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ABSTRACT: The continuous addition of industrial, municipal, and agricultural effluents to the environment
has led to a great increase of toxic pollutants. It is well known that these pollutants are hazardous to animals,
plants, microorganisms, and other living organisms including humans. As a result, effective technologies
should be developed to remove these contaminants. Biological remediation, as an economically feasible and
environmentally friend approach, has been extensively studied and reported. In this review, the biological
pathways and mechanism of most important contaminants, such as aromatic compounds, ionic liquids, polycyclic
aromatic hydrocarbons, polychlorinated biphenyls, etc, are described and discussed with some details according
to a vast number literatures published in recent years.

Key words: Pollutants, Remediation technology, Applications, Environmental pollution, Review

INTRODUCTION
The continuous addition of industrial, municipal,

and agricultural effluents to the environment has
resulted in a considerable increase of toxic contaminants
(Khler et al., 2006; Roslev et al., 1998). Clearly,
significant amounts of such substances, which are
hazardous to animals, plants, microorganisms, and
other living organisms, are released annually into
aquatic and terrestrial environments (Devic et al., 2002).
The inherent toxicity of these anthropogenic
compounds indicates that they should not be permitted
to remain in the environment; however, the widespread
contamination of the soil and water worldwide denotes
that inexpensive, harmless, and sustainable approaches
to remove these toxic compounds need to be developed
and employed (Olaniran et al., 2008; Hale et al., 2001).
Current methods of remediating contaminated sites,
such as incineration and composting, often are
expensive and harmful. One effective solution to the
problems, which is considered both economically
feasible and environmentally friendly, is bioremediation.
This is the use of organisms, such as microbes or plants,
to degrade or  detoxify hazardous compounds
(Papadopoulos et al., 2007; Stokes et al., 2006; Symons
& Bruce, 2006; Cherian and Jayachandran, 2009). Up to
date, a substantial number of publications have been
reported concerning the biodegradation of polymers,
plastics and surfactants, as described by numerous
studies (Cerniglia et al., 1992; Spain et al., 2000; Diaz et
al., 2001; Nishino et al., 2006).

A great variety of organic chemicals are now
widespread in developing and developed countries,
and each chemical may be unique in terms of its
physicochemical properties and toxicological mode of
action. Evidently, the risk assessment and remediation
of such contaminated sites is a priority and continuing
need early detection of pollutants, including various
hydrocarbons, aromatic substances, nitroaromatic
compounds, and heavy metals released from human
activity. However, containment and remediation
strategies are complicated in many cases by the range
of contaminants present and the historical nature of
the contaminations. Therefore, there is a urgent need
to understand, where possible, and quantify the
bioavailable fraction as well as the total concentration
of contaminant present in environment. In this review,
the biological pathways and mechanism of most
typical contaminants, such as aromatic compounds,
ionic liquids, polycyclic aromatic hydrocarbons,
polychlorinated biphenyls, etc, are described and
discussed with some details according to a vast
number literatures published in recent years.

Among the most abundant environmental
pollutants, nitroaromatic compounds (NACs)
represent a major class of soil and groundwater
contaminants duo to their persistence, toxicity and
their widespread use as pesticides, dyes, explosives,
and industrial feedstocks (Kulkarnin & Chaudhari,
2007; Hofstetter et al., 2008). Nowadays, a number of
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nitroaromatic compounds such as nitrobenzenes, o-
and p-nitrotoluene, 2, 4-dinitrotoluene, diphenylamine,
and nitrobenzoates are massively produced and are
widely employed as intermediates for the development
of drugs, polyurethane foams, herbicides, dyes,
pigments, pharmaceuticals, explosives, etc (Abraham
et al., 2001; Lessner et al., 2003; Wu et al., 2006; Shin
& Spain 2009). The natural formation of NACs is rare,
and most of these compounds are man-made from
industrial productions and have been introduced into
the environment for a relatively short period. Their
occurrence in the environment has selected
microorganisms that can utilize many NACs as carbon,
nitrogen, and energy sources for growth. Examples
include bacteria that can grow with nitrobenzene,
mononitrotoluenes, and dinitrotoluenes (Nishino et al.,
2000; Lessner et al., 2003; Wu et al., 2004). However,
the continuing persistence of some xenobiotics
indicates that their biodegradative capacity is not
expressed completely or effectively (Kulkarni et al.,
2007), and many NACs are harmful to animals, plants,
microorganisms, and other living organisms (Abraham
et al., 2001; He et al., 2000). In addition, use and disposal
of NACs have led to extensive environmental
contamination. As a consequence, it is necessary to
remove them from the environment by developing
molecular biology that can remediate previously un-
biodegradable NACs or degrade them at a higher rate
and/or to a greater extent than naturally occurring
organisms. For this, the microbial degradation of NACs
has been extensively investigated and the removal of
the nitro group(s) is carried out via oxidative pathways
with monooxygenases (Haigler et al., 1994) or
dioxygenases (Lessner et al., 2003; Nadeau et al., 2003)
or a partial reductive pathway with nitroreductases
(Hasegawa et al., 2000; Meulenberg et al., 1996; Haigler
et al., 1996). Obviously, most NACs are more
recalcitrant than the raw material from which they are
synthesized mainly due to the symmetric number and
position of the nitro groups and other aromatic
substituents, an arrangement that limits attack by
classic dioxygenase enzymes involved in the microbial
metabolism of aromatic compounds. Therefore, the
chemical structure of these compounds affects its
biodegradability. This makes it worth understanding
the chemical structure of NACs and the mechanism of
biodegradation of these molecules with some details.
Next to glucosyl residues, the benzene ring is the most
widely distributed unit of chemical structure in nature
(Diaz et al., 2001; Harwood & Parales 1996). The
degradation of such chemicals is accomplished mainly
by microorganisms (van der Meer et al., 1992; Fournier
et al., 2004), and in recent years there has been
increasing interest in exploring their ability to degrade
and detoxify the amounts of aromatic compounds, as

well as in developing efficient bioremediation
technology that can transform NACs in the presence
of oxygen to key metabolites that are amenable to
further degradation. In such process, the nitro group
can be released as nitr ite following either
monooxygenation to an epoxide, which leads to a
phenolic compound, dioxygenation of the aromatic ring
to a substituted catechol, or via partially reduce some
NACs via nitroso- and hydroxylaminobenzene
intermediates (Hofstetter et al., 2008). The typical nitro
group for general aromatic compounds can be released
as nitrite following either monooxygenation to an
epoxide, which leads to a phenolic compound (Fig 1,
pathway A) or via dioxygenation of the aromatic ring
to a substituted catechol (pathway B). An alternative
nitro group removal has been observed after
nucleophilic addition of hydride to form a hydride-
Meisenheimer complex (pathway C). Finally, bacteria
can partially reduce some NACs via nitroso- and
hydroxylaminobenzene intermediates. The nitro group
is later eliminated as ammonia during reactions of
substituted o-aminophenols (pathway D) (Hofstetter
et al., 2008).

Some bacterial strains use specific hydrocarbon
substrates as their primary sources of carbon and
energy, and the number of such strains is continuously
increasing (Fetzner & van der Meer 2000; Cafaro et al.,
2005). The wide ranges of substrates that can be
transformed by these microorganisms make them a
powerful tool for the bioremediation of environmentally
harmful substances. Aerobic bacterial degradation of
aromatic hydrocarbons is generally divided into two
major routes (Arenghi et al., 2001), the so-called upper
pathway, which leads to the formation of partially
oxidized aromatic intermediates, and a lower pathway,
which uses dihydroxylated aromatic molecules. These
activated aromatic compounds undergo ring cleavage
reactions and are further processed to give molecules
that can eventually enter the citric acid cycle (Cafaro
et al., 2004). Monooxygenases are key enzymes in the
upper pathway and catalyze hydroxylation of the
aromatic ring at different positions. Recently, it has
been recognized that bacterial multicomponent
monooxygenases (BMMs) constitute a family of
enzymes which can be divided into six distinct groups,
each with a characteristic subunit composition
(Notomista et al., 2003). BMMs are transcribed from
single operons that code for four to six polypeptides.
Analysis of the sequences from nucleotide and protein
databases means that most bacterial strains possess
only one BMM, but a few cases (3 out of 31) of bacterial
genomes coding for more than one monooxygenase
have been found (Notomista et al., 2003). Two group 1
(phenol hydroxylases) and one group 2 (toluene-
benzene monooxygenases) BMMs have been found
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Fig. 1. General biodegradation pathways of typical NAC by bioremediation technology
(reproduced with permission from Hofstetter et al., 2008)

in the genome of Ralstonia metallidurans CH34
(Notomista et al., 2003), and three BMMs belonging
to groups 1 and 2 were detected in Burkholderia cepacia
(formerly Pseudomonas cepacia) JS150 (Notomista et
al., 2003; Kahng et al., 2001). B. cepacia JS150 instead
is endowed with the ability to use different pathways
for the metabolism of substituted aromatic compounds
(Kahng et al., 2001). This led to the suggestion that in
B. cepacia JS150, toluene metabolism is initiated by
one dioxygenase and two distinct BMMs with different
specificities, whereas a third BMM acts downstream
of the other two monooxygenases (Kahng et al., 2001).
Pseudomonas stutzeri OX1 is able to grow on a wide
spectrum of aromatics, including phenol, cresols, and
dimethylphenols, but also on nonhydroxylated
molecules such as toluene, o-xylene (Bertoni et al.,
1996), and benzene (Cafaro et al., 2004). These
multicomponent monooxygenases catalyze the
hydroxylation of aromatic ring and display a certain
regioselectivity for hydroxylation (Bertoni et al., 1998).
For example, toluene-2-monooxygenase from
Burkholderia (Pseudomonas) cepacia G4 (Shields et
al., 1995) and Pseudomonas sp. strain JS150 (Johnson
& Olsen 1995), toluene-3-monooxygenase from
Burkholderia (Pseudomonas) pickettii PKO1 (Olsen
et al., 1994), and toluene-4-monooxygenase from
Pseudomonas mendocina KR1 (Whited & Gibson
1991) have been particularly studied. Other

multicomponent monooxygenases, active on phenols,
were identified in phenol-degrading Pseudomonas and
Acinetobacter strains (Bertoni et al., 1998; Herrmann
et al., 1995).

In the process of biodegradation, monooxygenase
adds a single oxygen atom and causes elimination of
nitro groups from mono-nitrophenols (Kulkarni et al.,
2007). For instance, degradation of o-nitrophenol by
Pseudomonas putida involves replacement of the nitro
group with a hydroxyl group, and subsequent
conversion of the catechol to Iketoadipate via cis,cis-
muconate (Zeyer & Kearney 1984). Simpson and Evans
(1953) suggested that the initial step in the bacterial
degradation of p-nitrophenol (PNP) involved a similar
oxidative removal of the nitro group. Munnecke and
Hsieh (1974) investigated hydroquinone as an early
metabolite in PNP degradation by a pseudomonad and
proposed that it was hydroxylated to form 1,2,4-
benzenetriol prior to ortho ring fission. Subsequently,
Spain and Gibson (1979; 1991) used partially purified
monooxygenase (flavoprotein) of Moraxella, which
degraded 4-nitrophenol, with a concomitant release of
nitrite and accumulation of hydroquinone at the
expense of two moles of NADPH per mole of 4-
nitrophenol. They proposed that though hydroquinone
is the first detectable intermediate of the pathway, its
formation takes place via 1,4-benzoquinone, an
unstable intermediate in the monooxygenase-catalyzed
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reaction. Hydroquinone formed in the above reaction
served as a substrate for ring fission catalyzed by a
ferrous ions dependent dioxygenase. It converted
hydroquinone to g-hydroxy muconic semialdehyde,
which was further oxidized to maleyl acetic acid. The
latter is further reduced to b-ketoadipic acid (Kulkarni
et al., 2007). Similar pathways for 4-nitrophenol
degradation have also been reported in Pseudomonas
cepacia, (Prakash et al., 1996) Sphingomonas (Leung
et al., 1997) and Pseudomonas putida (Kulkarni et al.,
2007). Molecular elucidation of these catabolic
pathways has indicated that new pathways are
continually generated by a variety of genetic
mechanisms, such as gene transfer, mutational drift,
genetic recombination, and transposition (Cafaro et al.,
2005; Antonie et al., 1997). Pseudomonas stutzeri OX1
is one microorganism that is capable of growth on
highly toxic aromatic compounds, such as benzene,
toluene, o-xylene, and dimethylphenols, each of which
can act as a sole source of carbon and energy (Cafaro
et al., 2005). This strain is an interesting model system
for studying hydrocarbon catabolism because of its
peculiar ability to transform various molecules than
other similar microorganisms. In P. stutzeri, (methyl)
benzenes are initially activated by sequential
introduction of two adjacent hydroxyl groups to form
(methyl)phenols and, eventually, (methyl)catechols.
These metabolites are subsequently cleaved into 2-
hydroxymuconic semialdehyde derivatives, which,
upon further processing, are transformed into citric acid
cycle intermediates ( Arenghi et al., 2001). Recently,
Donato et al. (2002, 2004) have demonstrated that the
initial hydroxylation steps are carried out by two
evolutionarily distinct bacterial multicomponent
monooxygenases (BMMs), toluene o-xylene
monooxygenase (ToMO), belonging to the family
consisting of four-component aromatic/alkene
monooxygenases (group 2 BMMs), and phenol
hydroxylase (PH), belonging to the group consisting
of toluene 2-monooxygenases (T2MO)/phenol
hydroxylases (group 1 BMMs) (Cafaro et al., 2002,
2004). The ring cleavage step that allows aromatic
hydrocarbons access to the lower metabolic pathway
is catalyzed by a catechol 2,3-dioxygenase (C2,3O)
(Arenghi et al., 2001). Genetic studies carried out with
P. stutzeri OX1 have demonstrated that the genes
coding for ToMO were recently acquired by horizontal
gene transfer and incorporated into a preexisting
catabolic route (Fournier et al., 2004). Thus, the
acquisition of ToMO by P. stutzeri OX1 is an example
of expansion of a catabolic pathway. The result of this
expansion is an apparent redundancy in enzymatic
activity, since ToMO and PH hydroxylate both benzene
and phenol (Arenghi et al., 2001; Cafaro et al., 2004).
To elucidate the metabolic significance of the

coexpression of two multicomponent enzymes with
very similar catalytic activities, Donato et al. (2004)
investigated the kinetics of benzene oxidation
catalyzed by ToMO and PH. The data obtained
strongly supported the hypothesis that ToMO and
PH form a metabolic chain, in which the depletion of
phenol by PH enhances the use of benzene in P.
stutzeri. However, this hypothesis needs to be
extended to other substrates in order to establish, in
general, whether the concerted use of the two different
monooxygenases controls the metabolic flow of
aromatic molecules that can be used by the
microorganism as growth substrates which enter the
lower pathway. In the further work, Donato et al (2005)
investigated toluene and o-xylene oxidation using
recombinant Escherichia coli cells expressing ToMO
and PH complexes to collect data on how the
biochemical properties of the two complexes could
influence the efficiency of methylated aromatic
utilization. Their results confirmed the general
hypothesis that the two monooxygenases of P. stutzeri
OX1 form a metabolic chain, thus expanding the
catabolic potential of the microorganism by optimizing
the degradation of benzene, toluene, and o-xylene.

Biodegradation of aromatic compounds by aerobic
bacteria often begins with the initial oxidation of the
substrate by dioxygenases which catalyze the
incorporation of both atoms of molecular oxygen into
the substrates to form arene cis-diols (Suen et al., 1996;
Gibson & Parales 2000; Boyd & Sheldrake 2005). They
are currently members of the aromatic-r ing-
hydroxylating dioxygenase superfamily and are
classified by the number and properties of the electron
transport proteins that precede the catalytic
oxygenase component (Gibson & Parales 2000). These
dioxygenases are multicomponent enzyme systems.
Two-component dioxygenases such as 4-
sulfobenzoate 3, 4-dioxygenase,  o-phthalate
dioxygenase, and 2-halobenzoate 1,2- dioxygenase
consist of an iron-sulfur flavoprotein reductase and
an iron-sulfur oxygenase (Suen et al., 1996; Mason &
Cammack 1992). Three-component systems such as
biphenyl dioxygenase, dibenzofuran dioxygenase and
o-halobenzoate dioxygenase comprise a flavoprotein
reductase, an iron-sulfur ferredoxin and a terminal iron-
sulfur oxygenase where the reductase and ferredoxin
components serve as a short electron transfer chain,
shuttling electrons from NAD(P)H to the terminal
oxygenase (Mason et al., 1992; Haddock et al., 1993;
Parales et al., 1996).

Bacterial degradation of aromatic compounds
under aerobic conditions involves the conversion of
the initial substrates into intermediates with two or
more hydroxyl groups on the aromatic ring. The

Biological Remediation Technology
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intermediates are subject to oxidative attack by the
ring cleavage dioxygenases. For example, Bacteria
degrade 2,4-dinitrotoluene (2,4-DNT), which are
intermediates in the synthesis of explosives and
expanded polyurethane foam, by a pathway involving
two oxygenase reactions that lead to the removal of
the nitro substituents. The pathway is initiated by a
multicomponent hydroxylating dioxygenase that
transforms 2, 4-dinitrotoluene to 4-methyl-5-
nitrocatechol (Suen et al. ,  1996). The
methylnitrocatechol is then oxidized by a flavin-
containing monooxygenase to yield 2- hydroxy-5-
methylquinone (He & Spain 2000),  which is
enzymatically reduced to 2, 4, 5-trihydroxytoluene.
Trihydroxytoluene is then oxidized in the ring cleavage
reaction catalyzed by the extradiol dioxygenase
trihydroxytoluene oxygenase. Burkholderia cepacia
R34 mineralizes 2,4-dinitrotoluene via the degradative
pathway used by strain DNT. Ring cleavage is a key
step in the 2,4- dinitrotoluene degradative pathway.
The trihydroxytoluene oxygenase from Burkholderia
sp. strain DNT is phylogenetically distant from
previously described ring cleavage enzymes and
specifically attacks the trihydroxylated substrate (He
et al., 2000). The process was shown in Fig.2 (Nishino
et al., 2000; Johnson et al., 2000, 2002). The ring
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cleavage enzymes are classified into two groups based
on the site of ring fission (Haigler et al., 1999). Enzymes
catalyzing ring fission between two hydroxyl groups
are designated intradiol (ortho-) cleavage enzymes.
Enzymes that cleave at a bond proximal to one of the
two adjacent hydroxyl groups are designated extradiol
(meta-) cleavage enzymes. The primary structures of
many r ing cleavage dioxygenases have been
determined, and comparison of their amino acid
sequences has revealed that they can be divided
further into distinct gene families (Harayama et al.,
1992). The interest in bacterial metabolism of aromatic
compounds has motivated a fast growing research on
the biochemistry and molecular genetics (Lessner et
al., 2003).

Bacterial multicomponent dioxygenase enzyme
systems carry out the first reaction in the aerobic
degradation of a variety of aromatic compounds. These
enzymes have been of interest to researchers for several
reasons. First, aromatic hydrocarbons, such as
benzene, toluene, naphthalene, polychlorinated
biphenyls, polycyclic aromatic hydrocarbons, and
nitroaromatics, are common contaminants of soils and
groundwaters (Parales et al., 1999). The removal of
these compounds from polluted environments by

Fig. 2. Pathway for degradation of 2,4-DNT in Burkholderia cepacia R34
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microorganisms represents a potential solution to the
environmental problems posed by these pollutants.
Dihydroxylation of the aromatic ring is a prerequisite
for oxidation of the aromatic nucleus by bacterial ring-
fission dioxygenases (Timmis & Pieper 1999). Aromatic
hydrocarbons contain only the elements of carbon and
hydrogen. Studies on the multicomponent
dioxygenases that oxidize aromatic hydrocarbons to
vicinal arene cis-diols are of paramount importance in
providing the scientific foundations necessary for the
development of bioremediation technology (Timmis et
al., 1999; Lau & De Lorenzo 1999). The second, the
ability to produce enantiomerically pure products from
a wide range of substrates has brought dioxygenases
to the attention of organic chemists for the production
of chiral synthons used in the preparation of
biologically active chemicals and pharmaceuticals
(Parales et al., 1999). The third reason for interest in
aromatic hydrocarbon dioxygenases is related to
industry’s search for environmentally benign
procedures for the development of useful chemicals.
The dioxygenases fulfill this ‘green chemistry’
requirement because they are a source of new
enantiopure arene cis-diols that are not attainable by
conventional chemical synthesis. The diols are used
as synthons in the development of new compounds of
industrial and medical importance (Gibson et al., 2000).
Two examples are polyphenylene and prostaglandin
E2a. The extent of interest in arene cisdiols, including
those formed from aromatic acids, in asymmetric
synthesis can be seen in the publication of several
extensive literature in this field (Gibson et al., 2000;
Boyd et al., 1998; Hudlicky et al., 1999).

Besides two major bioremediation technologies
discussed above, other  pathways, such as
meisenheimer complex formation and partial reduction,
are also effective methods for  removing the
contaminants of aromatic compounds in soil and
groundwater, in which, the nitro group in aromatic
compounds is partially reduced to corresponding
hydroxylamine and upon hydrolysis yields ammonia
or to formation of a hydride-Meisenheimer complex
through addition of hydride ions ( Kulkarni et al., 2007;
He et al., 2000; Spain 1995). Subsequently, the
hydroxylamino intermediates can be transformed to
catechols which enter the ring cleavage pathways of
aerobic degradation of aromatic compounds, as
observed during degradation of 4-nitrobenzoate, 3-
nitrophenol, 4-nitrotoluene, etc (He et al., 2000;
Meulenberg et al., 1996; Spain et al., 1995).
Alternatively, the hydroxylamino intermediates can be
rearranged, by an intramolecular transfer of the hydroxyl
group (He et al., 2000), to ortho-aminophenols, as
introduced during biodegradation of nitrobenzene, 3-
nitrophenol, and 2-chloro-5-nitrophenol, by various

microorganisms (Park et al., 1999; Schenzle et al., 1999).
The initial steps of each of the degradation pathways
have been elucidated; however, the lower pathway has
been determined only for the metabolism of 2-
aminophenol during the degradation of nitrobenzene
by pseudomonas pseudoalcaligenes JS45. The
pathway is parallel to the catechol extradiol ring
cleavage pathway, except that 2-aminophenol is the
ring cleavage substrate. Mycobacterium strain HL 4-
NT-1 is able to grow on 4-nitrotoluene as the sole source
of nitrogen, carbon, and energy. In the process of
reduction, 4-NT is partially reduced to 4-
hydroxylaminotoluene, which is then converted to 6-
AC by an enzymecatalyzed Bamberger-type
rearrangement, after that, ring cleavage of 6-AC yields
2-amino-5-methylmuconic semialdehyde, which is
further degraded via an NAD-dependent step (Spiess
et al., 1998).  In further work, Spain et al (2000) rigorously
determined the steps in the lower pathway including
the mechanism on release of ammonia in
Mycobacterium strain HL 4-NT-1 grown on 4-
nitrotoluene, and compared the substrate specificities
of the relevant enzymes in strains JS45 and HL 4-NT-1
to provide a preliminary evaluation of the relationship
between the two pathways.
The remarkable number of substrates oxidized to single
enantiomers by monooxygenases and dioxygenases
has led to their extensive use in asymmetric synthesis
of many biologically active products. Only a few of
these have been targeted for commercial use. The
aromatic hydrocarbon dioxygenases, together with
many other Rieske non-heme iron oxygenases, initiate
the biodegradation of environmental pollutants. The
pros and cons of strategies used to develop hybrid
dioxygenases that have potential use in the
development of bioremediation technology for
improved aromatic compounds degradation.
Additionally, although a substantial number of bacteria
that are able to degrade synthetic nitroaromatic
compounds have been isolated, and the degradation
mechanisms have been established (Nishino & Spain
2004), little information is available on the
biodegradation of natural nitroaromatic compounds
such as 3-nitrotyrosine (3NTyr). Therefore, the
pathways and mechanism of biodegradation of natural
nitroaromatic compounds will also be a promising
interest research field for academic application, as
described by Nishino and Spain (2006).

IONIC LIQUIDS (ILs)
Ionic liquids (ILs) are deemed greener solvent
alternatives in chemical synthesis (Harjani et al., 2008),
catalysis (Fellay 2007), biocatalysis (Zhao 2005), and
electrochemistry (Silvester & Compton, 2006). This
wide applicability of ionic liquids is mainly responsible

Chen, J. et al.
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the (eco)toxicity of an ionic liquid can be reduced
remarkably in the test systems investigated so far.
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for the beneficial physico-chemical properties (e.g. high
thermal and electrochemical stability, high conductivity,
extraction behaviour, etc.) of certain compounds out
of this diverse substance class (Stolte et al., 2008).
Furthermore, the negligible vapor pressure can
effectively reduce air emission and nonflammability. In
this respect, the operational safety of ionic liquids is
improved as compared to conventional solvents
(Harjani et al., 2008; Stolte et al., 2008). Thus, these
materials are often branded as “environmentally
friendly,” and have being driven industrial and
academic research teams to redesign chemical
processes in order to reduce, or eliminate, losses of
solvents, particularly volatile organic compounds
(Wells & Coombe 2006; Swatloski et al., 2003).

In general, the high structural variability of the head
group (positively charged core structure, e.g.
ammonium, pyridinium, and imidazolium cations)
(Gathergood & Scammells 2002), the substituent (s) and
the corresponding anion leads to an enormous number
of accessible ionic liquids (general structure Fig.3),
such core-shell structure can exhibit many excellent
advantages, the reader interested in obtaining further
information is referred to a our recent review on the
fabrication and progress of core-shell composite
materials (Cao et al., 2009). The combination of these
different structural elements allows at best for an
optimization of physico-chemical properties of ionic
liquids necessary for a defined technical application
(Stolte et al., 2008). Not surprisingly, with their high
structural variability these neoteric solvents have
attracted the great attention of chemists from a
multitude of disciplines and the domain of their
applications has substantially broadened. Although the
nonvolatility of ILs under operational conditions
minimizes their impact on air quality during their life
cycle, their impact on soil and water is certainly of
considerable concern at the time of their disposal. As a
result, it is necessary to evaluate the effects on man
and the environment for numerous ILs, as introduced
by Stolte et al. (2007), Ranke et al. (2007) and Zhao et al.
(2007). These studies indicate that ionic liquids can
cause adverse effects on organisms. Especially for
cations substituted with long (C>8) alkyl side chains
(Stolte et al., 2007; Matzke et al., 2007) or for anions
showing lipophilicity or a susceptibility to hydrolysis
(Stolte et al., 2006; Matzke et al., 2007) partially drastic
effects have been observed. Nevertheless, by an
appropriate choice of (eco)toxicologically favorable
structural elements as short and functionalised side
chains, avoiding the quinolinium and the 4-
(dimethylamino) -pyridinium head group and by using,
for example, chloride, tetrafluoroborate or octylsulfate
as the anion, (Stolte et al., 2007; Matzke et al., 2007)

Fig. 3. the common 1-butyl-3- methylimidazolium
ionic liquids

Although ionic liquids have created a great deal
of interest as green reaction media, the first reports
regarding their biodegradability have only appeared
relatively recently (Gathergood et al., 2002; 2006). the
principles of green chemistry and engineering teach
us that we should consider the whole process (life
cycle analysis) rather than individual components of
a reaction (“single issue sustainability”), and thus
avoid replacement of materials with those that could
turn out to be more damaging to the environment (Wells
et al., 2006).  According to this principle, chemicals
should also be designed to break down to innocuous
substances after their use so that they do not
accumulate in the environment (Stolte et al., 2008).
Therefore, designing biodegradable chemicals are
significant because it would decrease the
bioaccumulation of the parent compound and its
metabolic products, reducing its toxic effects. The
design of potentially biodegradable ionic liquids
focused on individual components that comprise most
ionic liquids: the cation core, cation side chain(s), and
the anion (Gathergood et al., 2002). As a result, the
logical design of ILs may result in such compounds
that would not only be ideal solvents for chemical
processes, but would also be safe for disposal.
Research in this area is currently vital as ILs are likely
to make a transition from academic laboratories to large
scale operations where disposal of any chemical is a
major concern (Adam 2000; Seddon 2003). Enormous
structural variations are possible in the ILs by changing
either the cation and/or the anion. This leads us to
believe that it should be possible to manipulate their
chemical architecture to achieve high biodegradability
(Gathergood et al., 2004, 2006). Unfortunately, the
tendency of certain ionic liquid cations to be thermally
and chemically very stable is mirrored in their stability
to biological degradation processes. Up to date, only
a few fundamental studies have introduced the
biodegradability of ionic liquids (Jastorff et al., 2005;
Stepnowski & Storoniak 2005). However, no compound
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could be classified as readily biodegradable. In a later
study, Gathergood et al. (2006) reported their efforts
toward the design, synthesis, and evaluation of
biodegradable ionic liquids that were constructed to
contain moieties that are metabolizable, namely an ester
side chain attached to the cationic core and an
alkylsulfate anion as the counter ion, and identified
two new ionic liquids that proved to be ‘readily
biodegradable’ in the CO2 headspace test (ISO 14593)
(Gathergood et al., 2006; Bouquillon et al., 2007).  Then,
they sought to investigate the utility of these ionic
liquids as solvents in reactions of general interest and
found that the side chain ester moiety proved to be a
key feature in improving the biodegradability of the
dialkylimidazolium class of ionic liquids. Recently, Wells
and Coombe (2006) chose to look at a range of ionic
liquids (ammonium, imidazolium, phosphonium and
pyridinium compounds) to explore molecular weight
and size effects on their  potential fate and
ecotoxicological properties by measuring the biological
oxygen demand (BOD). No biodegradability of cations
with short chains (C<4) was observable within this
test series. For phosphonium and imidazolium cations
with longer chains (C12, C16 and C18) a strong
inhibitory potential to the inoculum used was found,
indicating the toxicity of these ionic liquids towards
the microorganisms used. Recently, Kulpa and co-
workers (2000) examined the biodegradability of N-
methylimidazolium and 3-methylpyridinium compounds
substituted with butyl, hexyl and octyl side chains and
bromide as the anion. The test revealed that only the
long octyl side chain in ionic liquids resulted in an
improved biodegradability, which in turn would create
a conflict of aims between minimizing the toxicity and
maximizing the biodegradability as afore-described.
Consequently, the biodegradability seems to be a
bottle-neck in the development of inherently safer ionic
liquids. To fabricate such ionic liquids, considerable
efforts have been devoted to overcoming this inherent
problem and to enlarging the restricted knowledge in
the field of biodegradation of ionic liquids. For example,
Stolte et al (2008) analyzed systematically the influence
of the structural elements ‘head group’ and ‘side chain’
on the biodegradability of 27 compounds. The
experiments strongly suggested that a certain
lipophilicity of the test compounds was an essential
criterion for biodegradable ionic liquid cations.
However, a high lipophilicity corresponds to an
increased (eco) toxicity in different test systems. Thus,
a conflict of goals between (eco) toxicologically
favorable compounds (short and functionalized side
chains) on the one hand and inherently biodegradable
substances on the other hand needs to be solved for
the development of more sustainable ionic liquids.
Although Ionic liquids have created a great deal of

interest as green reaction media, for regarding the
hazard assessment of ionic liquids, this structural
variability represents an almost insurmountable
problem since it is impossible to generate a profound
knowledge of the effects on man and the environment
for every single compound. Although many studies
were conducted to evaluate the (eco) toxicity of certain
ionic liquids in in vitro assays and in some selected
organism studies comprising, certain data, especially
ecotoxicity data, could not be readily located. The lack
of readily accessible ecotoxicity data is a big gap in
our knowledge when considering the employment of
ionic liquids on a pilot or manufacturing scale.
Therefore, the design and synthesis of inherently
biodegradable ionic liquids is still challenge for the
development and application of ILs in chemical
synthesis.

POLYCYCLIC AROMATIC HYDROCARBONS
(PAHs)

Polycyclic aromatic hydrocarbons (PAHs)
constitute a class of hazardous organic chemicals
comprising three or more fused benzene rings in linear,
angular and cluster arrangements (Fig. 4). PAHs mostly
are produced mainly by incomplete combustion of
petroleum based on chemicals or organic matter
through natural and anthropogenic activities
(Alexander, 2000; Semple et al., 2003; Kim et al., 2008).
PAHs enter the environment from a multiplicity of
sources which include: the burning of fossil fuels, the
use of wood preservatives such as creosote, direct
aerial fallout, chronic leakage of industrial or sewage
effluents, accidental discharges during the transport,
use and disposal of petroleum products, or from
natural sources such as oil seeps and surface water
run-off from forest and prairie fire sites (Cerniglia 1992;
NýChadhain et al., 2006).

PAHs are hydrophobic chemicals which can readily
associate with organic matter and/or clay fractions
after entering the soil through natural processes,
disposal and/or spillage (Papadopoulos et al., 2007;
Hilyard et al., 2008; Semple et al., 2001). More
specifically, PAHs have the capacity to sorb onto and/
or diffuse into the 3-dimensional structure of organic
matter and mineral fractions; these processes are
collectively known as sequestration and these
interactions increase with increasing soil-PAH contact
time (Papadopoulos et al., 2007; Hilyard et al., 2008;
Semple et al., 2001). In other words, these compounds
persist in the environment and, due to their
hydrophobicity, become associated with particulate
matters that are deposited in soils and sediment.
Evidently, these persistent PAHs, especially the higher
molecular weight compounds, are toxic to living

Biological Remediation Technology
Archive of SID

www.SID.ir

www.SID.ir


523

Int. J. Environ. Res., 5(2):515-530, Spring 2011

organisms, and this toxicity is enhanced by their
intrinsic chemical stability and resistance to many
forms of degradation (N Chadhain et al., 2006; Li et
al., 2001). Therefore, there is great interest in developing
strategies to remove PAHs from contaminated sites.
Many of these remediation strategies employ
microorganisms which can degrade PAHs.
Bioremediation of contaminated sites relies on either
the activity of microorganisms already present at the
site or the addition of selected microorganisms with
desired catabolic traits in bioaugmentation techniques
(N Chadhain et al., 2006).

PAHs are widespread in nature due to both their
natural production in the environment and input from
anthropogenic activities (NýChadhain et al., 2006;
Johnsen et al., 2002). The use of conventional
remediation approaches, such as dredging and
incineration, can be costly and may cause further
damage to the environment by dispersing PAHs and
making them more bioavailable (Hilyard et al., 2008).
Biodegradation of PAHs is a possible way to clean up
polluted soils and water systems, for example, several
types of bacteria with the ability to degrade PAHs, the
nocardioform actinomycetes, including species of
Mycobacterium, Nocardioides, and Rhodococcus, are
of particular interest because of their marked ability to
aerobically degrade high-molecular-weight (HMW)
PAHs to ring isomeric dihydroxylated metabolites and
in some cases to complete oxidation to carbon dioxide
and water (Kim et al., 2006; Sho et al., 2004; Saito et
al., 2000; Dean-Ross et al., 2001). Compared with
incineration, storage, or soil washing, Biological
treatments are cheaper (Eriksson et al., 2003). However,
degradation of PAHs in situ is often slow, and research
over the last decades has shown that these compounds
very often are persistent (Ný Chadhain et al., 2006;
Eriksson et al., 2003; Kanaly & Harayama 2000). This
persistence may be due to several factors such as
nutrients, bioavailability of PAHs (sorption to
particles), temperature, oxygen, and presence of PAH-
degrading microorganisms. The water solubilities of
most PAHs are in the lower parts-per-million range,
and this is a major problem when studying and
implementing aerobic degradation of PAHs. Therefore,

Naphthalene Acenaphthene Anthracene PyrenePhenanthrene

Fig. 4. Chemical structures of polycyclic aromatic hydrocarbons(PAHs)

enhancement of biodegradation rate is the basis of
bioremediation technologies. The use of surfactants
may increase PAH solubility (Abalos et al., 2004) but
may also be toxic to microorganisms (Eriksson et al.,
2003; Gonthier et al., 2010). Another important factor
in bioremediation of contaminated soils is the
availability of nitrogen and phosphorus, which allows
the necessary increase in the size of the hydrocarbon-
degrading microbial populations. Taking into the fact
that each contaminated site can respond in a different
way to distinct parameters that affect microbial
biodegradation, laboratory-scale bioremediation
protocols have been developed in order to determine
the effects of different conditions (Sabate et al., 2004).
However, most studies on PAH biodegradation have
focused on microorganisms that can grow on common
laboratory media at neutral pH (Uyttebroek et al., 2007),
data on the existence of bacteria able to degrade PAHs
under acidic conditions are scarce, as introduced by
Stapleton et al (1998), Dore et al (2003), and Springael
et al (2007). On the other hand, the rate-limiting step in
the microbial degradation of petroleum hydrocarbon
pollutants in open systems, such as lakes, oceans, and
wastelands, is generally an utilizable source of nitrogen
(Koren et al., 2003). Since petroleum contains only
traces of nitrogen, the required nitrogen must come
from the surrounding environment. Although the
nitrogen requirement for optimum growth of
hydrocarbon oxidizers can be readily satisfied with urea
or salts that contain ammonium or nitrate ions in the
laboratory, these nitrogen sources have a high water
solubility, which reduces their effectiveness in open
systems because of rapid dilution. Accordingly, there
is practical challenge for microbial solution of the
reoccurring problem of petroleum pollution in the sea.
To overcome the N limitation for petroleum degradation
in open systems, one approach has been the use of a
water-insoluble polymer, based on a urea-formaldehyde
formulation, which adheres to oil (Rosenberg et al.,
1996). Other approach is to use uric acid as a source of
nitrogen to improve the bioremediation of petroleum
pollutants in open systems, as described by Rosenberg
et al (2003). Besides, in some Arctic and temperate
regions, soil temperature remains below 10°C year-
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round, and wet conditions limit oxygen availability. The
cost of increasing the temperature may be prohibitive,
so it is desirable to optimize a treatment system for low
temperature. In a word, it is necessary to evaluate the
possibility of obtaining enrichment cultures capable
of efficient PAH degradation at low temperature under
aerobic or anaerobic conditions (Eriksson et al., 2003;
Aislabie et al., 2000).

A wide variety of bacteria, such as naphthalene
dioxygenase, fungi, algae, etc, have the ability to
metabolize PAHs. Nevertheless, in almost all of these
studies monitoring of the process is based on chemical
analysis of contaminants. A better understanding of
the diversity of the microbial communities inhabiting
PAH-contaminated soils and their response to different
biostimulation or bioaugmentation strategies could
provide clues about the type of bacteria that are able
to adapt to and exploit such habitats. It is well known
that the majority of microbes in environmental samples
cannot be cultured at present in laboratory media,
which are biased for  the growth of specific
microorganisms (Abalos et al., 2004; Orsvik et al.,
2002). In light of this, molecular biological techniques
offer new opportunities. These techniques, combined
with traditional laboratory enrichments, are often
utilized to identify bacterial populations that are
functionally important in the biodegradation of organic
pollutants. For example, denaturing gradient gel
electrophoresis (DGGE) allows us to directly determine
the presence and relative levels of different 16S rRNA
gene am plicons both qualitatively and
semiquantitatively in order to perform a community
analysis (Fromin et al., 2002). Molecularbased
techniques have also been used to follow the
establishment of a soil-derived consortium capable of
mineralizing benzo[a]pyrene during the biodegradation
of a complex hydrocarbon mixture (Kanaly et al., 2000).
While these studies suggest that diverse
microorganisms are present in polluted environments,
a greater understanding of the diversity, ecology, and
biochemistry of these PAH-degrading microorganisms
is necessary in order to effectively remediate
contaminated environments.

OTHER CONTAMINATES
Besides some important contaminates, other

contaminates were also be investigated such as
Fluoroacrylate Polymer (Russell et al., 2008),
Bisphenols (Inoue et al., 2008), Benzothiazoles
(Bunescu et al. ,  2008), etc. Among them,
polychlorinated biphenyls (PCBs), as a class of the
most important environmental contaminants, are
organic chemicals belonging to a class of
hydrocarbons, are allowed to persist in  the
environment and bioaccumulate due to their

physicochemical properties (Quensen et al., 1988;
Parnell et al., 2006). PCBs accumulate in lipid-rich
tissues of all organisms, including humans, where they
alter immune functions, developmental, respiratory,
and reproductive problems as well as cancer due to
estrogenic activity (Demers et al., 2002; Smithwick et
al., 2003; Parnell et al., 2006). These health concerns
prioritize PCBs as major targets for environmental
cleanup. The bioremediation strategy with the highest
potential for destruction of PCB mixtures is a sequential
anaerobic-aerobic process (Seto et al., 1996; Rodrigues
et al., 2006; Parnell et al., 2006). Recently a sequential
anaerobic-aerobic process was shown at the laboratory
scale to remove over 50% of Aroclor 1242 from river
sediments (Rodrigues et al., 2006). Two of the most
effective aerobic PCB-degrading bacteria, Burkholderia
xenovorans strain LB400 and Rhodococcus sp. strain
RHA1, vary greatly in their levels of PCB toxicity
resistance (Seto et al., 1996), yet the sources of this
difference are unknown. Indeed recent studies of PCB-
tolerant LB400 (Denef et al., 2005; Denef et al., 2006)
suggest that cell systems other than the biphenyl
pathway contribute to the efficient degradation of
biphenyl and PCBs. As PCBs have been insinuated to
impair microbial growth, viability, and degradation (Kim
et al., 2001; Vaillancourt et al., 2002; Camara et al.,
2004), successful remediation should be developed to
limit or overcome these toxic effects (Hrywna et al.,
1999; Cjhebrou et al., 1999; Parnell et al., 2008). Another
important microbial degradation is organophosphate
pesticides due to the high mammalian toxicity of such
compounds and their widespread usability. For some
organophosphates such as parathion, it has been
relatively easy to isolate degrading bacteria (Singh et
al., 2004). In addition, Phthalate esters are synthetic
compounds used predominantly as additives in plastic
to improve the mechanical properties of plastic resin,
particularly its flexibility. In order to provide the
required flexibility, phthalate ester plasticizers are not
bound covalently to plastic resins and are able to
migrate into the environment (Ganning et al., 1984;
Hara et al., 2007). Decades of global industrial use as
plasticizers, phthalate esters are now recognized as
ubiquitous environmental pollutants detected in every
environment, in which they have been sought, with
the highest concentrations detected adjacent to
phthalate ester production or processing facilities
(Staples et al., 2000). There are now serious concerns
about the impacts of these compounds on human
health and the environment due to wide-ranging
adverse effects on animal cells (Nakai et al., 1999; Hara
et al., 2007). Phthalate esters are generally considered
biodegradable. However, some studies indicated that
these biodegradation processes was extremely limited
and largely based on observations and experiments
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with undefined biological systems (Gu et al., 2005;
Chang et al., 2005). Therefore, further works should be
undertaken to investigate mechanisms for
biodegradation of the PTH.

CONCLUSION
Although the ultimate goal of biological

remediation is conversion of toxic organic
contaminants to simple, less-toxic constituents, this
approach does not consider that end products or
intermediates produced during remediation may be
toxic.  Furthermore, the potential exists that remediation
may result in products for which the toxic response is
greater over the parent compound or which the target
of toxicity is different, and these possibilities would
not be detected. It is, therefore, important that further
processes of detection and monitoring of the
contaminants be developed to determine whether the
toxic pollutants have been totally mineralized or at least
degraded to their stable intermediates that pose no
threat to the environment. Similarly, chemical
remediation may lead to products with increased
biological activity. As a result, from the standpoint of
assessing risk, it is necessary to understand the
biological activity or toxicity of the end products and
stable intermediates. That is to say, the products or
intermediates of bioremediation should be less toxic
than the starting materials. However, there is a dearth
of evidence to support this assumption, some evidence
even suggests that products formed during remediation
or breakdown of environmental chemicals have greater
biological activity than the starting materials. These
emphasize the need for investigators to consider the
biological activity or toxicity of the end products and
stable intermediates during biological remediation.
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