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Nadjet Benchalgo, François Gagné, Michel Fournier · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · 981
Phosphorus recovery from wastewater by struvite crystallization: Property of aggregates (Cover story)

Zhilong Ye, Yin Shen, Xin Ye, Zhaoji Zhang, Shaohua Chen, Jianwen Shi · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · 991
Adaptation of microbial communities to multiple stressors associated with litter decomposition of Pterocarya stenoptera

Gaozhong Pu, Jingjing Tong, Aimeng Su1, Xu Ma, Jingjing Du, Yanna Lv, Xingjun Tian · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · 1001
Effect of alkalinity on nitrite accumulation in treatment of coal chemical industry wastewater using moving bed biofilm reactor

Baolin Hou, Hongjun Han, Shengyong Jia, Haifeng Zhuang, Qian Zhao, Peng Xu · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · 1014
Distribution and seasonal variation of estrogenic endocrine disrupting compounds, N-nitrosodimethylamine,

and N-nitrosodimethylamine formation potential in the Huangpu River, China
Ai Zhang, Yongmei Li, Ling Chen · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · 1023

Effects of ferrous and manganese ions on anammox process in sequencing batch biofilm reactors
Xiaoli Huang, Dawen Gao, Sha Peng, Yu Tao · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · 1034

Atmospheric environment
Characteristics of secondary inorganic aerosol and sulfate species in size-fractionated aerosol particles in Shanghai

Shilei Long, Jianrong Zeng, Yan Li, Liangman Bao, Lingling Cao, Ke Liu, Liang Xu, Jun Lin, Wei Liu,
Guanghua Wang, Jian Yao, Chenyan Ma, Yidong Zhao · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · 1040

In-vehicle VOCs composition of unconditioned, newly produced cars
Krzysztof Brodzik, Joanna Faber, Damian Łomankiewicz , Anna Gołda-Kopek · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · 1052

Sulfur evolution in chemical looping combustion of coal with MnFe2O4 oxygen carrier
Baowen Wang, Chuchang Gao, Weishu Wang, Haibo Zhao, Chuguang Zheng· · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · 1062

Terrestrial environment
Enhancing plant-microbe associated bioremediation of phenanthrene and pyrene contaminated soil by SDBS-Tween 80 mixed surfactants

Hewei Ni, Wenjun Zhou, Lizhong Zhu · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · 1071
Growth and metal uptake of energy sugarcane (Saccharum spp.) in different metal mine tailings with soil amendments

Xin Zhang, Yongguan Zhu, Yuebin Zhang, Yunxia Liu, Shaochun Liu, Jiawen Guo, Rudan Li, Songlin Wu, Baodong Chen · · · · · · · · · · · · · · · · · · · 1080
A restoration-promoting integrated floating bed and its experimental performance in eutrophication remediation

Yiming Guo, Yunguo Liu, Guangming Zeng, Xinjiang Hu, Xin Li, Dawei Huang, Yunqin Liu, Yicheng Yin · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · 1090

Environmental biology
Microbial community functional structure in response to micro-aerobic conditions in sulfate-reducing sulfur-producing bioreactor

Hao Yu, Chuan Chen, Jincai Ma, Xijun Xu, Ronggui Fan, Aijie Wang · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · 1099
Degradation of dichloromethane by an isolated strain Pandoraea pnomenusa and its performance in a biotrickling filter

Jianming Yu, Wenji Cai, Zhuowei Cheng, Jianmeng Chen · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · 1108
Humic acid-enhanced electron transfer of in vivo cytochrome c as revealed by electrochemical and spectroscopic approaches

Jiahuan Tang, Yi Liu, Yong Yuan, Shungui Zhou · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · 1118
Evaluation of Bacillus sp. MZS10 for decolorizing Azure B dye and its decolorization mechanism

Huixing Li, Ruijing Zhang, Lei Tang, Jianhua Zhang, Zhonggui Mao · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · 1125
Biodegradation of pyrene by Phanerochaete chrysosporium and enzyme activities in soils: Effect of SOM, sterilization and aging

Cuiping Wang, Hongwen Sun, Haibin Liu, Baolin Wang · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · 1135



Environmental health and toxicology
Primary neuronal-astrocytic co-culture platform for neurotoxicity assessment of di-(2-ethylhexyl) phthalate

Yang Wu, Ke Li, Haoxiao Zuo, Ye Yuan, Yi Sun, Xu Yang· · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · 1145

Environmental catalysis and materials
Characterization and reactivity of biogenic manganese oxides for ciprofloxacin oxidation

Jinjun Tu, Zhendong Yang, Chun Hu, Jiuhui Qu · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · 1154
Effects of particle composition and environmental parameters on catalytic hydrodechlorination of trichloroethylene

by nanoscale bimetallic Ni-Fe
Jianjun Wei, Yajing Qian, Wenjuan Liu, Lutao Wang, Yijie Ge, Jianghao Zhang, Jiang Yu, Xingmao Ma · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · 1162

Heterogeneous Fenton-like degradation of 4-chlorophenol using iron/ordered mesoporous carbon catalyst
Feng Duan, Yuezhu Yang, Yuping Li, Hongbin Cao, Yi Wang, Yi Zhang · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · 1171

Photocatalytic removal of NO and NO2 using titania nanotubes synthesized by hydrothermal method
Nhat Huy Nguyen, Hsunling Bai · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · 1180

Efficient dechlorination of chlorinated solvent pollutants under UV irradiation by using the synthesized TiO2 nano-sheets in aqueous phase
Landry Biyoghe Bi Ndong, Murielle Primaelle Ibondou, Zhouwei Miao, Xiaogang Gu,
Shuguang Lu, Zhaofu Qiu, Qian Sui, Serge Maurice Mbadinga · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · 1188

Biogenic C-doped titania templated by cyanobacteria for visible-light photocatalytic degradation of Rhodamine B
Jiao He, Guoli Zi, Zhiying Yan, Yongli Li, Jiao Xie, Deliang Duan, Yongjuan Chen, Jiaqiang Wang · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · 1195

Dyes adsorption using a synthetic carboxymethyl cellulose-acrylic acid adsorbent
Genlin Zhang, Lijuan Yi, Hui Deng, Ping Sun · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · · 1203

Serial parameter: CN 11-2629/X*1989*m*277*en*P*29*2014-5



jes
c.a

c.c
n

jes
c.a

c.c
n

jes
c.a

c.c
n

Journal of Environmental Sciences 26 (2014) 1135–1144

www.jesc.ac.cn

Journal of Environmental Sciences

Available online at www.sciencedirect.com

Biodegradation of pyrene by Phanerochaete chrysosporium and enzyme
activities in soils: Effect of SOM, sterilization and aging

Cuiping Wang, Hongwen Sun∗, Haibin Liu, Baolin Wang

MOE Key Laboratory of Pollution Processes and Environmental Criteria, College of Environmental Science and Engineering, Nankai University,
Tianjin 300071, China. E-mail: wangcp@nankai.edu.cn

a r t i c l e i n f o

Article history:
Received 14 June 2013
revised 05 August 2013
accepted 17 September 2013

Keywords:
biodegradation
Phanerochaete chrysosporium
enzyme activities
soil organic matter
sterilization
aging

DOI: 10.1016/S1001-0742(13)60507-0

a b s t r a c t

The impacts of soil organic matter (SOM), aging and sterilization on the production of lignin
peroxidase (LiP) and manganese peroxidase (MnP) by Phanerochaete chrysosporium during the
biodegradation of pyrene in soils were investigated. The biodegradation of pyrene by P. chrysosporium
decreased with increasing SOM content, whereas the maximum activities of LiP and MnP increased,
which indicates that SOM outweighed pyrene in controlling enzyme production. Sterilization
enhanced the degradation of pyrene due to the elimination of competition from indigenous microbes,
whereas aging led to a reduction in the degradation of pyrene primarily through changes in its sorbed
forms. Both sterilization and aging could reduce SOM content and alter its structure, which also
influenced the bioavailability of pyrene and the enzyme activity. The sterilization and aging processes
caused changes in the degradation of pyrene, and the enzyme activities were greater in soils with high
SOM contents. MnP was related to the degradation of pyrene to a greater extent, whereas LiP was
more related to the decomposition of SOM.

Introduction

Polycyclic aromatic hydrocarbons (PAHs) are ubiquitous
contaminants in soils, and they have caused considerable
concern because of their known or suspected carcinogenic
and mutagenic effects. Therefore, the clean-up of PAH-
contaminated sites is desirable in order to protect human
health.

Biodegradation is one promising technique for the
remediation of PAH-contaminated sites. However, some
PAHs, especially those with high molecular weights, resist
biodegradation. White rot fungi have attracted consider-
able attention in the attempt to degrade PAHs because
they can degrade PAHs through the release of extracellular
enzymes, such as the lignin peroxidase enzyme (LiP)
or the manganese peroxidase enzyme (MnP) (Roldán-

∗Corresponding author. E-mail: sunhongwen@nankai.edu.cn

Carrillo et al., 2003; Valentı́n et al., 2006; Covino et al.,
2010). However, the majority of studies focused on activity
of the extracellular enzymes produced by the white rot
fungus have primarily been centered on experiments using
liquid cultures (Eibes et al., 2005; Rodrigues et al., 2008).
However, when fungi enter unsterilized soils, they must
compete with indigenous soil microbes for nutrients and
the mycelia of the fungi may be attacked by indigenous
microbes. Consequently, the generation of enzymes may
be influenced by more complex factors in soils. McErlean
et al. (2006) reported that the amounts of MnP and laccase
produced by Trametes versicolor were three to four times
greater than those produced by Pleurotus ostreatus, Colly-
bia sp. and Rhizoctonia solani in liquid cultures on day 21,
respectively. However, T. versicolor and Collybia sp. failed
to grow in any of the unsterilized soils, whereas R. solani
and P. ostreatus grew well in unsterilized sand, forest and
basalt and marl mixed till (field) soils. Furthermore, LiP,
MnP and laccase genes in P. ostreatus and the laccase
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gene in R. solani were detected in soils based on the
amplification of PCR products. In a parallel study (Wang
et al., 2009), we observed that the activities of LiP and
MnP varied considerably during the degradation of PAHs
in soils by Phanerochaete chrysosporium. The maximum
enzyme activity occurred when the degradation entered a
plateau. The enzyme activities for the degradation of dif-
ferent PAHs followed the same order of their degradability:
phenanthrene > pyrene > benzo[a]pyrene. However, the
enzyme activities exhibited a reverse relationship for the
degradation of pyrene in different soils, and the activities
increased with the soil organic matter (SOM) content. This
result indicated that both the PAHs and the soil properties
might affect the enzyme activities and consequently influ-
ence the degradation of PAHs.

In addition to the biodegradability of contaminants, the
forms of the sorbed contaminants in soils are an important
factor that influences their degradation (Yang et al., 2009).
A large portion of PAHs is biodegradable in aqueous
cultures, whereas they resist degradation in the soil phase,
which is termed as persistent residue with extremely low
bioavailability (Cornelissen et al., 2005). The sorbed forms
or the bioavailability of a contaminant are controlled by
the properties of the contaminant and the soil, as well as
the contact time between the contaminant and the soil.
The SOM content is a primary soil property that affects
the sorbed forms and bioavailability of organic contami-
nants (Yang et al., 2011). It has been recognized that a
high content of SOM in soil can negatively influence the
decontamination rate of organic contaminants by bacteria
(Nam et al., 1998; Yang et al., 2011).

More recently, it has been observed that sorbed contami-
nants become less bioavailable with increased contact time
(aging) in the soil (Antizar-Ladislao et al., 2006; Li et al.,
2008). The reduction in bioavailability caused by aging has
been observed to vary with the contaminants and soils, and
no consistent results have been obtained and the underlying
mechanisms are poorly understood (Northcott and Jones,
2001; Nam and Kim, 2002; Watanabe et al., 2005). Some
researchers have proposed that the contaminant molecules
move from easily desorbing and bioavailable sites to dif-
ficultly desorbing and less bioavailable sites during aging,
and even to irreversible and non-bioavailable sites, which
leads to decreased decontamination rates (Northcott and
Jones, 2001; Sun et al., 2008). Regardless of the mecha-
nism, the interactions with SOM exert significant effects
on the sequestration of contaminants during aging. Fungi
could decompose SOM and enhance the bioavailability of
contaminants sorbed on it. Consequently, the effects of
aging on the degradation of contaminants by fungi might
be different than those by bacteria. But, the effects of aging
on the SOM and the enzyme activities produced by fungi
during the degradation of organic contaminants have been
seldom studied.

In addition, sterilization of the soil is usually applied

when studying biodegradation in laboratory experiments
so that the degradation capacity of the specific augmented
species can be elucidated. This situation is not the case
when applying bioremediation in field-contaminated sites.
Fewer studies have described the effects of soil sterilization
on the bioavailability of sorbed contaminants and changes
in SOM (Northcott and Jones, 2001; Nam et al., 2003;
Mueller et al., 2006; Kelsey et al., 2010). Kelsey et
al. (2010) suggested that the uptake of anthracene and
p, p′-DDE by earthworms, Eisenia fetida, increased in
soils sterilized by both autoclaving and gamma-irradiation.
However, sterilization had no effect on the bioaccumula-
tion of p, p′-DDE by Lumbricus terrestris, and the uptake
of anthracene increased only in the gamma-irradiated
soils. Fourier transform infrared spectroscopy (FT-IR)
measurements revealed that the functional groups of SOM
changed due to sterilization by both autoclaving and
gamma-irradiation. It is interesting to know whether the
SOM change caused by sterilization has any influence on
the fungi degradation ability and their enzyme activities.
Additionally, when fungi are used in unsterilized soils,
indigenous microorganisms may interact with the fungus
species, which may also lead to a change in the fungi’s
biodegradation ability and their enzyme activities.

Therefore, in this study, the degradation of pyrene (used
as a model PAH) by P. chrysosporium and the activities
of two key enzymes, LiP and MnP, in three different soils
were studied. Soils that were either freshly spiked (unaged)
or aged for six months, and sterilized or unsterilized, were
examined to elucidate the possible influence of soil type,
aging, and sterilization. The knowledge on the level of
extracellular oxidation enzymes related to the degradation
process under these conditions is important for understand-
ing the degradation mechanisms of PAHs in soils by white
rot fungi, and consequently, may be valuable for promoting
the efficient use of white rot fungi for the remediation of
PAH-contaminated sites.

1 Materials and methods

1.1 Soil preparation

Two soils were collected from gardens in Tianjin and
Shijiazhuang, China, which were named soils 1 and 2, re-
spectively. Soil 3 was an artificial soil produced according
to OECD guideline 207 (OECD, 1984). The soils were
air-dried at room temperature and then passed through a
2-mm mesh sieve before use. For the sterilized soils, forty
aliquots of 100 g soil were added to 250 mL beakers and
tightly covered with silicone-backed Teflon liners. The soil
in the beakers was then autoclaved for 30 min on each
of 2 successive days at 121◦C and 0.1 MPa. Soil organic
matter content and texture were measured and are listed in
Table 1, and the employed analysis methods can be found
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Table 1 Main physicochemical properties of the tested soils and pyrene concentration in different soils before initiating the experiments

Soil Soil organic matter (%) Sand (%) Silt (%) Clay (%) Texture Pyrene concentration (mg/kg)

Freshly Sterilization Aging Nonsterilized- Nonsterilized- Sterilized-
unaged soils aged soils unaged soils

Soil 1 0.30 0.29 0.29 15 64 21 Silt loam 10.0 ± 0.51 9.32 ± 0.50 10.11 ± 0.35
Soil 2 3.56 3.4 3.2 27 39 34 Clay loam 10.11 ± 0.22 9.25 ± 0.43 10.0 ± 0.44
Soil 3 10.0 9.6 9.3 70 10 20 Clay loam 9.93 ± 0.41 8.89 ± 0.31 10.32 ± 0.21

in our previous study (Wang et al., 2009).

1.2 Soil contamination and aging

Pyrene with a purity of 98% was purchased from the
Aldrich Chemical Company (Milwaukee, WI, USA).
A stock solution of pyrene (1 g/L) was prepared in
HPLC-grade methanol. The soils did not initially contain
detectable levels of pyrene. To obtain pyrene-contaminated
soil samples, twenty 200 g aliquots of sterilized and
nonsterilized soils were weighed into 500 mL brown wide-
mouth bottles, respectively. The soil samples were spiked
with 2 mL of the pyrene-methanol solution (1 g/L) to
obtain an initial pyrene concentration of 10 mg/kg. The
bottles were placed on a clean bench for 4 hr, with
vigorous mixing for 6 sec every 30 min to accelerate the
evaporation of methanol and to thoroughly mix the pyrene
with the soil. The bottles were then tightly covered with
silicone-backed Teflon liners and shaken for 48 hr on a
reciprocating shaker that was operated at 120 r/min and (25
± 1)◦C. Ten aliquots of the soil were immediately used in
the biodegradation experiment as freshly spiked (unaged)
soils, and the remainder of the soils were stored in the
dark at (25 ± 1)◦C for 180 days to obtain aged soils. The
spiked pyrene concentrations were measured using three
randomly sampled soils (Table 1).

1.3 Biodegradation experiment

Ten grams of the contaminated soils (nonsterilized-unaged
soils, sterilized-unaged soils, and nonsterilized-aged soils)
were weighed into Petri dishes that had a diameter of 9
cm, and then 2 mL of a P. chrysosporium suspension with
an OD value of 1 was added followed by 1 g sawdust
and 1.5 mL of a liquid nitrogen-limited medium to obtain
a soil water-holding capacity of approximately 60%. The
Petri dishes were horizontally stirred with a glass rod to
thoroughly mix the sample and then capped. The dishes
were then incubated in the dark at (28 ± 1)◦C. A specific
amount of sterilized water was added to the dishes daily
to compensate for the water loss due to the evaporation of
moisture. Some of the dishes were sacrificed at day 1, 3, 7,
11, 15, and 19, and the pyrene concentration and enzyme
activities in the residue were analyzed.

The experiments were conducted in triplicate, and soil
samples without inoculation of P. chrysosporium were

used as controls.

1.4 Humic acid extraction and Fourier transform in-
frared spectroscopy

Soil 2 was used as an example soil for the analy-
sis of humic acid (HA). In a separate experiment, the
HA was fractionated and extracted from the sterilized,
nonsterilized-unaged and nonsterilized-aged Soil 2 sam-
ples following the methods of Kohl and Rice (1998) and
Kelsey et al. (2010). Briefly, 10 g of air-dried and sieved
(2 mm) soils were mixed with 200 mL of 0.5 mol/L NaOH
and shaken under N2 for 24 hr at 22◦C at 200 r/min. The
samples were centrifuged (5000 ×g) for 15 min under
cryogenic conditions, and the supernatants were isolated
from the residual soil. The soil residue was extracted seven
additional times by sonication in 50 mL of 0.5 mol/L
NaOH. The alkaline extracts were combined and acidified
to a pH < 2 and centrifuged to isolate the precipitated HA.
The demineralization of the humic samples was performed
by repetitively washing with HCl and HF. The samples
were washed with distilled water until a neutral pH was
achieved, and then they were stored in desiccators for
further analysis.

The IR spectra of the HA from Soil 2 before and
after sterilization and aging were recorded using a Bruker
Tensor 27 FT-IR spectrometer from 400 to 4000 cm−1 with
a 4 cm−1 resolution. A background spectrum of KBr was
collected to eliminate contributions from atmospheric CO2
and H2O, which would interfere with spectra. The samples
were packed into a sample holder, their surfaces smoothed
with a glass slide, and were then immediately transferred
to the diffuse reflectance cell, which was flushed with N2
for 10 min to remove water vapor and CO2.

1.5 Enzyme extraction and analysis

The extraction of LiP and MnP from the soils followed the
procedure of Bollag et al. (1987) with minor modifications.
The entire soil sample from a Petri dish was transferred
to a 20 mL capped glass tube, mixed with 1:1 (W/W)
sterilized distilled water, and then shaken for 30 min at
50 r/min. The solid phase was separated by centrifugation,
and the supernatant was frozen, thawed, and centrifuged to
remove particles of high molecular weight polysaccharide
slime. The supernatant was sequentially filtrated through
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Whatman No.1 filter paper (a 0.45 µm membrane filter)
and an Amicon YM10 membrane.

The enzyme activities were measured using a UV-visible
spectrophotometer (Cary 50 Conc, Varian, USA). The
activity of LiP was measured at 310 nm using veratryl
alcohol as a substrate (Belinky et al., 2006; Wang et al.,
2009). The activity of MnP was measured at 240 nm
using Mn(II) as a substrate (Wang et al., 2009). The crude
enzyme extract of the control soil, which was not spiked
with P. chrysosporium, was used as the reference for the
enzyme activity assays. The enzyme activity is expressed
as U/g dry soil. One unit (U) was defined as 1 µmol of
substrate oxidized per minute at 25◦C. All assays were
conducted in triplicate.

1.6 Analysis of pyrene

The soil samples were mixed with an equal quantity of
anhydrous sodium sulfate and then subjected to Soxh-
let extraction for 24 hr using a 1:1 (V/V) mixture of
dichloromethane/acetone. The total extract was then con-
centrated by rotary evaporation (< 45◦C, 0.05 MPa) to a
volume of approximately 3 mL. The residue extracts were
further concentrated to near dryness under a gentle stream
of N2 and then redissolved in 5 mL of acetonitrile. The
recovery of pyrene in different soils using this extraction
method was measured to be greater than 94%.

Pyrene in acetonitrile was analyzed using a high perfor-
mance liquid chromatography system (Waters 1525 Binary
HPLC Pump, Millennium 32 station, USA) equipped with
a fluorescence detector (Waters 2475 Multi λ Fluorescence
Detector). Analysis was performed using a Waters Sym-
metry C18 column (µ Bondapak 3.9 mm i.d. × 150 mm
× 5 µm, pore size 100 Å, Ireland). An acetonitrile-water
mixture (80:20, V/V) was used as the mobile phase at a
flow rate of 1.0 mL/min. Pyrene was detected with exci-
tation wavelength of 333 nm and emission wavelength of
390 nm. All results are presented as the mean of triplicate
measurements ± standard deviation. When necessary, the
results were analyzed with a one-way analysis of variance
(ANOVA).

1.7 Statistical analysis

The data were analysed statistically using SPSS 17.0.
Evaluation of significant differences among treatments
was performed using one-way ANOVA testing using the
Duncan test, with statistical significance of p < 0.05.

2 Results and discussion

2.1 Biodegradation in unaged soils

Table 1 presents the initial concentrations of pyrene in the
soils before initiating the biodegradation experiment. For
the nonsterilized- and sterilized-unaged soils, the initial
concentrations of pyrene ranged between (9.93 ± 0.41) and
(10.32 ± 0.21) mg/kg dry soil, which are not significantly
different.

The biodegradation of pyrene by P. chrysosporium in
the three nonsterilized-unaged soils proceeded at a rapid
rate in the early incubation phase, and then the biodegra-
dation rate slowed, exhibiting a biphasic profile (Fig. 1).
The percentage of pyrene that was biodegraded markedly
varied with the soil types (p < 0.05). As the SOM content
increased from 0.3% for Soil 1, to 3.56% for Soil 2, and to
10.0% for Soil 3 (Table 1), the 19-day percentage degrada-
tion of pyrene in the nonsterilized-unaged soils decreased
with the increase of SOM, being (66.20 ± 2.72)% in soil
1, (51.16 ± 0.40)% in soil 2, and (44.99 ± 4.01)% in soil
3, whereas the pyrene lost in the corresponding control
soils was (20.21 ± 2.43)%, (16.54 ± 2.81)%, and (14.62 ±
1.43)%, respectively (data not shown). When the soils were
sterilized, the biodegradation of pyrene slightly increased
for Soils 2 and 3 (p < 0.05) compared to the nonsterilized
soils, whereas no significant change was observed for Soil
1. The 19-day percentage degradation of pyrene was (65.71
± 4.20)%, (58.57 ± 0.30)% and (51.25 ± 2.42)% for the
sterilized-unaged Soils 1, 2, and 3 respectively, whereas
(13.23 ± 0.95)%, (11.96 ± 0.80)%, (8.0 ± 1.21)% of
the pyrene was lost after 19 days in the corresponding
control soils (data not shown). Therefore, pyrene could be
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efficiently degraded by P. chrysosporium, and the pyrene
degradation rates in the augmented soils were markedly
greater than in the corresponding controls. The degradation
of pyrene by P. chrysosporium, which was calculated as
the differences in pyrene content between the inoculated
and the control soils, in different soils decreased with
increasing original SOM content. Sterilization increased
the degradation of pyrene by P. chrysosporium by 0.49%,
7.42%, and 6.26% for Soils 1–3, respectively. Therefore,
there were significant differences in the degradation of
pyrene by P. chrysosporium between the sterilized and
nonsterilized soils with higher SOM content (p < 0.05).

It has been reported that the bioavailability of sorbed
organic contaminants decreases with increasing SOM con-
tent, which leads to reduced biodegradation by bacteria
(Nam et al., 1998; Yang et al., 2011). This process occurs
because SOM is the most important soil component that
binds organic contaminants in soil, and soils with higher
SOM contents usually contain more active sorption sites
that could strongly combine with many organic con-
taminants and limit their mobilities (Nam et al., 1998;
Watanabe et al., 2005). The data in this study confirm
that although white rot fungi could decompose SOM, the
degradation of pyrene is still controlled by its availability.

After sterilization, the degradation of pyrene by the
fungi was enhanced. Pozdnyakova et al. (2008) noted
that strains of the genera Phanerochaete and Trametes
formed weak and short-lived mycelia in nonsterilized
soils compared to those in sterilized soils. The white rot
fungi, Pleurotus ostreatus, could survive for a relatively
long time in nonsterilized soil only when the soils were
supplemented with additional substrates (Morgan et al.,
1993; Machado et al., 2005). Hence, the enhanced degra-
dation of pyrene could first be attributed to the elimination
of competition with P. chrysosporium from indigenous
microorganisms in natural soil samples.

In addition to the biological aspect, sterilization de-
creased the contents of SOM, especially for soils with a
higher SOM content (Table 1). This finding is consistent
with some previous studies, which confirmed that steriliza-
tion could induce the reduction of dissolved organic matter
in soil (Bunzl and Schimmack, 1988; Kreller et al., 2005;
Schaller et al., 2011). The reduction in the SOM content
might result in more pyrene being easily released from the
soils. To further examine the possible structural change in
the SOM after sterilization, FT-IR spectra were obtained
for the HA extracted from Soil 2 as an example, as noted
in the discussion of biodegradation mechanisms.

2.2 Biodegradation in aged soils

Aging was conducted under non-sterilized conditions to
observe whether aging of the soil has an influence on the
biodegradation process. After 180 days of aging, the ex-
tracted concentrations of pyrene from the aged soils were
statistically different than for the corresponding freshly

spiked soils. The initial pyrene concentrations ranged from
(9.32 ± 0.50) to (8.89 ± 0.31) mg/kg dry soil for the
nonsterilized-aged soils (Table 1). One possible reason
for this result is that the forms of the sorbed pyrene
had changed during aging, leading to a reduced amount
of extractable pyrene. In the control samples, (17.24 ±
1.23)%, (17.15 ± 2.41)% and (12.46 ± 1.13)% of pyrene
was lost by day 19 in nonsterilized-aged Soils 1, 2 and
3, respectively (data not shown). These losses could be
attributed to the degradation by indigenous microbes,
because the biodegradation reaction was stimulated after
the soils were amended with water and nutrients. When
the soil was inoculated with P. chrysosporium, the 19-
day degradation percentage was (62.64 ± 9.01)%, (42.07
± 2.0)% and (33.44 ± 2.0)% based on the initial measured
concentrations (Fig. 1), which were 45.40%, 24.92%, and
21.08% greater than the corresponding controls. The 180-
day aging caused a significant reduction in the degradation
of pyrene (p < 0.05) at each harvest time compared to the
freshly spiked soils. The aging caused a reduction in the
19-day pyrene percentage degradation of 3.56%, 9.09%
to 11.55% for Soils 1, 2 and 3, respectively. Therefore,
the reduction in the degradation of pyrene caused by
the aging was more obvious in Soils 2 and 3, which
contained more SOM (3.56% and 10.0% organic carbon,
respectively, Table 1) than Soil 1 (containing only 0.30%
of organic carbon, Table 1). This result appears to indicate
that the aging-induced sequestration was more pronounced
in the organic matter-rich soils. When a soil contains very
little SOM, such as Soil 1, it cannot provide effective
binding sites even when given sufficient contact time,
and the aging-induced reduction in bioavailability is less
and even negligible. A similar result was observed in
the biodegradation of phenanthrene by bacterium P5-2 in
aged soils with various organic carbon contents, ranging
between 0.03% and 14.7% (Nam et al., 1998). The aging
effect on the biodegradation rate was only pronounced
in the organic matter-rich soils with organic carbon >
2.0%, whereas it was less obvious in soils with < 2.0%
organic carbon. The authors consequently proposed that
there may be a threshold level of organic matter for the
aging effect and that aging could not cause obvious seques-
tration in soils with < 2.0% organic C content (Chung and
Alexander, 1998). Soils 2 and 3 had considerably different
SOM contents; however, the aging-induced reduction in
the degradation of pyrene in the two soils was quite similar.
The SOM in Soil 2 could provide sufficient sorption sites
for a certain amount of pyrene, and the diffusion rates of
pyrene in Soils 2 and 3 might be similar, leading to a
similar aging-induced reduction in the degradation.

The mechanisms for aging are not fully understood. It
has been proposed that during aging, hydrophobic chemi-
cals can disperse into the rigid phase of SOM or become
entrapped within the nanopores of the soil, where they may
be retained and become less accessible (Zimmerman et
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al., 2004; Pan and Xing, 2008). However, during aging,
whether and how SOM changes have seldom been demon-
strated. In this study, the decrease in the SOM content after
aging was more obvious in soils with high SOM contents
(Table 1).

2.3 Enzyme activities in unaged soils

Figure 2 outlines the kinetics of the MnP and LiP activities
produced by P. chrysosporium during the degradation of
pyrene in the nonsterilized and sterilized-unaged soils. The

MnP and LiP activities increased slowly during the initial
period, and then they rapidly increased during day 7–11.
After the peak value, the MnP and LiP activities decreased.
This result indicated that the production of enzymes was
related to the degradation of certain substrates. When the
substrate concentration decreased with degradation, the
amount of enzyme decreased. For nonsterilized-unaged
Soils 1–3, the maximum value was 0.34, 1.44 and 1.49
U/g dry soil for MnP, and 0.05, 0.13 and 0.41 U/g dry
soil for LiP (Fig. 2). This result indicated that MnP from
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Fig. 2 Maximum enzyme activities of MnP (a) and LiP (b) produced by P. chrysosporium in nonsterilized-unaged, sterilized-unaged and nonsterilized-
aged soils during degradation of pyrene.
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P. chrysosporium played a greater role than LiP in the
degradation of pyrene.

For sterilized-unaged Soils 1–3, the highest MnP ac-
tivity was 0.08, 0.20 and 0.29 U/g dry soil, whereas the
LiP maximum value was 0.02, 0.11 and 0.14 U/g dry soil.
In both the sterilized and nonsterilized soils, the enzyme
activities increased with increasing SOM content (p <
0.05), which confirms the good growth of P. chrysospo-
rium in “rich” soils (Pozdnyakova et al., 2008). It has
been proposed that the extracellular enzymes of white rot
fungi are responsible for the degradation of PAHs. In this
study, an inverse relationship was observed between the
degradation of pyrene and the enzyme activities among
different soils. This finding suggests that the bioavailability
of pyrene exerts a significant influence on its degradation,
which was low in “rich” soils with a high SOM content.
The pyrene molecules sorbed in some interior SOM sites
are even unavailable to extracellular enzymes, although
they are plentiful in “rich” soils.

After sterilization, the enzyme activities, MnP and LiP,
decreased compared to the nonsterilized soils, which ex-
hibited the same tendency with SOM content but opposite
to pyrene degradation. Although the change in SOM
content due to sterilization was small, a significant change
might occur for the most labile fraction of SOM, which is
the most available for supporting the growth of white rot
fungi.

2.4 Enzyme activities in aged soils

The kinetics of the MnP and LiP activities during the
degradation of pyrene in the aged soils are shown in Fig. 2.
For the nonsterilized-aged Soils 1–3, the maximum value
was 0.06 U/g dry soil at day 7 for Soils 1, 0.63 and 0.44
U/g dry soil at day 11 for MnP for Soil 2 and 3, and 0.024
U/g dry soil at day 7 for soil 1, 0.04 and 0.27 U/g dry
soil for soils 2 and 3 at day 11 for LiP. Hence, the aging
induced a reduction in the enzyme activity. This is the first
finding of a greater reduction in enzyme activities due to
aging in soils with higher SOM contents (Soils 2 and 3),
which is in agreement with the aging-induced reduction in
the degradation of pyrene in different soils. As discussed
above, SOM exerts considerable effect in the binding of
hydrophobic organic contaminants (HOCs), and soils with
higher SOM contents have a greater capacity to sequester
pyrene, which leads to a greater reduction in the bioavail-
ability of pyrene (Weber et al., 1992). Consequently, the
fungi could use less pyrene as their carbon source, and the
enzyme activities produced by the fungi are reduced.

However, the changes in enzyme activities could also be
induced by the soil properties. After aging, both the content
and structure of SOM changed (Table 1 and Section 2.5.1,
FT-IR analysis), which became unfavorable for the growth
of fungi.

2.5 Biodegradation mechanisms

2.5.1 FT-IR analysis
The HAs from Soil 2 before and after sterilization were
analyzed using FT-IR. The bands from the HA functional
groups in the FT-IR spectra were analyzed according to the
literature (Kelsey et al., 2010; Uslu et al., 2010). Peaks at
1710, 1671 and 1656 cm−1 in the spectrum of the HA from
the sterilized soil exhibited a stronger absorbance than the
HA from the nonsterilized soil (Fig. 3), which indicates an
enhancement of the C=O functional stretching of peptides.
Furthermore, the lignin derivatives, which were indicated
by the peak at 1273 cm−1, have an enhanced signal
intensity in the spectrum of the HA from the sterilized
soil compared with those from the nonsterilized soil. This
might be induced by pyrolysis of different biomass to form
more lignin derivatives during soil sterilization (Dupont
et al., 2008). Finally, the peak at 1090 cm−1 was sharper
and more intense for the HA from the sterilized soil than
that from the nonsterilized soil. This peak corresponds to
a carboxyl stretching band of the C–O groups in carbo-
hydrates (Wen et al., 2007). Hence, the intensities of the
above bands in the spectra for the HA in the sterilized soil
were all greater than those of the HA from the nonsterilized
soil, which suggested that the polarity of the HA was
enhanced after sterilization. In fact, the polarity of the
organic matter functional group exerts great influence on
contaminant sorption (Rutherford et al., 1992; Kile et al.,
1999). Both the reduction in SOM content (Table 1) and
the structural change in HA after sterilization could lead
to a reduction in soil sorptive affinity for pyrene, which
will consequently result in an increased bioavailability of
pyrene. Hence, the change in SOM or the sorbed forms
of pyrene is another reason for the enhanced degradation
of pyrene after sterilization of the soil. A similar result
was reported for the biodegradation of anthracene by P.
chrysosporium DSM 1556, which was higher in sterilized
soils than in nonsterilized soil (Andersson and Henrysson,
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1996).
The spectra are considerably different before and after

aging. Peaks at 2933 cm−1, which are related to aliphatic
C–H carbon stretching (Wen et al., 2007; Kelsey et al.,
2010), was lower in the HA from the aged soil compared
to the HA from the unaged soil. Subsequently, peaks at
1710, 1671 and 1656 cm−1 of the HA of the aged soil
exhibited weaker absorbance than those of the unaged soil,
indicating a reduction in the C=O stretching (Stevenson,
1994; Wen et al., 2007). The peak at 1273 cm−1 is due
to the C–H stretching and OH deformation of COOH or
C–O stretching of aryl esters; however, it was absent in
the aged soil. Finally, the peaks in the range of 1161–1040
cm−1 in the spectrum of the aged soil exhibited a weaker
absorbance of cuticular polysaccharides and OH groups of
carbohydrates, including C–C, C–OH and C–O–C func-
tional groups, than those of the unaged soil (Wen et al.,
2007). Hence, the aging process made HA more compact
and less polar. This result makes the adsorption capacity of
SOM for hydrophobic chemicals stronger, which accounts
for the reduced degradation of pyrene. This process further
decreased the carbon source for P. chrysosporium, which
resulted in decreased enzyme activities (see discussion
of enzyme activities in soils, Section 2.5.2). It should be
noted that FT-IR is only a semi-quantitative method to
characterize organic functional groups, thus the analysis
of FT-IR results in this study is only a supplement to data
acquired in batch experiments.

2.5.2 Relationships between enzyme activity and SOM,
pyrene degradation

To further understand the relationships between the soil
properties, enzyme activities and biodegradation of pyrene
by P. chrysosporium under different conditions, correlation
studies were conducted. The LiP and MnP activities in-
creased with increasing SOM content, with a correlation
coefficient (r2) of 0.9776 between SOM and LiP activ-
ity, 0.6820 for MnP activity in the nonsterilized-unaged
soils, and 0.9843 and 0.6196 in the sterilized-unaged
soils, respectively (data not shown). A similar correlation
relationship was obtained between the enzyme activity
and SOM content after the soils were aged, with r2 of
0.9769 and 0.6160 in the nonsterilized-aged soils for LiP

and MnP, respectively. When linear correlations using all
data (9 soils including freshly, unaged and aged soils)
were examined, the correlation between the SOM content
and LiP activity was still good (r2 = 0.9388), whereas
a lowered correlation coefficient (r2) of 0.4515 between
the SOM content and MnP activity was obtained. These
results confirmed the above hypothesis that the production
of LiP and MnP could be activated in soils with higher
SOM contents and SOM acts as a nutrient source for
fungal growth (Wang et al., 2009). The correlation of LiP
with SOM was more significant than that of MnP, which
suggests that the production of LiP was more amenable
to being controlled by SOM, whereas some other factors,
such as the pyrene degradation (see discussion below), may
be involved for the production of MnP.

To dynamically compare the enzyme production with
the degradation of pyrene, enzyme production rates
and maximum pyrene degradation rates were calculated
(Table 2). For the nonsterilized-unaged soils, the max-
imum LiP activity was obtained with rates of 0.005,
0.009 and 0.03 U/(g·day) before day 11 for Soils 1–3,
respectively, and for MnP, the corresponding rates were
0.026, 0.11 and 0.12 U/(g·day). The maximal degradation
rates for the degradation of pyrene by P. chrysosporium
within the first 7 days were 8.81, 6.52 and 4.75 (%/day)
for the corresponding soils (Table 2). For sterilized-unaged
soils, the maximum generation rates for the two enzymes
decreased; however, the pyrene degradation rates increased
(Table 2). After aging, the maximum generation rates
for the two enzymes and the pyrene degradation rates
decreased. Negative correlations were obtained between
the enzyme generation rates and the pyrene degradation
rates in different soils, with the correlation coefficients (r2)
of 0.9783 and 0.8908 for LiP and MnP in the nonsterilized-
unaged soils, and 0.9598 and 0.9797 for LiP and MnP in
the sterilized-unaged soils. After aging, the corresponding
r2 values were 0.8681 and 0.9413, respectively.

Unexpected negative correlations existed between the
pyrene degradation and enzyme generation, which indi-
cates that the influence of the macro-level of SOM may
outweigh the effect of micro-levels of organic pollutants in
initiating the generation of enzymes by P. chrysosporium.

For all soils, MnP had a weaker correlation with SOM,

Table 2 Production rate of LiP and MnP activities and pyrene degradation rate of by P. chrysosporium and their correlation coefficient (r2) in soils
by different treatment modes

Nonsterilized-unaged soil Sterilized-unaged soil Nonsterilized-aged soil

LiP MnP Pyrene LiP MnP Pyrene LiP MnP Pyrene
(U/(g·day)) (U/(g·day)) (%/day) (U/(g·day)) (U/(g·day)) (%/day) (U/(g·day)) (U/(g·day)) (%/day)

Soil 1 0.005 0.026 8.81 0.003 0.022 8.92 0.003 0.025 8.25
Soil 2 0.009 0.11 6.52 0.008 0.043 8.41 0.004 0.041 5.98
Soil 3 0.03 0.12 4.75 0.022 0.059 6.49 0.024 0.054 2.64
r2 0.9783 0.8908 0.9598 0.9797 0.8681 0.9413
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but had better correlation with the pyrene degradation
rate than LiP. Hence, this result appears to indicate that
MnP is related to pyrene degradation to a greater extent,
whereas LiP is related to the decomposition of SOM to
a greater extent, which could also consequently benefit
the degradation of pyrene by releasing the incorporated
pyrene in SOM in all soils, including fresh, sterilized and
sequestered soils.

MnP and LiP have a better correlation with the degrada-
tion of pyrene in the sterilized-unaged soils than those in
the other treated soils. Hence, it is reasonable to speculate
that the change of soil properties by sterilization was more
favorable for the biodegradation of PAHs than for the
production of enzyme activities. Therefore, information on
biodegradation efficiency and enzyme activities enables an
understanding of the behavior of PAHs in soils and the
effects of the properties of the soil and PAHs, sterilization
and aging on the enzyme activities. The effect of aging
was considerably more pronounced than the effect of
sterilization.

3 Conclusions

As the soil organic matter (SOM) content increased, the
19-day degradation percentage of pyrene decreased in
all three types of soils treated with different methods,
including the nonsterilized- and sterilized-unaged soils
and the nonsterilized soils, whereas the maximum LiP
and MnP activities increased. These results indicated that
SOM outweighed pyrene in controlling enzyme produc-
tion. Sterilization and aging both decreased the SOM
content and altered the SOM structure, as indicated by FT-
IR. Furthermore, sterilization resulted in reduced LiP and
MnP activities and increased pyrene degradation, and the
changes were obvious in Soils 2 and 3, while not signif-
icant for Soil 1. Aging decreased the pyrene degradation
percentage and LiP and MnP activities. Furthermore, MnP
is related to the degradation of PAH to a greater extent in all
soils with different treatment modes, whereas LiP is related
to the decomposition of SOM to a greater extent during the
biodegradation of pyrene by P. chrysosporium in soils.

Acknowledgments

This work was supported by the Tianjin Science and Tech-
nology Committee (No. 10JCZDJC24200), the Ministry of
Science and Technology of China (No. 2014CB441104,
2008AA06Z333) and the Natural Science Foundation of
China (No. 20907024).

r e f e r e n c e s

Andersson, B.E., Henrysson, T., 1996. Accumulation and degradation of
dead-end metabolites during treatment of soil contaminated with

polycyclic aromatic hydrocarbons with five strains of white-rot
fungi. Appl. Microbiol. Biotechnol. 46(5-6), 647–652.

Antizar-Ladislao, B., Lopez-Real, J., Beck, A.J., 2006. Degradation of
polycyclic aromatic hydrocarbons (PAHs) in an aged coal tar
contaminated soil under in-vessel composting conditions. Environ.
Pollut. 141(3), 459–468.

Belinky, P.A., Flikshtein, N., Dosoretz, C.G., 2006. Induction of lignin
peroxidase via reactive oxygen species in manganese-deficient cul-
tures of Phanerochaete chrysosporium. Enzyme Microb. Technol.
39(2), 222–228.

Bollag, J.M., Chen, C.M., Sarkar, J.M., Loll, M.J., 1987. Extraction and
purification of a peroxidase from soil. Soil Biol. Biochem. 19(1),
61–67.

Bunzl, K., Schimmack, W., 1988. Effect of microbial biomass reduction
by gammairradiation on the sorption of 137Cs, 85Sr, 139Ce, 57Co,
109Cd, 65Zn, 103Ru, 95Tc and 131I by soils. Rad. Environ. Biophys.
27(2), 165–176.

Chung, N., Alexander, M., 1998. Differences in sequestration and
bioavailability of organic compounds aged in dissimilar soils.
Environ. Sci. Technol. 32(7), 855–860.
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