH5α 
competent cells via the heat shock method. The cell com-
ponents were mainly obtained by E. coli Calcium Chloride 
competent cell method. The LB medium containing 100 µg/
ml of ampicillin was used to select the desired colons. The 
plasmid isolation was performed by a plasmid extraction kit 
(Thermo Fisher Scientific).

Recombinant Pet/poxa1b was transformed into E. coli 
BL21 (DE3) competent cells for protein overproduc-
tion. Strains of E. coli BL21 were grown in LB medium 
supplemented by 2 mg/ml of ampicillin and incubated at 
37 °C for 18 h with 250 rpm shaking. At a culture broth 
 OD600 of 0.4–0.7 recombinant protein expression was 
induced by supplementing with 1 mM isopropyl-β-d-1-
thiogalactopyranoside (IPTG) and 0.25 mM  CuSo4, as indi-
cated by Guan et al. [30]. The cells were incubated in a 
shaking incubator (200 rpm) at 30 °C for 12 h. Moreover, to 
investigate the optimum condition of POXA1b expression in 
E. coli BL21 (DE3), the expression process was performed 
under different cultivation conditions such as different IPTG 

http://www.genoms.uvr.es
http://www.faculty.ucr.edu
http://www.faculty.ucr.edu
http://www.genescript.com
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concentration (0.5–2.5 mM), induction time (2–12 h) and 
temperature (20–45 °C). The cells were collected by cen-
trifugation and then resuspended in cell resuspension buffer 
(pH 7.9) containing 500 mM NaCl, 20 mM Tris–HCl, 5 mM 
Imidazole. After sonication, the cell extracts were processed 
to be used in sodium dodecyl sulphate-polyacrylamide gel 
electrophoresis (SDS-PAGE) and laccase analytical activity.

Electrophoresis analysis

The SDS-PAGE was used to confirm recombinant protein 
expression process and to determine molecular weight of 
the laccases enzyme in codon-optimized and native sam-
ples. The SDS-PAGE was carried out in a 12% polyacryl 
amide gel and the proteins were visualized by the staining of 
gel with Coomassie brilliant blue. The molecular weight of 
the expressed laccase was estimated by standard molecular 
weight markers (10–250 kDa, Bio-Rad).

Laccases enzyme assay

The total Protein content in the cell extracts of the codon-
optimized sample and the native sample was measured 
using the Bradford assay based on bovine serum albumin 
standard curve. The enzyme activity in cell extracts was 
assayed by measuring the ABTS oxidation at 25 °C. The 
rate of ABTS oxidation was determined by monitoring the 
increase in A420 (ε 420 = 3600 LM−1 cm− 1), as reported 
previously [31]. The reaction mixture contained 1 mM 
ABTS, 0.1 M sodium acetate buffer (pH 5), 100 µl culture 
supernatants and incubated for 10 min. The absorbance val-
ues of the samples were read using a spectrophotometric 
plate reader at 420 nm against a satiable blank. One unit of 
laccase enzyme activity was expressed as the amount of the 
enzyme that oxidized 1 µmol of ABTS per minute and was 
determined after an assay time of 2 min using this formula 
[32]: A

(

UL
−1
)

= �EVt∕0.036Vs . In this equation U is the 
enzyme activity, ∆E is the enhancement in absorbance per 
minute, Vt is the cuvette total volume (ml), and Vs is the 
sample volume in the cuvette (ml).

Oxidation of polycyclic aromatic hydrocarbons 
(PAHs) by recombinant POXA1b

BaP as a typical substrate of laccases was assayed to evalu-
ate PAH oxidation by codon-optimized POXA1b under the 
following conditions such as (1) heat denatured POXA1b 
(boiled at 100  °C for 20 min) [33] and BaP as control 
sample, (2) POXA1b and BaP, and (3) POXA1b, BaP and 
ABTS. All experiments were carried out in 40-ml tubes 
containing 5 ml reaction volume with POXA1b adjusted to 
4 U/ml by diluting with Na-acetate buffer (pH 4.5). BaP 
was dissolved in acetone to give a 10 mM concentration and 

35 µl of it added to the reaction mixture to a final concentra-
tion of 70 µM. The PAH bioavailability was increased by 
adding tween-80 to all tubes to a final concentration of 1%. 
ABTS was added to one experiment to a final concentration 
of 1 mM to determine the influence of it on oxidation of 
BaP. After incubation for 24 h at 30 °C, all experiments were 
centrifuged at 13,000×g for 10 min and the supernatants 
were then analyzed by high-performance liquid chromatog-
raphy (HPLC). A HPLC system (Knauer, Bad Homburg, 
Germany) equipped with a dual λ absorbance detector and 
a Supercosil LC-PAH (5 µm, 25.0 cm × 4.6 mm ID) column 
was applied to separate the Bap. An analysis was performed 
using 40-min programed in an acetonitrile/ water gradient 
mode (0–5 min 40:60%, 5–30 min ramp to 0: 100% and 
30–40 min hold at 0:100%) at a flow rate of 1.5 ml/min. 
The wavelength used to determine the concentration of BaP 
was 254 nm. The percentage of BaP oxidized was calculated 
from the area under the absorbance peak using this formula: 
[34] [(Ci − Cf)/Cf] × 100. In this equation  Ci and  Cf are the 
concentration of BaP in the experiment and control respec-
tively. All experiments including the controls were carried 
out in triplicate.

pH and thermal stability of laccases activity

The effect of temperature on the activity of codon-optimized 
laccase and its thermal stability were examined at various 
incubation temperatures (25, 30, 35, 40, 45, 50, 55, 60 and 
65 °C) at pH 4 for 0.5, 2 and 10 h. The laccase activity 
as a function of pH and its pH stability were determined 
at the pH range of 3–10 (3–7, citrate phosphate buffer; 8, 
phosphate buffer; 9, bicarbonate buffer) at 25 °C for 0.5, 2, 
and 10 h [35]. Following the incubation of 100 µl culture 
supernatant containing codon-optimized enzyme in indi-
cated conditions the enzyme activity was measured in the 
presence of the ABTS (1 mM) within 10 min as explained 
previously (“Laccases enzyme assay” section).

Statistical analysis

In this study, all experiments were done in triplicate and pre-
sented as the mean ± SD. The analysis of variance followed 
by a Tukey post-hoc test was conducted. Using the SPSS 
software (version 18.0). p < 0.05 the statistical analysis was 
considered significant.

Results

Optimizing the expression of poxa1b gene

The SDS-PAGE analysis of the cell extracts demonstrated 
that the cell culture medium induced with1Mm IPTG 
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showed an expression of POXA1b protein band in 57 kDa. 
No expression band was seen in non-induced experiment 
(Fig. 1). As shown in Fig. 1b the expression of codon-
optimized POXA1b was higher in the presence of 1 mM 
IPTG, at 25 °C within 10 h compared with 1.5 mM IPTG, 
at 45 °C within 2 h respectively. In addition, the expres-
sion of POXA1 in codon-optimized sample was noticeable 
rather than the native sample (1 mM IPTG, at 25 °C within 
10 h). Whereas, no difference was observed in the molecular 
weight of codon-optimized and the native enzyme indicating 
that the codon optimization was performed based on the bac-
terial host codon preference without any changes in amino 
acid sequences of the POXA1b protein. The laccase activity 
results demonstrated approximately threefold increase in the 
activity of POXA1B after codon optimization in comparison 
with the native enzyme in 25 °C (codon optimized enzyme: 
1525  UL− 1; native enzyme :610  UL− 1 ; p < 0.01).

Different conditions such as temperature, IPTG concen-
tration and induction duration with IPTG were investigated 
to optimize the codon –optimized POXA1b expression in E. 
coli BL21 (DE3) when  OD600 of broth medium was 0.6. The 
influence of various temperatures (25–45 °C) on POXA1b 
expression was evaluated within 12 h incubation time in 
the presence of 1 mM IPTG. The enzyme activity was esti-
mated against ABTS as a typical substrate of laccases. The 
appearance of the green color in reaction corresponds to the 
oxidation of ABTS by POXA1b (Fig. 2). The highest level 
of POXA1b activity was observed at 25 °C (1525 UL−1) 
and an increase in temperature reduced the enzyme activ-
ity (Fig. 3). The effect of IPTG concentration on POXA1b 
protein expression was evaluated in the presence of different 
concentrations of IPTG (0.5, 1, 1.5, 2. 2.5 mM) at 30 °C 
and 12 h incubation time. As shown in Fig. 4, the maxi-
mum activity of POXA1b was detected in the presence of 

1 mM IPTG (1539 UL−1) and then falls when the IPTG con-
centration was increased from 1 mM. Moreover, the effect 
of induction duration on POXA1b activity was measured 
within the time intervals of 2–12 h at 30 °C in the presence 
of 1 mM IPTG. As depicted in Fig. 5, the enzyme activity 
was increased when induction duration elevated form 2 to 
12 h.

The effect of temperature on POXA1b activity

The optimum activity of the POXA1b was observed at 
50 °C, with the value activity of 2075  UL− 1 after incuba-
tion for 0.5 h. As shown in Fig. 6, the enzyme activity of 

Fig. 1  The SDS-PAGE analysis of codon optimized and the 
native POXA1b expression in E. coli. a The Codon Optimized 
POXA1b expression in the culture broth  OD600 = 0.4 (lane 1) and 
the  OD600 = 0.6 (lane 2) in the presence of 1 mM of IPTG, at 25 °C 
within 10  h. b The expression of codon optimized-POXA1b in the 
presence of 1  mM of IPTG, at 25  °C within 2  h (lane 1) and 10  h 

(lane 2); its expression in the presence of 1 (lane 4) and 1.5 (lane 5) 
mM of IPTG, at 25 °C within 10 h; and its expression in the presence 
of 1 mM of IPTG, at temperatures of 25 (lane 6); and 45 °C (lane 7) 
within 10 h; and the expression of native POXA1b in E. coli in the 
presence of 1 mM IPTG and at a temperature of 25 °C within 10 h 
(lane 3); M is a size marker of protein (10–250 kDa)

Fig. 2  The assay solution of POXA1b. a After adding ABTS; b 
before adding ABTS (negative control)
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POXA1b was increased between 25 and 50 °C and then 
was decreased when temperature increased to 65 °C. As 
POXA1b was incubated at different temperatures for 2 h, 
all of the enzyme relative activities were markedly reduced 
compared to 0.5 h incubation. The enzyme retained its ther-
mostability after 2 h incubation at 25–45 °C. The activity of 
POXA1b reached 70% of maximum activity, when incubated 
at 50 °C for 2 h. Within the 10 h of incubation, this laccase 
retained 40% of its activity at 25 °C. The enzyme activity 
at 30–65 °C, though being incubated for 10 h, was less than 
40% of the initial activity.

The effect of pH on POXA1b activity

As observed in Fig. 7, the POXA1b shows an increase of 
activity from pH 2.5 (1050  UL− 1) to maximum reaches 
of activity at pH 4.5 (1475  UL− 1) and then its activity 
decreased to the minimum at pH 8 (5  UL− 1), when incubated 

at 25 °C for 0.5 h. As to 2 h incubation, the enzyme activity 
was decreased in all the tested pH conditions compared to 
0.5 h incubation. The relative activity at pHs 3.5–4.5 still 
gained 80% of the maximum value, even though the enzyme 
was incubated for 2 h. However, when POXA1b was held at 
pHs 2.5–8 for 10 h, all of the relative enzyme activities were 
less than 30% of the maximum value.

Oxidation of BaP by recombinant POXA1b

The ability of POXA1b to oxidize BaP was determined in 
reaction buffer alone and in the presence of ABTS. The 
HPLC analysis reveals biodegradation of BaP by POXA1b 
enzyme from P. ostreatus in the presence or absence 
of ABTS (Fig. 8). As shown in Fig. 9 in the absence of 
ABTS, 17% of BaP was oxidized by POXA1b at 30 °C. As 

Fig. 3  The effect of temperature on POXA1b production in LB 
medium. The cells were incubated at a temperature range from 25 to 
45 °C for 12 h in the presence of 1 mM of IPTG. **p < 0.001 versus 
control (25 °C). The statistical analysis was performed by ANOVA

Fig. 4  The effect of IPTG concentration on POXA1b production in 
LB medium. The cells were incubated at 30 °C for 12 h in the pres-
ence of different concentrations of IPTG (0.5–2.5  mM). *p < 0.001 
and **p < 0.001 versus control (0.5 mM). The statistical analysis was 
performed by ANOVA

Fig. 5  The effect of induction time with IPTG on POXA1b produc-
tion in LB medium. The cells were incubated with 1 mM of IPTG at 
30 °C for a different time interval (2–12 h). *p < 0.05 versus control 
(2 h). The statistical analysis was performed by ANOVA

Fig. 6  The effect of temperature on POXA1b enzyme activity against 
ABTS as typical substrate of laccases. The temperature profiles of 
enzyme were analyzed in the temperature range from 25 to 65 °C and 
pH 4 within 0.5, 2, 10 h incubation time the activity presented as % of 
the highest enzyme activity
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expected, the oxidation rate of PAHs increased in the pres-
ence of ABTS, thus removing 45% of BaP at 30 °C. These 
results indicate that the recombinant POXA1b is able to 
oxidize BaP and that some natural and synthetic mediators 
such as ABTS are required to enhance the in vitro substrate-
oxidizing ability of this enzyme.

Discussion

Some properties such as high redox potential, stability in 
the wide range of pH and temperature and high production 
yields at heterologous expression have persuaded researchers 
to employ fungi laccases, such as POXA1b from P. ostrea-
tus, for biotechnological and industrial applications [4, 5]. 
Due to the fact that all codons within the same codon fam-
ily are not applied at a synonymous rate (codon bias) in 
heterologous protein expression in E. coli, it may be dif-
ficult to heterologously express eukaryotic genes in E. coli. 
Thus, to reach the maximum yield of recombinant protein 

optimization of rare codon in E. coli the expression system is 
necessary [22–24, 26, 27]. In this regard, poxa1b gene from 
P. ostreatus was optimized in accordance with the codon 
preference characteristics of the E. coli without alteration 
in the amino acid sequence and this was expressed in E. coli 
heterologously. The effect of such conditions as IPTG con-
centration, temperature and induction time was also evalu-
ated in the enzyme expression. After the expression phase, 
its biochemical properties including molecular mass, enzy-
matic activity, activity dependence on pH and temperature 
were studied. We also investigated the oxidation of PAHs by 
expressed POXA1b.

The results of SDS-PAGE demonstrated that the codon-
optimized POXA1b from P. ostreatus had monomeric 
structure in media and its molecular weight was 57 kDa 
(Fig. 1). Regarding this, our findings on molecular weight 
of codon-optimized POXA1b are consistent with what has 

Fig. 7  The effect of pH on POXA1b enzyme activity against ABTS as 
a typical substrate of laccases. The pH profile of the enzyme was ana-
lysed in the pH ranging from 2.5 to 8 and at a temperature of 30 °C 
within 0.5, 2 and 10 h incubation time. The activity presented as % of 
the highest enzyme activity

Fig. 8  HPLC chromatogram of the oxidation reaction of BaP by POXA1b: a boiled POXA1b and BaP as the control sample, b POXA1b and 
BaP, and c POXA1b, BaP and ABTS

Fig. 9  The oxidation of BaP by POXA1b enzyme from P. ostreatus 
in the presence or absence of ABTS. The oxidation reaction was per-
formed in Na-acetate buffer (pH 4.5) at 30  °C for 24 h. The values 
indicated % of the remained BaP in reaction media after 24 h of the 
enzyme reaction compared to the control (con). *p < 0.05 versus con-
trol. #p < 0.05 versus Enz/BaP sample. The statistical analysis was 
performed by ANOVA
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been reported for the molecular weight of fungal laccases 
[36] and are especially in the basidiomycete fungus [37]. 
In P. ostreatus, the molecular mass of LCC1 and the LCC2 
laccase was reported to be approximately the same as in 
our study (60 and 65 kDa respectively) [38]. In contrast, 
the purified laccase from P. ostreatus strain V-184 [38] and 
also the laccase isolated from Trichoderma harzianum [39], 
Paraconiothyrium variabile [40], and Scytalidium ther-
mophilum [41] exhibit molecular weights greater than that 
found in our study (82, 79, 84, and 82 kDa) respectively .

The effect of rare codon on high-level expression of 
recombinant gene in E. coli has been analyzed by differ-
ent investigators. We also evaluated the expression yield 
and efficiency of codon optimized synthetic gene of poxa1b 
in comparison with the wild-type. We observed that the 
codon optimization of the poxa1b gene markedly enhanced 
the expression levels of its protein, when compared with 
the expression level of the native poxa1b gene in E. coli. 
Regarding these, Nicola et al. have reported an increased 
expression of some eukaryotic genes in E. coli expression 
system following the codon optimization [22]. In addi-
tion, the high expression levels of codon optimized human 
interleukin 11 in E. coli have been indicated by Montazeri-
Najafabady et al. [24]. Moreover, codon optimization leads 
to an improved expression of recombinant proteins VP1, 
VP2, and VP3 [27], histone-like protein from Sulfolobus shi-
batae (Ssh10), glutaredoxin-like protein from methanobac-
terium thermoautotrophicum (mtGrx) [23], and multistage 
candidate vaccine (FALVAC-1) [28] in E. coli expression 
system. Unlike these reports, Jung et al. have reported that 
the expression yield of synthetic gene of CAL-B in E. coli 
is increased by mutagenesis, but not by codon optimization 
[42].

Our results also demonstrated that the activity of the 
codon-optimized laccase was significantly higher than the 
wild-type enzyme. The laccase activity of codon-optimized 
poxa1b was higher than the activity reported for laccase 
gene expressed in E. coli without the codon optimized [43]. 
Although the enzyme activity of laccase isolated from P. 
ostreatus [44] and laccase gene obtained from Bacillus 
licheniformis [45] that is expressed in E. coli without codon 
optimization were higher of activity reported for codon-
optimized POXA1b in our study: this may be attributed to 
the high production yield derived from the codon optimiza-
tion that may decrease the correct folding of recombinant 
proteins. Our findings also demonstrated that the optimum 
conditions for POXA1b expression was observed in 1 mM 
IPTG concentration at 25 °C for 12 h (Figs. 3, 4, 5). It is 
previously attributed to higher rate of protein synthesis in 
a temperature more than 25 °C, which induces the miss-
folding of protein due to the limited amount of molecular 
chaperons in the host cells and the toxic effects of IPTG in 
a higher concentration for bacterial host [46].

The laccases stability is an important issue to use these 
in industries under harsh conditions such as high tempera-
tures and/or acidic/basic pH. It was previously observed 
that poxA1 laccases show a maximum activity in the tem-
perature ranges of 45–65 °C [47]. Our results illustrated that 
codon-optimized POXA1b has a maximum activity at 50 °C 
(Fig. 6) which is similar to the optimum temperature for 
laccases from P. ostreatus ARC280 [35], P. ostreatus HP-1 
[48], P. ostreatus strain EM-1 [49] and P. ostreatus [50]. 
However, in another study the maximal activity for all lac-
cases of P. ostreatus was reported in the temperature range 
of 30–40 °C [51]. Also in the other fungus the findings were 
controversial, so that the optimum activity for laccases from 
the mushroom Lentinus tigrinus [52], Trametes sp. HS-03 
[53], Hericium coralloides [54] and Trametes versicolor 
IBL-04 [55] was seen at 60, 80, 40 and 40 °C respectively.

The codon-optimized POXA1b retained more than 
85 and 50% of its initial activity in 25–45 °C and in the 
higher temperature of 60 °C for 120 min respectively, which 
approximately resembles to the thermal stability reported 
for laccase from P. ostreatus ARC280 (retained 100 to 
80% of initial activity at temperature ranges of 30–50 °C 
for 120 min) [35]. The codon-optimized POXA1b shows a 
higher thermal stability compared to laccases from P. ostrea-
tus strain EM-1 [49] and Paraconiothyrium variabile [35] 
which retained 22.6 and 50% of their activity after incuba-
tion at 50 °C for 60 min respectively. On the other hand, 
according to the half-life reported for typical fungal laccases 
(1 h at 70 °C and below 10 min at 80 °C) [39], the codon-
optimized POXA1b shows low thermal stability at a higher 
temperature of 60 °C (loss of more than 90% of its initial 
activity in 30 min) which might be attributed to the lack of 
post-translational modifications in proteins expressed on E. 
coli. However, it was reported that the laccases do not need 
glycosylation to become functional [44, 56].

It is previously shown that the type of substrate affects the 
pH stability of laccases [57] so that, the maximum fungal 
laccase activity against non-phenolic and phenolic substrates 
was observed in the lower pH than 4 and in the pH range 
of 3 to 7 respectively [58, 59]. Considering this the codon-
optimized POXA1b shows a maximum activity against the 
ABTS in pH4 and retained more than 80% of the initial 
activity within 120 min. In relation to this the maximum 
activity for laccases of P. ostreatus D1 [60], ARC280 [35], 
HP-1 [48] and L. qinlingensis laccase [61] was observed 
at pH 4, 3, 4.5 and 4.4 respectively. Moreover, as to the 
ABTS, the yellow laccase from Leucoagaricus gongylopho-
rus [62], Stropharia aeruginosa [63], Trametes hirsula [64] 
and Aspergillus niger [65], and Lentinus squarrosulus [66] 
showed a maximum activity at pH 3, 3, 2.4, 2.2, and 4.5 
respectively.

It is reported that the different species of white-rot fungi, 
including Pleurotus sp., generate laccases that have capacity 
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for degradation of PHAs such as BaP [67]. The rate of oxida-
tion process by these enzymes can be enhanced through the 
incorporation of special compounds called mediators and 
which play a role as electron mediators [68]. In the present 
study, POXA1b from P.ostreatus could oxidize BaP and the 
addition of ABTS to the reaction mixture improved the cata-
lytic oxidation process significantly (Figs. 8, 9). In agree-
ment with our findings, Bhattacharya et al. presented similar 
results demonstrating enhancement in the BaP degradation 
rate by P. ostreatus in the presence of ABTS [69]. Similarly, 
several studies have been reported about the increase of BaP 
oxidation by laccase from Trametes versicolor following the 
addition of ABTS [70–72]. The mechanisms that underlie 
the role of ABTS in laccase-mediated oxidation reaction 
are not completely understood. However, Potthast et al. [39] 
reported some evidences implying the role of ABTS as a 
co-oxidant, which helps the enzyme to accomplish electron 
transfer process by transferring an electron to the enzyme 
[73].

Conclusions

In this study, we have successfully cloned and expressed 
poxa1b gene from P. ostreatus in E. coli after codon opti-
mization. The yields of expression and efficiency of the 
enzyme activity were remarkably higher in the codon-opti-
mized enzyme as compared to the native form. The bio-
chemical properties of the codon-optimized POXA1b were 
characterized and found that they were stable at a tempera-
ture range from 25 to 45 °C as well as pH range from 2.5 
to 4.5 for 2 h incubation. We also noticed that the codon-
optimized POXA1b significantly oxidized BaP in the pres-
ence of ABTS. This study is the first report on successful 
recombinant POXA1b production with unique features using 
codon optimization in E. coli that it is an opportunity for a 
large scale production of the enzyme.

Acknowledgements The authors wish to thank Khayam Bioeconomy 
Institute (KBI) and Alzahra University for supporting this work. This 
publication represents a section of one PhD thesis by Ms. Mahnaz 
Mohtashami at the faculty of Biological Science of Alzahra University, 
Tehran, Iran.

Compliance with ethical standards 

Conflict of interest The authors declare that they have no conflict of 
interests.

References

 1. Thurston CF (1994) The structure and function of fungal laccases. 
Microbiology 140(1):19–26

 2. Jeon JR, Baldrian P, Murugesan K, Chang YS (2012) Laccase-
catalysed oxidations of naturally occurring phenols: from 
in vivo biosynthetic pathways to green synthetic applications. 
Microb Biotechnol 5(3):318–332

 3. Mate D, García-Burgos C, García-Ruiz E, Ballesteros AO, 
Camarero S, Alcalde M (2010) Laboratory evolution of high-
redox potential laccases. Chem Biol 17(9):1030–1041

 4. Piscitelli A, Pezzella C, Giardina P, Faraco V, Sannia G (2010) 
Heterologous laccase production and its role in industrial appli-
cations. Bioengineered Bugs 1(4):254–264

 5. Upadhyay P, Shrivastava R, Agrawal PK (2016) Bioprospecting 
and biotechnological applications of fungal laccase. 3 Biotech 
6(1):15

 6. Mate DM, Alcalde M (2017) Laccase: a multi-purpose bio-
catalyst at the forefront of biotechnology. Microb Biotechnol 
10(6):1457–1467

 7. Piscitelli A, Pezzella C, Lettera V, Giardina P, Faraco V, Sannia 
G (2013) Fungal laccases: structure, function and applications. 
CRC Press, Boca Raton

 8. Turner P, Mamo G, Karlsson EN (2007) Potential and utiliza-
tion of thermophiles and thermostable enzymes in biorefining. 
Microb Cell Fact 6(1):9

 9. Santhanam N, Vivanco JM, Decker SR, Reardon KF (2011) 
Expression of industrially relevant laccases: prokaryotic style. 
Trends Biotechnol 29(10):480–489

 10. Pezzella C, Guarino L, Piscitelli A (2015) How to enjoy lac-
cases. Cell Mol Life Sci 72(5):923–940

 11. Macellaro G, Baratto MC, Piscitelli A, Pezzella C, De Biani 
FF, Palmese A, Piumi F, Record E, Basosi R, Sannia G (2014) 
Effective mutations in a high redox potential laccase from Pleu-
rotus ostreatus. Appl Microbiol Biotechnol 98(11):4949–4961

 12. Pezzella C, Giacobelli VG, Lettera V, Olivieri G, Cicatiello P, 
Sannia G, Piscitelli A (2017) A step forward in laccase exploi-
tation: recombinant production and evaluation of techno-eco-
nomic feasibility of the process. J Biotechnol 259:175–181

 13. Cohen R, Persky L, Hadar Y (2002) Biotechnological applica-
tions and potential of wood-degrading mushrooms of the genus 
Pleurotus. Appl Microbiol Biotechnol 58(5):582–594

 14. Giardina P, Palmieri G, Scaloni A, Fontanella B, Faraco V, Cen-
namo G, Sannia G (1999) Protein and gene structure of a blue 
laccase from Pleurotus ostreatus1. Biochem J 341(Pt 3):655

 15. Garzillo AM, Colao MC, Buonocore V, Oliva R, Falcigno L, 
Saviano M, Santoro AM, Zappala R, Bonomo RP, Bianco C 
(2001) Structural and kinetic characterization of native laccases 
from Pleurotus ostreatus, Rigidoporus lignosus, and Trametes 
trogii. J Protein Chem 20(3):191–201

 16. Piscitelli A, Giardina P, Mazzoni C, Sannia G (2005) Recom-
binant expression of Pleurotus ostreatus laccases in Kluyvero-
myces lactis and Saccharomyces cerevisiae. Appl Microbiol 
Biotechnol 69(4):428–439

 17. Pezzella C, Giacobbe S, Giacobelli VG, Guarino L, Kylic S, 
Sener M, Sannia G, Piscitelli A (2016) Green routes towards 
industrial textile dyeing: a laccase based approach. J Mol Catal 
B 134:274–279

 18. Miele A, Giardina P, Sannia G, Faraco V (2010) Random 
mutants of a Pleurotus ostreatus laccase as new biocatalysts 
for industrial effluents bioremediation. J Appl Microbiol 
108(3):998–1006

 19. Lettera V, Pezzella C, Cicatiello P, Piscitelli A, Giacobelli VG, 
Galano E, Amoresano A, Sannia G (2016) Efficient immobiliza-
tion of a fungal laccase and its exploitation in fruit juice clarifica-
tion. Food Chem 196:1272–1278

 20. Terpe K (2006) Overview of bacterial expression systems for het-
erologous protein production: from molecular and biochemical 
fundamentals to commercial systems. Appl Microbiol Biotechnol 
72(2):211



989Molecular Biology Reports (2019) 46:981–990 

1 3

 21. Swartz J (1996) Escherichia coli recombinant DNA technology. 
In: Escherichia coli and Salmonella: cellular and molecular biol-
ogy, vol 2. ASM Press, Washington, DC, pp 1693–1711

 22. Burgess-Brown NA, Sharma S, Sobott F, Loenarz C, Oppermann 
U, Gileadi O (2008) Codon optimization can improve expression 
of human genes in Escherichia coli: a multi-gene study. Protein 
Expr Purif 59(1):94–102

 23. Wu X, Jörnvall H, Berndt KD, Oppermann U (2004) Codon opti-
mization reveals critical factors for high level expression of two 
rare codon genes in Escherichia coli: RNA stability and secondary 
structure but not tRNA abundance. Biochem Biophys Res Com-
mun 313(1):89–96

 24. Montazeri-Najafabady N, Ghasemi Y, Mobasher MA, Ghasem-
ian A, Rasoul-Amini S, Ebrahimi S (2013) Codon optimization, 
cloning and expression of interleukin 11 in two different E. coli 
systems. J Pure Appl Microbiol 7:2717–2722

 25. Yadava A, Ockenhouse CF (2003) Effect of codon optimization 
on expression levels of a functionally folded malaria vaccine can-
didate in prokaryotic and eukaryotic expression systems. Infect 
Immun 71(9):4961–4969

 26. Tokuoka M, Tanaka M, Ono K, Takagi S, Shintani T, Gomi K 
(2008) Codon optimization increases steady-state mRNA levels 
in Aspergillus oryzae heterologous gene expression. Appl Environ 
Microbiol 74(21):6538–6546

 27. Fei D, Zhang H, Diao Q, Jiang L, Wang Q, Zhong Y, Fan Z, 
Ma M (2015) Codon optimization, expression in Escherichia 
coli, and immunogenicity of recombinant chinese sacbrood virus 
(CSBV) structural proteins VP1, VP2, and VP3. PLoS ONE 
10(6):e0128486

 28. Zhou Z, Schnake P, Xiao L, Lal AA (2004) Enhanced expression 
of a recombinant malaria candidate vaccine in Escherichia coli 
by codon optimization. Protein Expr Purif 34(1):87–94

 29. Zylicz-Stachula A, Zolnierkiewicz O, Sliwinska K, Jezewska-
Frackowiak J, Skowron PM (2014) Modified ‘one amino acid-one 
codon’engineering of high GC content TaqII-coding gene from 
thermophilic Thermus aquaticus results in radical expression 
increase. Microb Cell Fact 13(1):7

 30. Guan Z-B, Song C-M, Zhang N, Zhou W, Xu C-W, Zhou L-X, 
Zhao H, Cai Y-J, Liao X-R (2014) Overexpression, characteriza-
tion, and dye-decolorizing ability of a thermostable, pH-stable, 
and organic solvent-tolerant laccase from Bacillus pumilus W3. J 
Mol Catal B 101:1–6

 31. More SS, PS R, Malini S (2011) Isolation, purification, and char-
acterization of fungal laccase from Pleurotus sp. Enzyme Res 
2011:248735

 32. Linke D, Bouws H, Peters T, Nimtz M, Berger RG, Zorn H (2005) 
Laccases of Pleurotus sapidus: characterization and cloning. J 
Agric Food Chem 53(24):9498–9505

 33. Osma JF, Toca-Herrera JL, Rodríguez-Couto S (2010) Biodegra-
dation of a simulated textile effluent by immobilised-coated lac-
case in laboratory-scale reactors. Appl Catal A 373(1–2):147–153

 34. Bhattacharya S, Das A, Palaniswamy M, Angayarkanni J (2017) 
Degradation of benzo[a]pyrene by Pleurotus ostreatus PO-3 in 
the presence of defined fungal and bacterial co-cultures. J Basic 
Microbiol 57(2):95–103

 35. Othman AM, Elshafei AM, Hassan MM, Haroun BM, Elsayed 
MA, Farrag AA (2014) Purification, biochemical characteriza-
tion and applications of Pleurotus ostreatus ARC280 laccase. Br 
Microbiol Res J 4(12):1418–1439

 36. Xiao Y, Tu X, Wang J, Zhang M, Cheng Q, Zeng W, Shi Y (2003) 
Purification, molecular characterization and reactivity with aro-
matic compounds of a laccase from basidiomycete Trametes sp. 
strain AH28-2. Appl Microbiol Biotechnol 60(6):700–707

 37. Petroski RJ, Peczynska-Czoch W, Rosazza JP (1980) Analysis, 
production, and isolation of an extracellular laccase from Poly-
porus anceps. Appl Environ Microbiol 40(6):1003–1006

 38. Mansur M, Arias ME, Copa-Patino JL, Flärdh M, González AE 
(2003) The white-rot fungus Pleurotus ostreatus secretes lac-
case isozymes with different substrate specificities. Mycologia 
95(6):1013–1020

 39. Sadhasivam S, Savitha S, Swaminathan K, Lin F-H (2008) Pro-
duction, purification and characterization of mid-redox potential 
laccase from a newly isolated Trichoderma harzianum WL1. 
Process Biochem 43(7):736–742

 40. Forootanfar H, Faramarzi MA, Shahverdi AR, Yazdi MT (2011) 
Purification and biochemical characterization of extracellular 
laccase from the ascomycete Paraconiothyrium variabile. Biores 
Technol 102(2):1808–1814

 41. Younes SB, Sayadi S (2011) Purification and characterization 
of a novel trimeric and thermotolerant laccase produced from 
the ascomycete Scytalidium thermophilum strain. J Mol Catal 
B 73(1–4):35–42

 42. Jung S, Park S (2008) Improving the expression yield of Can-
dida antarctica lipase B in Escherichia coli by mutagenesis. 
Biotechnol Lett 30(4):717–722

 43. Ng I-S, Zhang X, Zhang Y, Lu Y (2013) Molecular cloning and 
heterologous expression of laccase from Aeromonas hydrophila 
NIU01 in Escherichia coli with parameters optimization in pro-
duction. Appl Biochem Biotechnol 169(7):2223–2235

 44. Grandes-Blanco AI, Tlecuitl-Beristain S, Díaz R, Sánchez 
C, Téllez-Téllez M, Márquez-Domínguez L, Santos-López 
G, Díaz-Godínez G (2017) Heterologous expression of lac-
case (LACP83) of Pleurotus ostreatus. BioResources 12 
(2):3211–3221

 45. Ihssen J, Reiss R, Luchsinger R, Thöny-Meyer L, Richter M 
(2015) Biochemical properties and yields of diverse bacterial 
laccase-like multicopper oxidases expressed in Escherichia coli. 
Sci Rep 5:10465

 46. Wang C, Cui D, Lu L, Zhang N, Yang H, Zhao M, Dai S (2016) 
Cloning and characterization of CotA laccase from Bacillus sub-
tilis WD23 decoloring dyes. Ann Microbiol 66(1):461–467

 47. Palmieri G, Giardina P, Bianco C, Scaloni A, Capasso A, Sannia 
G (1997) A novel white laccase from Pleurotus ostreatus. J Biol 
Chem 272(50):31301–31307

 48. Patel H, Gupte S, Gahlout M, Gupte A (2014) Purification and 
characterization of an extracellular laccase from solid-state culture 
of Pleurotus ostreatus HP-1. 3 Biotech 4(1):77–84

 49. Adamafio N, Sarpong N, Mensah C, Obodai M (2012) Extracellu-
lar laccase from Pleurotus ostreatus strain EM-1: thermal stability 
and response to metal ions. Asian J Biochem 7:143–150

 50. Palmeiri G, Giardina P, Marzullo L, Desiderio B, Nittii G, Can-
nio R, Sannia G (1993) Stability and activity of a phenol oxidase 
from the ligninolytic fungus Pleurotus ostreatus. Appl Microbiol 
Biotechnol 39(4–5):632–636

 51. Tinoco R, Pickard M, Vazquez-Duhalt R (2001) Kinetic dif-
ferences of purified laccases from six. Lett Appl Microbiol 
32:331–335

 52. Xu L, Wang H, Ng T (2012) A laccase with HIV-1 reverse tran-
scriptase inhibitory activity from the broth of mycelial culture 
of the mushroom Lentinus tigrinus. BioMed Res Int. https ://doi.
org/10.1155/2012/53672 5

 53. Guo W, Yao Z, Zhou C, Li D, Chen H, Shao Q, Li Z, Feng H 
(2012) Purification and characterization of three laccase isozymes 
from the white rot fungus Trametes sp. HS-03. Afr J Biotech 
11(31):7916–7922

 54. Zou Y-J, Wang H-X, Ng T-B, Huang C-Y, Zhang J-X (2012) Puri-
fication and characterization of a novel laccase from the edible 
mushroom Hericium coralloides. J Microbiol 50(1):72–78

 55. Asgher M, Iqbal HMN, Asad MJ (2012) Kinetic characteriza-
tion of purified laccase produced from Trametes versicolor 
IBL-04 in solid state bio-processing of corncobs. BioResources 
7(1):1171–1188

https://doi.org/10.1155/2012/536725
https://doi.org/10.1155/2012/536725


990 Molecular Biology Reports (2019) 46:981–990

1 3

 56. Yoshitake A, Katayama Y, Nakamura M, Iimura Y, Kawai S, 
Morohoshi N (1993) N-linked carbohydrate chains protect lac-
case III from proteolysis in Coriolus versicolor. Microbiology 
139(1):179–185

 57. Soden D, O’Callaghan J, Dobson A (2001) Molecular cloning of 
a laccase isozyme gene in the heterologous Pichia pastoris host. 
Microbiology 148:4003–4014

 58. Madhavi V, Lele S (2009) Laccase: properties and applications. 
BioResources 4(4):1694–1717

 59. Baldrian P (2006) Fungal laccases–occurrence and properties. 
FEMS Microbiol Rev 30(2):215–242

 60. Pozdnyakova N, Turkovskaya O, Yudina E, Rodakiewicz-Nowak 
Y (2006) Yellow laccase from the fungus Pleurotus ostreatus 
D1: purification and characterization. Appl Biochem Microbiol 
42(1):56–61

 61. Hu X, Wang C, Wang L, Zhang R, Chen H (2014) Influence of 
temperature, pH and metal ions on guaiacol oxidation of purified 
laccase from Leptographium qinlingensis. World J Microbiol Bio-
technol 30(4):1285–1290

 62. Ike PTL, Moreira AC, de Almeida FG, Ferreira D, Birolli WG, 
Porto ALM, Souza DHF (2015) Functional characterization of a 
yellow laccase from Leucoagaricus gongylophorus. SpringerPlus 
4(1):654

 63. Daroch M, Houghton CA, Moore JK, Wilkinson MC, Carnell AJ, 
Bates AD, Iwanejko LA (2014) Glycosylated yellow laccases of 
the basidiomycete Stropharia aeruginosa. Enzyme Microb Tech-
nol 58:1–7

 64. Haibo Z, Yinglong Z, Feng H, Peiji G, Jiachuan C (2009) Purifica-
tion and characterization of a thermostable laccase with unique 
oxidative characteristics from Trametes hirsuta. Biotechnol Lett 
31(6):837–843

 65. Tamayo-Ramos J, van Berkel WJ, de Graaff LH (2012) Biocata-
lytic potential of laccase-like multicopper oxidases from Aspergil-
lus niger. Microb Cell Fact 11(1):165

 66. Mukhopadhyay M, Banerjee R (2015) Purification and biochemi-
cal characterization of a newly produced yellow laccase from Len-
tinus squarrosulus MR13. 3 Biotech 5(3):227–236

 67. Juhasz AL, Naidu R (2000) Bioremediation of high molecular 
weight polycyclic aromatic hydrocarbons: a review of the micro-
bial degradation of benzo[a]pyrene. Int Biodeterior Biodegrad 
45(1–2):57–88

 68. Morozova O, Shumakovich G, Shleev S, Yaropolov YI (2007) 
Laccase-mediator systems and their applications: a review. Appl 
Biochem Microbiol 43(5):523–535

 69. Bhattacharya S, Das A, Prashanthi K, Palaniswamy M, Angayar-
kanni J (2014) Mycoremediation of benzo[a]pyrene by Pleurotus 
ostreatus in the presence of heavy metals and mediators. 3 Biotech 
4(2):205–211

 70. Dodor DE, Hwang H-M, Ekunwe SI (2004) Oxidation of anthra-
cene and benzo [a] pyrene by immobilized laccase from Trametes 
versicolor. Enzyme Microb Technol 35(2–3):210–217

 71. Collins PJ, Kotterman M, Field JA, Dobson A (1996) Oxidation 
of anthracene and benzo[a]pyrene by laccases from Trametes ver-
sicolor. Appl Environ Microbiol 62(12):4563–4567

 72. Majcherczyk A, Johannes C, Hüttermann A (1998) Oxidation of 
polycyclic aromatic hydrocarbons (PAH) by laccase of Trametes 
versicolor. Enzyme Microb Technol 22(5):335–341

 73. Potthast A, Rosenau T, Chen C-L, Gratzl JS (1995) Selective 
enzymic oxidation of aromatic methyl groups to aldehydes. J 
Organ Chem 60(14):4320–4321


	Molecular cloning, expression and characterization of poxa1b gene from Pleurotus ostreatus
	Abstract
	Introduction
	Materials and methods
	Chemicals, microorganisms, vectors
	Codon optimization web servers
	Cloning and expression of the poxa1b gene
	Electrophoresis analysis
	Laccases enzyme assay
	Oxidation of polycyclic aromatic hydrocarbons (PAHs) by recombinant POXA1b
	pH and thermal stability of laccases activity
	Statistical analysis

	Results
	Optimizing the expression of poxa1b gene
	The effect of temperature on POXA1b activity
	The effect of pH on POXA1b activity
	Oxidation of BaP by recombinant POXA1b

	Discussion
	Conclusions
	Acknowledgements 
	References


