
In the last years, the intensive agriculture has highlighted
the need of procedures to study the impact of presence of
pollutants in crops and fo o d s t u ffs. In contra s t , m o s t

papers that have appeared focusing this theme are attempt
to show their ap p l i c ability in analysis of env i ro n m e n t a l
matrices [1,2]. The current generation of pesticides, such as
organophosphate (OP), carbamates and pyretroids, are being
determined in several kinds of samples by using chromato-
graphic techniques which are usually more expensive and
time-consuming than the biological tech n i q u e s , and need
more sophisticated equipment. 

Methods based on enzymatic re c ognizing such as
e n z y m e - l i n ked immu n o a s s ay techniques have been deve l-
oped for a large variety of analytes, varying from natural
components to contaminants in food and environmental sam-
ples [3]. Also, biosensors able to analyze some natural com-
ponents and additives in foodstuffs and crop samples have
been developed and used to quality control [4,5] and to
industrial food processes monitoring [6,7]. Biosensor is an
analytical tool which can be defined as a combination of a
b i o l ogical re c ognition element (as for example enzyme,
whole cell, antibody, microbe) and a physical transducer, in
intimate contact with each other. The role of the transducer
is to relate the concentration of an analyte into a chemical
and/or physical property, which is sequentially sensed, con-
verted into an electrical/optical signal and amplified [8–11].
Many transduction principles are available, including pho-
t o m e t ry, fl u o ri m e t ry and ch e m i l u m i n e s c e n c e, fiber optics,

piezoelectric sensing, potentiometric and amperometric elec-
trodes. 

Despite their apparent potential as analytical tools in food
analysis, only a few biosensors are used routinely. Moreover,
although improvements of the enzyme immobilization tech-
niques for electrode construction have substantially con-
tributed to detection of several contaminants at trace levels,
the ap p l i c ation of the electro chemical biosensors for the
d e t e rm i n ation of pesticides in food samples has only
i n c reased slow ly. A n a lytical methods employing enzyme
sensors based on the inhibition of cholinesterase with poten-
tiometric or amperometric detection have been developed for
the determination of organophosphate and carbamate insec-
ticides [12]. Despite the high sensitivity and reproducibility
of some ChE-based sensors , the development of methods
e m p l oying biosensors to pesticide residues monitoring in
food samples is still limited. This paper provides a rapid dis-
cussion about the electro chemical ap p ro a ches wh i ch have
been developed for the determination of pesticide in food
samples. 

Cholinesterase-based biosensors
for the analysis of organophosphorus 

and carbamate insecticides

G e n e ra l ly, the enzyme electrodes constructed to pesticide
a n a lysis have been based on the ch o l i n e s t e rase (ChE)
enzymes immobilized of diffe rent modes. Th e re are two
basic types of cholinesterases: acetylcholinesterase (AChE)
and butyrylcholinesterase (BChE). Crystal structures of the
AChEs were elucidated [13,14], and the mode of action of
this class of enzymes in living organisms has been described
in the literature [15,16]. AChE enzymes catalyze the hydrol-
ysis of the natural substrate acetylcholine, and such reaction
can be monitored electrolytically:

AChE
Acethylcholine + H2O > Choline + Acetic acid

anodic oxidation
2Choline > 2 Choline + 2H+ + 2 e–

ChE enzymes are commercially available with very high sta-
bility and sensitivity and their activity can be measure d
using potentiometric or ampero m e t ric tra n s d u c e rs. Th e s e
kind of enzymes are inhibited by both orga n o p h o s p h o ru s
( e. g. , m a l at h i o n , p a rathion and para oxon) and carbamat e
insecticides (e. g. , a l d i c a r b, c a r b a ryl and pro p ox u r ) , bu t
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depending of the pesticide class, the mechanism of inhibi-
tion can be different. In case of the reaction with carbamates,
for example, the carbamylated enzyme is slowly hydrolyzed
spontaneously, so that the inhibition is partially reversible
[12]. 

Despite their low mammalian toxicity and re l at ive low
persistence in the environment, a suitable control of ChE-
inhibitor residues is need. For a long time, pH sensors were
used for monitoring the amount of acetic or bu t y ric acid
formed during hydrolysis of acetyl- or butyrylcholine, which
is pro p o rtional to the enzymatic activ i t y. Seve ral enzyme
immobilization techniques, including the use of crosslinking
with glutara l d e hyde and albumine [17,18], a c t ivated acry-
lamide-based prepolymers [19], covalent immobilization on
p re a c t ivated polyamide membrane [20], and glass beads
coated with AChE [21] were used. Some approaches using
salts of acetyl- or bu t y ry l ( t h i o ) choline (most commonly
iodide) as substrates have been proposed. In this case, after
enzyme inhibition, less thiocholine is produced, being the
potential then determined by the I−/I2 par [22].

With amperometric transducers, two types of biosensors
can be constructed. One possibility is based on choline oxi-
dase (ChOD) that cat a ly zes the ox i d ation of choline pro-
duced, according reaction below:

ChOD
CholCholine + 2O2 + H2O > Choline acetate + 2H2O2.

The consumption of ox y gen could be measured using a
Clark oxygen electrode, but more sensitive methods employ
platinum electrodes for monitoring the production of hydro-
gen peroxide we re described [12]. Both ChOD and ChE
could be coimmobilized in the same PVA layer prep a re d
either on a supporting membrane [23], or on a surface of a
carbon fiber [24], but coimmobilization was also performed
in gelatine [25] and acetylcellulose layers [26,27]. 

The second alternative is by using only ChE enzymes,
and in this case acethylthiocholine iodide has been preferred
as substrate. As suitable electrodes, either platinum, graphite
or graphite ep oxy composite with entrapped ChEs we re
rep o rted [28-30]. The composites based on carbon paste
modified with cobalt (II) phytalocyanine have been prepared
by print screen techniques and have shown to be rep ro-
ducible and sensitive [31,32]. 

Anticholinesterase compounds have been determined in a
few food matrices, and here we will include drinking waters
as a food category [33,34]. Table I summarizes some appli-
cations for the ChE-based biosensors in food analysis. La
Rosa et al. [35] detected the presence of some ChE-
inhibitors in samples of fruits and vegetables by employing
an amperometric biosensor and measuring the relative inhi-
bition caused by organophosphorus. Since the determination
of polar compounds in vegetable matrices is often accom-
panied of previous extraction/clean up procedures, and con-
sequently the final extract must be obtained by dissolution
of the pesticide residues in organic solvents, Mionetto et al.
[36] studied the effect of different solvents on the ChE activ-
ity. They observed that the stability of free AChE strongly
decreased in all water-miscible solvents (methanol, ethanol,
a c e t o n i t ri l e, bu t a n o l ) , wh e reas with immobilized enzymes
this effect was less pronounced, specially after incubation of
the enzyme with acetonitrile and butanol. Recently, Garcia
and Marty [37] modified chemically the AChE (from elec-

tric eel) with methoxypolyethylene glycol (mPEG) in order
to increase the tolerance of the enzyme to organic solvents.
The authors noticed that with this procedure the enzymatic
activity was preserved but, in contrast, enzyme thermosta-
bility decreased. Skládal et al. [38] applied the well-known
methodology optimized by De Kok [39] for the determina-
tion of N-methylcarbamate (NMC) insecticides in some crop
samples and found a good correlation between biosensor and
LC analysis of carbofuran in samples of potatoes without no
sample pretreatment. Also, Nunes et al. [40] used CoPC-
modified sensors containing immobilized ChEs to screening
NMCs in untreated crop samples. The biosensor method was
favo rably compared to a HPLC method. The authors
observed that the for most NMCs, the inhibition curves have
exhibited a sigmoidal shape as showed in figure 1. For this
reason, the pesticide recoveries calculated from linear curves
were lower when compared with those obtained from sig-
moidal inhibition curves. 

Analysis of other classes of pesticides

Other classes of pesticides have also been determined by dif-
fe rent electro chemical ap p ro a ches. For ex a m p l e, s eve ra l
photosynthetic cyanobacteria-based sensors were developed
by Rawson et al. [41] for the detection of a wide range of
herbicides with sites of action on the photosynthetic electron
transport chain. Purcell and Carpentier [42] constructed a
biosensor based on immobilized thylakoids in order to mea-
s u re the pert u r b ation of photosynthetic activity by anodic
oxidation of hydrogen peroxide. Wiegand-Rosinus et al. [43]
demonstrated that the dithiocarbamate fungicides act in liv-
ing organisms by inhibiting the aldehyde dehy d roge n a s e
enzymes wh i ch are invo l ved in the biosynthesis of the
branched amino-acids valine, leucine and isoleucine. With
amperometric biosensors, the decreased current signal can
be monitored and the relative inhibition measured [44]. In
the same mode, sulfonylurea herbicides can be detected at
trace levels through inhibition of the enzyme acetolactase
synthase [45]. Detection and sensitivity tests have been 
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Figure 1. Calibration curve for methomyl constructed by using
ChE-based amperometric biosensro s . AChE - Acetylch o l i n -
esterase from electric eel (ee) and bovine ery t h ro cyte (be);
BChE - butyrylcholinesterase from horse serum (hs) and human
serum (hu). M o d i f i e r : C o P C ; S u b s t r a t e : a c e t hy l t h i o ch o l i n e
iodide; Applied potential: + 0.35 V vs. Ag/AgI. (from Ref. [40]).



carried out with such systems, but the assays have been still
performed with standard solutions. 

Conclusions and future trends 
in pesticide detection

Several electrochemical approaches developed for the analy-
sis of pesticides in food mat rices we re discussed in this
overview. Thus, biosensors based on cholinesterases, alde-
hyde dehydrogenases and acetolactase synthase, used for the
detection of orga n o p h o s p h o ru s / c a r b a m at e, d i t h i o c a r b a m at e
and sulfonylurea pesticides, respectively, were presented.

D i ffe rent immobilization techniques for construction of
the sensors were developed in the last twenty years, but we
can observe that the use of mediated electrodes is today an
exigency in this field, since the reliability of the measure-
ments is undoubtedly higher if the electron transfer is of
some mode favored.

Biosensor determination of contaminants, such as pesti-
c i d e s , in non-aqueous media have also been perfo rm e d
through of modifications in the enzyme structures. Thus, the
determinations of low concentration residues of pesticides
have been performed in presence of organic solvents, but
improvements are still necessary in order to overcome the
p ro blem of interfe rences present in real samples. On the
other hand, analytical methodologies based on direct amper-
ometric detection of some contaminants in food and crop
samples have been developed and favo rably compared to
well-established analytical methods. Although with careful
electrode preparation direct enzymatic reaction in presence
of real samples had been achieved, new strategies for sam-
ple interference minimization must be investigated.

With the advances in biosensor tech n o l ogy, in a near
future reliable systems for food analysis based on biological
recognition elements combined with suitable polymers will

be available. Such systems will allow both diffusion of the
substrates and rapid electron transfer, and then will be pos-
sible to fashion suitable sensors that are more sensitive, yet
robust; inexpensive, yet selective. But there is still a long
way to go through, and a feedback of improvements and new
applications are very important in order to further develop
this tool for food quality control.
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