
HAL Id: hal-03866915
https://univ-perp.hal.science/hal-03866915

Submitted on 23 Nov 2022

HAL is a multi-disciplinary open access
archive for the deposit and dissemination of sci-
entific research documents, whether they are pub-
lished or not. The documents may come from
teaching and research institutions in France or
abroad, or from public or private research centers.

L’archive ouverte pluridisciplinaire HAL, est
destinée au dépôt et à la diffusion de documents
scientifiques de niveau recherche, publiés ou non,
émanant des établissements d’enseignement et de
recherche français ou étrangers, des laboratoires
publics ou privés.

Monoclonal antibody-based immunosensor for the
electrochemical detection of chlortoluron herbicide in

groundwaters
Anaïs Surribas, Lise Barthelmebs, Thierry Noguer

To cite this version:
Anaïs Surribas, Lise Barthelmebs, Thierry Noguer. Monoclonal antibody-based immunosensor for the
electrochemical detection of chlortoluron herbicide in groundwaters. Biosensors, 2021, 11 (12), pp.513.
�10.3390/bios11120513�. �hal-03866915�

https://univ-perp.hal.science/hal-03866915
https://hal.archives-ouvertes.fr


 
 

 
 

 
Biosensors 2021, 11, x. https://doi.org/10.3390/xxxxx www.mdpi.com/journal/biosensors 

Article 1 
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Abstract: Chlortoluron (3-(3-chloro-p-tolyl)-1,1-dimethyl urea) is a herbicide widely used in substi- 9 
tution to isoproturon to control grass weed in wheat and barley crops. Chlortoluron has been de- 10 
tected in groundwaters for more than 20 years, and dramatic increases in concentrations are ob- 11 
served after intense rain outbreaks. In this context, we have developed an immunosensor for the 12 
determination of chlortoluron based on competitive binding of specific monoclonal antibodies on 13 
chlortoluron and immobilized biotinylated chlortoluron, followed by electrochemical detection on 14 
screen-printed carbon electrodes. The optimized immunosensor exhibited a logarithmic response in 15 
the range 0.01 - 10 µg.L-1, with a calculated detection limit (LOD) of 22.4 ng.L-1 , which is below the 16 
maximum levels allowed by the legislation (0.1 µg.L-1). The immunosensor was used for the deter- 17 
mination of chlortoluron in natural groundwaters, showing the absence of matrix effects. 18 

Keywords: Chlortoluron; Immunosensor; Screen-printed electrodes; Competitive detection; Chron- 19 
oamperometry 20 

 21 

1. Introduction 22 

The use of pesticides have exponentially increased since their creation to improve crop 23 
yields, in response to constant increase in world population [1,2]. Currently, the sale of 24 
pesticides remains stable at around 350,000 tons per year in the European Union, of which 25 
23,000 tons for France (EUROSTAT 2019; [3]). Herbicides account for about 48% of the 26 
total pesticides usage [4]. Agricultural practices associated to the use of herbicides leads 27 
to the contamination of environmental resources, and more specifically groundwaters. 28 
The transfer of herbicides to groundwaters is occurred mainly by run-off and leaching of 29 
agricultural soil and is affected by many factors relative to the chemical nature of active 30 
substances, soil composition and climatic conditions [5]. Since groundwater is one of the 31 
main resources for drinking water production, the knowledge of herbicide transfers and 32 
fate in the environment is essential to assess and reduce the potential risks. Various indi- 33 
cators able to describe the environmental impact of pesticides have been developed in 34 
Europe which are useful for regulatory purposes to mitigate the use and sale of herbicides 35 
[6]. According to the Herbicide Resistance Action Committee (HRAC), herbicides are clas- 36 
sified according to their mode of action into 23 groups and subgroups. Phenylurea herbi- 37 
cides (PUs), commercialized since 1950 and classified into HRAC group C2, are known to 38 
induce photosynthesis inhibition [7], by blocking the electron transfer at the level of the 39 
D1 protein of the photosystem II. PUs are selective herbicides mostly used for pre- or post- 40 
emergence control of annual grasses and broad-leaved weeds in cereal, fruit and cotton 41 
fields [8]. Due to their persistence and moderate mobility, most PUs have a high risk of 42 
groundwater contamination [9]. Among them, chlortoluron (3-(3-chloro-p-tolyl)-1,1-di- 43 
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methyl urea) (Figure 1) developed by Ciba Geigy in 1969 [10] and approved by the Euro- 44 
pean Commission in March 1st, 2006, is nowadays widely used in France instead of iso- 45 
proturon, to control grass weed in cereal, cotton and fruit crops [11].  46 

 47 

Figure 1. Molecular structure of chlortoluron herbicide. 48 

Chlortoluron has been detected in groundwaters for more than 20 years, and dramatic 49 
concentration increases have been observed during years with the most rainfall events 50 
[12]. Recently, concentrations of 0.14 µg.L-1 were reported in surface waters close to oyster 51 
farms in the Pertuis Charentais (France) [13]. Many regulations and directives have been 52 
established by the European Commission to monitor and control water quality. The Di- 53 
rective 98/83/EC (EC 1998), that concerns the quality of water intended for human con- 54 
sumption, sets threshold values of 0.1 µg.L-1 for individual pesticides and their relevant 55 
metabolites and 0.5 µg.L-1 for the total amount of pesticides [14,15]. Monitoring studies 56 
are thus highly desired to verify whether the herbicide concentrations exceed these regu- 57 
latory threshold values.  Conventional methods for detecting herbicides in water are 58 
based on chromatographic techniques including gas chromatography and high perfor- 59 
mance liquid chromatography (HPLC) [16]. Due to the thermal instability of PUs, HPLC 60 
has been widely used for their detection in water samples [17,18]. Multiple detection 61 
methods coupled with HPLC have been reported based on either fluorescence [19] or ul- 62 
traviolet detection [20]. These techniques offer several advantages such as sensitivity, lim- 63 
its of detection (LOD) under the nanomolar range, specificity, and possibility of multi- 64 
analyte detection. However they are not suitable to field analysis since they require highly 65 
trained personnel and sophisticated equipment [21]. These limitations have led in the last 66 
decades to the emergence of alternative analytical tools including biosensors, which re- 67 
ceived most attention due to their ease of use, low cost, sensitivity, rapidity and portabil- 68 
ity, allowing on-site detection [22]. These devices are made of the close association of a 69 
sensitive biological element and a physical transducer allowing the conversion of the 70 
recognition event into a measurable signal.  71 

Due to the mode of action of PUs herbicides most biosensors designed for their detection 72 
were based on the measurement of photosynthesis inhibition using appropriate biological 73 
elements like whole photosynthetic cells, chloroplasts or thylakoids. For instance, an op- 74 
tical biosensor based on the measurement of chlorophyll fluorescence of isolated chloro- 75 
plasts was described for the detection of atrazine and diuron in drinking water at the sub- 76 
µg.L-1 level [23]. A similar sensor involving Chlorella vulgaris microalgae cells was de- 77 
scribed for the detection of simazine, atrazine, isoproturon and diuron, but LOD below 78 
the threshold value were observed for only diuron and isoproturon [24]. Three other mi- 79 
croalga species (Dictyosphaerium chlorelloides, Scenedesmus intermedius and Scenedesmus sp.) 80 
entrapped in silicate sol-gel matrices were used to simazine, atrazine, propazine, ter- 81 
buthylazine and linuron with LOD values 10-fold higher than legal limit [25]. Site-directed 82 
mutagenesis was used to modify the D1 protein QB pocket of Chlamydomonas reinhardtii 83 
unicellular green alga, allowing the detection of three triazine (atrazine, prometryne and 84 
terbuthylazine) and two PUs (diuron and linuron) at nM level (sub-µg.L-1) [26]. Despite 85 
their relative sensitivity, most of the biosensors based on photosynthesis inhibition suffer 86 
from poor specificity, due to the fact that both PUs and triazines herbicides are likely to 87 



Biosensors 2021, 11, x FOR PEER REVIEW 3 of 14 
 

be detected by these devices. To tackle this drawback, immunosensors have been devel- 88 
oped coupling exploiting the remarkable affinity of monoclonal antibodies with the sen- 89 
sitivity of optical or electrochemical detection. For instance, a reusable immunosensor was 90 
described for direct detection of isoproturon based on Surface Plasmon Resonance (SPR) 91 
detection, with a LOD of 0.1 µg.L-1, corresponding to the threshold value [27]. An electro- 92 
chemical immunosensor was developed for diuron based on competitive detection using 93 
Prussian blue-modified gold electrodes coated with a protein-hapten conjugate [28].  A 94 
similar system involving screen-printed carbon electrodes (SPCE) and amperometric de- 95 
tection was also described for detecting isoproturon, with a LOD of 0.84 µg.L-1 [29]. An 96 
impedimetric immunosensor was later developed based on SPCE modified with gold na- 97 
noparticles; the system allowed the direct non-competitive detection of diuron with a 98 
LOD of 5.46 µg.L-1 [30].   99 

To the best of our knowledge, no immunosensor has been reported to date for the specific 100 
detection of chlortoluron, only a colorimetric competitive ELISA was described showing 101 
a cross-reactivity for other PUs (chlorbromuron, isoproturon and metoxuron) [31]. The 102 
aim of this study was to develop an immunosensor based on an indirect competitive for- 103 
mat using a new monoclonal antibody specific to chlortoluron. As presented in figure 2, 104 
the method was based on the competitive binding of primary monoclonal antibodies with 105 
biotinylated chlortoluron immobilized on the streptavidin-coated surface and free chlor- 106 
toluron. After elimination of chlortoluron-bound primary antibodies, secondary antibod- 107 
ies labelled with horseradish peroxidase (HRP) were allowed to react with surface bound 108 
primary antibodies, and the binding reaction was revealed in presence of the HRP co- 109 
substrates H2O2 and 3,3',5,5'-tetramethylbenzidine (TMB). The formation of oxidized TMB 110 
was detected either by colorimetric or electrochemical methods. 111 

 112 

Figure 2. Description of the indirect detection based on the competition between immobilized con- 113 
jugated chlortoluron and free chlortoluron for their binding to primary antibody. 114 

An indirect colorimetric immunoassay was first developed and the method was trans- 115 
ferred towards electrochemical analysis using SPCE as transducer. Chronoamperometry 116 
was used to investigate the response of the electrochemical immunosensor using the same 117 
labelled system. The proposed immunosensor was then used for the detection of chlorto- 118 
luron in natural groundwater samples.  119 

2. Materials and Methods 120 
2.1. Reagents and solutions  121 
A standard solution of chlortoluron at 100 µg.mL-1 in methanol was purchased from Clu- 122 
zeau, diluted solutions were prepared in PBS 1X buffer, pH 7.4. PBS 1X buffer was ob- 123 
tained by mixing 10 mmol.L-1 sodium hydrogen phosphate, 1.76 mmol.L-1 monopotassium 124 
phosphate, 137 mmol.L-1 sodium chloride and 2.7 mmol.L-1 potassium chloride. Electrode 125 
treatment solution was composed of sulphuric acid 0.5 mol.L-1 and potassium chloride 0.1 126 
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mol.L-1. The “diazonium” solution was freshly prepared in 0.5 mol.L-1 hydrochloric acid 127 
solution by mixing 10 mmol.L-1 of 4-aminobenzoic acid and 10 mmol.L-1 of sodium nitrite. 128 
Different concentrations of streptavidin (from Streptomyces avidinii) were diluted in 129 
HEPES buffer (0.1 mol.L-1, pH 8). “TMB liquid substrate” was a ready-to-use solution con- 130 
taining H2O2 and 3,3',5,5'-tetramethylbenzidine (TMB) HRP co-substrates. Blocking buffer 131 
was composed of either 1% or 3% Bovine Serum Albumin (BSA) in PBS 1X. Microplate 132 
washing buffer was prepared with 0.1% Tween 20 in PBS 1X. All the aforementioned com- 133 
pounds were purchased from Sigma Aldrich. The activation solution was freshly pre- 134 
pared by mixing 0.1 mol.L-1 EDC and 25 mmol.L-1 NHS in MES buffer (0.1 mol.L-1, pH 5.5), 135 
purchased from Alfa Aesar.  136 
The synthesis of conjugated chlorotoluron-(PEG2-ethylamine)-biotin was performed in 137 
collaboration with Chimiothèque, UMR 5246-ICBMS, Université Claude Bernard Lyon 1 138 
(Villeurbanne, France). Solutions of this compound were prepared in carbonate buffer 0.1 139 
mol.L-1, pH 9 containing 0.1 mol.L-1 sodium bicarbonate and 0.01 mol.L-1 sodium car- 140 
bonate.  141 
Mouse monoclonal antibodies against chlortoluron (anti-ChlT-mAb) were especially pro- 142 
duced for this study by Proteogenix (Schiltigheim, France). The secondary antibody was 143 
a peroxidase-bound anti-mouse IgG- antibody produced in rabbit (anti-IgG-HRP Ab) 144 
(Sigma Aldrich). Solutions of both antibodies were freshly prepared in PBS 1X containing 145 
1% BSA (Sigma Aldrich).  146 
 147 
2.2. Groundwater samples preparation 148 
Groundwater samples were filtered through 0.2 µm syringe filters (Supor® membrane, 149 
hydrophilic polyethersulfone) and stored at 4°C before use. Each sample was spiked with 150 
chlortoluron solution at 100 µg.L-1, and diluted successively with filtered water. Diluted 151 
samples were stocked at 4°C in amber glass bottles. 152 
 153 
2.3. Materials 154 
SPCEs were fabricated using a semiautomatic DEK 248 screen-printing system (Model 155 
248CF; DEK, England). One SPCE was composed of a three-electrode system including a 156 
graphite working electrode (4 mm diameter circle), a graphite auxiliary electrode (16 mm 157 
× 0.8 mm curved line) and an Ag/AgCl pseudo-reference electrode (5 mm × 1.5mm straight 158 
line). The working and auxiliary electrodes were screen-printed using Electrodag 423 SS 159 
graphite paste (Scheemda; Netherlands) and the reference electrode using Ag/AgCl paste 160 
(Acheson Electrodag 6037 SS, Scheemda, Netherlands). 161 
Electrochemical treatments and measurements were performed using a MULTI AU- 162 
TOLAB M204 potentiostat/galvanostat (Metrohm; Netherlands) controlled by NOVA 2.1 163 
Software and a Multi Potentiostat µStat 8000P potentiostat/galvanostat (Dropsens; Spain) 164 
controlled by DropView 8400 Software.  165 
Colorimetric measurements were performed with an Epoch 2 Microplate Spectrophotom- 166 
eter (EPOCH2TC, BioTek Instruments; USA). Nunc Maxisorp 96-well polystyrene micro- 167 
plates used for colorimetric assays were purchased from Thermofisher Scientific. 168 
 169 
2.4. Development of chlortoluron detection tools 170 
2.4.1.  Colorimetric immunoassay 171 
Firstly, 100 µL of streptavidin solution were deposited in the microplate wells. After 90 172 
min of incubation the solution was removed, and 100 µL of biotinylated chlortoluron so- 173 
lution were incubated during 60 min at 37°C. To avoid unspecific interactions, 300 µL of 174 
blocking buffer containing 3% BSA were added in each well and incubated for 120 min at 175 
room temperature. 150 µL of anti-ChlT-mAb and 150 µL of chlortoluron solutions (assay) 176 
or PBS 1X (positive control) were mixed in a microtube and incubated during 30 min at 177 
37°C. 100 µL of this mixture were then added in each well and incubated 60 min at 37°C 178 
with immobilized chlortoluron. Next, 100 µL of anti-IgG-HRP Ab solution were allowed 179 
to react in each well for 30 min. Finally, the binding reaction was revealed using 100 µL 180 
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of TMB liquid substrate. The absorbance of oxidized TMB was read at 630 nm after 10 min 181 
incubation at 37°C. All the incubations were carried out protected from light under orbital 182 
stirring at 350 rpm. Washing of microplate wells was performed between each step using 183 
3 x 300 µL of washing buffer. All measurements were done in triplicate.  184 
 185 
2.4.2. Electrochemical immunosensor  186 
Electrode modification was adapted from the protocol described by Istamboulie et al [32]. 187 
Firstly, each electrode was covered with 100 µL of treatment solution and subjected to 188 
electrochemical pre-treatment by carrying out 5 consecutive cyclic voltammetry scans be- 189 
tween +1.0 and -1.5 V vs Ag/AgCl at 100 mV.s-1. 100 µL of “diazonium” solution was 190 
dropped on each electrode and let to react during 5 min at room temperature. Surface 4- 191 
carboxyphenyl groups were then generated by linear sweep voltammetry from +0.4 to - 192 
0.6 V vs Ag/AgCl (scan rate 50 mV.s-1). 50 µL of the activation solution containing EDC 193 
and NHS were then incubated during 60 min, and streptavidin immobilization was ob- 194 
tained after incubation of 20 µL of streptavidin solution during 60 min at 4°C in the dark. 195 
After streptavidin immobilization, 20 µL of biotinylated chlortoluron solution were al- 196 
lowed to react during 60 min at 4°C on the working electrode surface. In order to saturate 197 
unbound reactive groups 50 µL of blocking buffer containing 1% BSA was incubated dur- 198 
ing 60 min. 100 µL of anti-ChlT-mAb and 100 µL of chlortoluron solutions (assay) or PBS 199 
1X (positive control) were mixed in a microtube and incubated during 30 min at 37°C. 50 200 
µL of this mixture were then dropped on the working electrode and incubated for 60 min. 201 
Next, 100 µL of anti-IgG-HRP Ab solution were allowed to react for 30 min, and 40 µL of 202 
TMB liquid substrate were added on electrode. After 1 minute of reaction, a potential of - 203 
0.2 V vs Ag/AgCl was applied during 65 s and the current resulting from the reduction of 204 
oxidized TMB was concomitantly recorded. Washing of electrode surface was performed 205 
between each step using 3 x 1 mL of PBS 1X. If not specified, incubations were done at 206 
room temperature. All assays were performed in triplicate. 207 
 208 
2.5. Data processing for the determination of the methods sensitivity 209 
As described in previous section the signal values resulted either from colorimetric im- 210 
munoassays or chronoamperometric immunosensors. Signal values were expressed as av- 211 
erages of triplicate assays. Three negative controls were performed by measuring the sig- 212 
nal in absence of streptavidin, immobilized chlortoluron and primary antibodies, respec- 213 
tively.  The positive control was performed in absence of chlortoluron. For each optimi- 214 
zation step, the ratio between positive control and negative controls signal values was 215 
taken into account to determine optimum conditions. The signal values of positive con- 216 
trols and assays were corrected from the mean value of negative controls. The percentage 217 
of binding (%B/B0) was then calculated for each chlortoluron concentration by dividing 218 
the corrected signal value of assay by the corrected value of positive control.  219 
Calibration curves representing %B/B0 versus chlortoluron concentrations were plotted 220 
and fitted using Origin Pro 8.6 software (Origin Lab Corporation, Northampton, MA, 221 
USA). The limit of detection (LOD) was defined as the chlortoluron concentration induc- 222 
ing a binding decrease of 20%, with a maximum standard deviation of 7%. 223 

3. Results and discussion 224 

3.1. Development of the colorimetric immunoassay  225 

3.1.1. Optimization of reagents concentrations 226 

Preliminary colorimetric assays were performed to test the affinity of the primary anti- 227 
body for the biotinylated chlortoluron immobilized in the wells. For this purpose, wide 228 
concentration ranges of primary monoclonal antibody and conjugated chlortoluron were 229 
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tested. Streptavidin and secondary antibody concentrations were set at 5 and 2 µg.mL-1, 230 
respectively (Fig. 3). 231 

 232 

Figure 3. Absorbances measured using microplates coated with biotinylated chlortoluron (ChlT- 233 
Bio) at different concentrations (0.02, 0.2, 1 µg.mL-1) and using increasing concentrations of mono- 234 
clonal antibody (Anti-ChlT-mAb) (0.1, 0.16, 0.3, 0.6 µg.mL-1) 235 

The measured absorbance values increased when increasing the concentrations of anti- 236 
body up to 0.3 µg.mL-1. It was shown that a concentration of biotinylated chlortoluron of 237 
0.02 µg.mL-1 was sufficient to achieve a convenient coating of microplate wells, as no in- 238 
crease of absorbance was observed using higher concentrations. Maximum absorbance 239 
values were observed using concentrations of antibodies higher than 0.3 µg.mL-1, but sig- 240 
nificant absorbance values of 2.5 were achieved using a concentration of 0.16 µg.mL-1, 241 
whatever the concentration of biotinylated chlortoluron used. With the aim of developing 242 
a competitive assay, the lowest concentrations of biotinylated chlortoluron giving a sig- 243 
nificant response were then optimized.  First competition assays were thus carried out 244 
using antibody at 0.16 µg.mL-1 and biotinylated chlortoluron at either 0.005 or 0.01 µg.mL- 245 
1. Absorbance values measured after incubation with chlortoluron at concentrations rang- 246 
ing from 0.05 at 50 µg.L-1 are shown in Figure 4.  247 

 248 
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Figure 4. Absorbance measurements at 630 nm obtained after incubation of monoclonal antibody at 249 
0.16 µg.mL-1 with chlortoluron at concentrations ranging from 0.05 at 50 µg.L-1, and using two con- 250 
centrations of biotinylated chlortoluron (ChlT-Bio) (0.005 and 0.01 µg.mL-1) (assays in triplicate). 251 

No significant differences were observed using the two concentrations of biotinylated 252 
chlortoluron tested. For a chlortoluron concentration of 1 µg.L-1, absorbance values of 0.83 253 
and 1.01 (%B/B0 of 81.5% and 87.6%) were obtained using biotinylated chlortoluron con- 254 
centrations of 0.005 and 0.01 µg.mL-1, respectively, but higher standard deviations were 255 
observed using a concentration of 0.01 µg.mL-1. According to these results, subsequent 256 
competition tests were carried out using concentrations of 0.005 µg.mL-1, 0.16 µg.mL-1 and 257 
1 µg.mL-1 for biotinylated chlortoluron, monoclonal antibody and secondary antibody, 258 
respectively.  259 

3.1.2. Immunoassay detection of chlortoluron 260 

A range of free chlortoluron concentrations between 0.05 to 500 µg.L-1 was tested to deter- 261 
mine the sensitivity of the proposed immunoassay. The %B/B0 ratio was calculated based 262 
on the absorbance values measured for each chlortoluron concentration, as described in 263 
2.5. Absorbance values obtained for the positive and the three negative controls (mean 264 
value) were 1.19 and 0.07 respectively. A decrease in absorbance was observed while in- 265 
creasing the chlortoluron concentration, starting at 1 µg.L-1 (OD =1.08, %B/B0=90.3%). The 266 
calibration curve (Fig. 5) was drawn and fitted by non-linear regression using the follow- 267 
ing four-parameter Logistic equation (Origin Pro 8.6 software): 268 

 269 

 270 

where y is the %B/B0 for each chlortoluron concentration, A2 is the highest percentage of 271 
binding value, A1 is the lowest percentage of binding value, x is the chlortoluron concen- 272 
tration, x0 is the EC50 value (chlortoluron concentration inducing a 50% decrease of the 273 
signal) and p is the slope at the inflexion point of the sigmoidal curve [33].  274 

 275 

Figure 5. Calibration curve (R² = 0.999) showing %B/B0 versus chlortoluron concentrations, ob- 276 
tained with chlortoluron concentrations of 0; 0.05; 0.1; 0.5; 1; 5; 10; 50; 100 and 500 µg.L-1. 277 

𝑦 = 𝐴! + 	
𝐴" − 𝐴!
1+( 𝑥𝑥#

)$
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LOD of 2.7 µg.L-1 and EC50 of 8.8 µg.L-1 were calculated as the chlortoluron concentrations 278 
leading to %B/B0 values of 80% and 50%, respectively, using the following equation: 279 

%𝐵 𝐵!⁄ = 0.32 + 	
99.79 − 0.32

1+( 𝐿𝑂𝐷8.760)
"."$

 280 

Even though the sensitivity of the immunoassay did not allow reaching the critical value 281 
of 0.1 µg.L-1 these first results validated the format of the competitive method proposed 282 
in this work. 283 

3.1.3. Cross-reactivity study 284 

In order to assess its specificity, the optimized immunoassay was tested in presence of 285 
several herbicides including another substituted phenylurea (diuron), a substituted urea 286 
(tebuthiuron), a sulfonylurea (triflusulfuron), 3 chloroacetamides (metazachlor, di- 287 
methachlor, pethoxamid) and a diazine (bentazone). The potential cross-response was 288 
tested using pesticides concentrations of 0.5 and 5 µg.L-1. Figure 6 shows the relative re- 289 
sponse obtained for each herbicide compared to chlortoluron. As expected, due to its very 290 
similar structure diuron responded in the same manner as chlortoluron, especially when 291 
using high concentration (5 µg.L-1). However, the risk of cross-reaction in real analysis is 292 
minimized since diuron was banned for agricultural use since 2003. Concerning the other 293 
molecules tested, a significant relative response was observed only when using metaza- 294 
chlor and dimethachlor at 5 µg.L-1. However such concentration is not commonly found 295 
in groundwaters.  296 

 297 

Figure 6. Relative response obtained in the presence of several herbicides compared to chlorto- 298 
luron at concentrations of 0.5 and 5 µg.L-1. 299 

 300 

3.2. Development of the electrochemical immunosensor 301 

3.2.1. Electrochemical characterization of TMB on SPCE 302 

In immunosensor format, the detection of HRP-labelled secondary antibody was based on 303 
the electrochemical reduction of TMB oxidized by enzymatic reaction. Cyclic voltammetry 304 
(CV) was used to investigate the electrochemical characteristics of TMB on a SPCE, by 305 
scanning the potential between +1.0 and -1.0 V vs Ag/AgCl at a scan rate of 50 mV.s-1 (Fig. 306 



Biosensors 2021, 11, x FOR PEER REVIEW 9 of 14 
 

S1, supplementary data).  As previously described in literature, TMB undergoes a two- 307 
electron oxidation-reduction process [34], which is characterized in our system by two 308 
oxidation peaks at 303 mV and 540 mV vs Ag/AgCl, and two reduction peaks at 198 mV 309 
and -50 mV vs Ag/AgCl. Based on these observations, an applied potential of -200 mV vs 310 
Ag/AgCl was chosen for subsequent chronoamperometric experiments, with the aim of 311 
reducing efficiently the oxidized TMB formed on the electrode surface. Such detection 312 
mode was previously described in literature for the development of immunosensors and 313 
genosensors [35 – 39]. 314 

3.2.2. Optimization of reagents concentrations 315 

The transfer from immunoassays to immunosensor technology requires optimization of 316 
various parameters. Measurements were first performed for optimizing the concentra- 317 
tions of streptavidin and biotinylated chlortoluron used for working electrode modifica- 318 
tion. These assays were carried out with concentrations of monoclonal and secondary an- 319 
tibody at 3 and 2 µg.mL-1, respectively. Results showed that using a streptavidin concen- 320 
tration of 5 µg.mL-1 was sufficient to obtain a correct electrode coating, in such a manner 321 
that the ratio between positive and negative controls was higher than 5, whatever the con- 322 
centration of biotinylated chlortoluron used (Fig S2, supplementary data). Based on the 323 
fact that low concentrations of biotinylated chlortoluron and antibody are mandatory for 324 
developing a sensitive immunosensor, concentrations of streptavidin and biotinylated 325 
chlortoluron of 5 µg.mL-1 were selected for carrying out assays using primary antibody at 326 
concentrations of 0.6 and 3 µg.mL-1. Competition was performed in presence of chlorto- 327 
luron at either 1 or 10 µg.L-1 (Fig. 7).  328 

 329 

Figure 7. Relative response showing %B/B0 obtained in presence of antibody (Anti-ChlT-mAb) at 330 
0.6 and 3 µg.mL-1, in presence of chlortoluron at 1 or 10 µg.L-1. Streptavidin and biotinylated chlor- 331 
toluron concentrations were set at 5 µg.mL-1. 332 

As shown in figure 7, a dramatic decrease of the sensor response was observed in presence 333 
of chlortoluron at 10 µg.L-1, more particularly using an antibody concentration of 0.6 334 
µg.mL-1. However, such significant decrease was not obtained using a chlortoluron con- 335 
centration of 1 µg.L-1, which corresponds to the targeted threshold value. In order to im- 336 
prove the sensitivity of the developed immunosensor, additional experiments were per- 337 
formed using lower concentrations of biotinylated chlortoluron (0.1 and 0.05 µg.mL-1), the 338 
concentration of antibody being set at 0.6 µg.mL-1 (Fig. 8). While high standard deviations 339 
were observed using electrodes coated with 0.1 µg.mL-1 of biotinylated chlortoluron, a 340 
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lower variability was achieved using a concentration of 0.05 µg.mL-1. In these conditions 341 
chlortoluron at 1 µg.L-1 and 10 µg.L-1 led to relative binding values (%B/B0) of 63.5% and 342 
23%, respectively. Based on these results, next experiments were carried out with elec- 343 
trodes coated with 0.05 µg.mL-1 of biotinylated chlortoluron, while competition was per- 344 
formed with a 0.6 µg.mL-1 antibody solution. 345 

 346 

Figure 8. Relative response showing %B/B0 obtained for chlortoluron detection (1 µg.L-1 and 10 µg.L- 347 
1) using electrodes coated with biotinylated chlortoluron (ChlT-Bio) at 0.05 or 0.1 µg.mL-1. Streptav- 348 
idin and primary antibody concentrations were fixed at 5 µg.mL-1 and 0.6 µg.mL-1, respectively.  349 

3.2.3. Immunosensor calibration  350 

Immunosensor measurements were carried out using chlortoluron concentrations rang- 351 
ing from 0 to 10 µg.L-1. The chronoamperograms recorded for assays, positive control and 352 
negative controls are presented in Figure 9.A. It can be seen that an increase in chlorto- 353 
luron concentration leads to a decrease of the measured current. In absence of chlorto- 354 
luron the intensity of reduction current was -1.51 µA while for 10 µg.L-1 chlortoluron it 355 
was -0.64 µA. Using a concentration of 0.1 µg.L-1, the measured current value was -1.17 356 
µA, corresponding to a %B/B0 ratio of 71.6%. The average value of the three negative con- 357 
trols was -0.33 µA. These data allowed drawing a calibration curve representing %B/B0 358 
values versus chlortoluron concentrations (Fig. 9.B), whose equation was obtained by lin- 359 
ear regression (least squares method) using Origin Pro software: 360 

%𝐵 𝐵!⁄ = 	50.25 − 7.83	 × 	𝑙𝑛[𝐶ℎ𝑙𝑇] 361 
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 362 

 Figure 9. A. Chronoamperograms recorded after incubation with chlortoluron concentrations at 0 363 
(positive control), 0.01, 0.1, 1 and 10 µg.L-1. Applied potential -0.2 V vs Ag/AgCl. Negative controls 364 
measured without streptavidin, conjugated chlortoluron and primary antibody, respectively. B. 365 
Calibration curve presenting %B/B0 versus chlortoluron concentrations (R² = 0.96). 366 

The above equation allowed calculating EC50 (%B/B0 = 50%) and LOD (%B/B0 = 80%) val- 367 
ues of 1.03 µg.L-1 and 22.4 ng.L-1, respectively. As expected, a highly sensitive response to 368 
chlortoluron was achieved with a detection limit approximately 120-fold lower than the 369 
colorimetric assay. These results confirmed the potential of the developed immunosensor 370 
for detecting chlortoluron at concentrations below the threshold value. 371 

3.2.4. Detection of chlortoluron in groundwater samples 372 

In order to assess potential matrix effects, the developed immunosensor was tested with 373 
natural groundwaters. Groundwater samples were first filtered on 0.2 µm membrane and 374 
tested before and after being spiked with known concentrations of chlortoluron. The re- 375 
sults were compared with those achieved using buffer as solvent (Fig. 10). 376 

  377 

Figure 10. Electrochemical measurements of chlortoluron diluted at 1 and 10 µg.L-1 in two ground- 378 
waters and in the reference buffer PBS 1X pH 7.4. 379 
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In presence of increasing concentrations of chlortoluron the value of %B/B0 decreased in a 380 
similar manner using either buffer or groundwaters as solvent (Fig. 10), showing that no 381 
matrix effect could be attributed the two different samples tested. The %B/B0 values ob- 382 
tained for 1 µg.L-1 chlortoluron were 71.3% and 58.2% for groundwaters 1 and 2, respec- 383 
tively, compared to 73.1% for buffer. The result obtained for groundwater 2 spiked with 384 
1 µg.L-1 chlortoluron could be explained by the presence of very low concentrations of 385 
chlortoluron in the original sample, in the µg.L-1 order, which could be responsible for the 386 
observed discrepancy 387 

4. Conclusions 388 

This work describes for the first time the development of an amperometric immunosensor 389 
for the sensitive detection of chlortoluron in waters intended for human consumption. 390 
New antibodies were successfully produced and used in combination with biotinylated 391 
chlortoluron for the development of a competitive immunoassay. The optimized im- 392 
munosensor allowed the detection of chlortoluron at concentrations ranging from 0.01 to 393 
10 µg.L-1, with a LOD of 22.4 ng.L-1. No matrix effects were observed when analysing nat- 394 
ural groundwaters spiked with fixed concentrations of chlortoluron. Considering that the 395 
maximal residue limit in drinking waters is 0.1 ng.L-1, and taking into account its good 396 
performance in terms of sensitivity, the developed biosensor appears as a promising tool 397 
for in-field determination of chlortoluron herbicide. 398 

  399 
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Author Contributions:  Experimental part, investigation, writing-original draft preparation, Anaïs 405 
Surribas; supervision, writing—review and editing, Lise Barthelmebs and Thierry Noguer. All au- 406 
thors have read and agreed to the published version of the manuscript.  407 

Funding: This work was supported by the Association Nationale de la Recherche et de la Technol- 408 
ogie (ANRT) in the frame of a CIFRE fellowship, under the convention number N° 2018/0220. 409 

Institutional Review Board Statement: Not applicable. 410 

Informed Consent Statement: Not applicable. 411 
 412 
Conflicts of Interest: The authors declare no conflict of interest. 413 

. 414 

References 415 
1. Brown, C.D.; van Beinum, W. Pesticide transport via sub-surface drains in Europe. Environ. Pollut. 2009, 157, 3314-3324, 416 

doi:10.1016/j.envpol.2009.06.029. 417 
2. Nsibande, S.A.; Forbes, P.B.C. Fluorescence detection of pesticides using quantum dot materials - A review. Anal. Chim. Acta 418 

2016, 945, 9-22, doi:10.1016/j.aca.2016.10.002. 419 
3. Silva, V.; Mol, H.G.J.; Zomer, P.; Tienstra, M.; Ritsema, C.J.; Geissen, V. Pesticide residues in European agricultural soils – A 420 

hidden reality unfolded. Sci. Total Environ. 2019, 653, 1532-1545, doi:10.1016/j.scitotenv.2018.10.441. 421 
4. Lushchak, V.I.; Matviishyn, T.M.; Husak, V. V.; Storey, J.M.; Storey, K.B. Pesticide toxicity: A mechanistic approach. EXCLI J. 422 

2018, 17, 1101-1136, doi:10.17179/excli2018-1710. 423 
5. Giuliano, S.; Alletto, L.; Deswarte, C.; Perdrieux, F.; Daydé, J.; Debaeke, P. Reducing herbicide use and leaching in agronomically 424 

performant maize-based cropping systems: An 8-year study. Sci. Total Environ. 2021, 788, 147695, doi:10.1016/j.sci- 425 
totenv.2021.147695. 426 



Biosensors 2021, 11, x FOR PEER REVIEW 13 of 14 
 

6. Reus, J.; Leendertse, P.; Bockstaller, C.; Fomsgaard, I.; Gutsche, V.; Lewis, K.; Nilsson, C.; Pussemier, L.; Trevisan, M.; Werf, H. 427 
Van Der; et al. Comparison and evaluation of eight pesticide environmental risk indicators developed in Europe and recom- 428 
mendations for future use. Agric. Ecosyst. Environ. 2002, 90, 177-187, doi:10.1016/S0167-8809(01)00197-9. 429 

7. Liu, J. Phenylurea Herbicides; Third Edit.; Elsevier Inc., 2010; Vol. Volume 2; ISBN 9780123743671. 430 
8. Agbaogun, B.K.; Fischer, K. Adsorption of phenylurea herbicides by tropical soils. Environ. Monit. Assess. 2020, 192, 212, 431 

doi:10.1007/s10661-020-8160-2. 432 
9. Hussain, S.; Arshad, M.; Springael, D.; Sorensen, S.R.; Bending, G.D.; Devers-lamrani, M.; Maqbool, Z.; Martin-laurent, F. Abi- 433 

otic and biotic processes governing the fate of phenylurea herbicides in soils: a review. Crit. Rev. Environ. Sci. Technol. 2015, 434 
45, 1-97, doi:10.1080/10643389.2014.1001141. 435 

10. Hong, M.; Ping, Z.; Jian, X. Testicular toxicity and mechanisms of chlorotoluron compounds in the mouse. Toxicol. Mech. Meth- 436 
ods 2007, 17, 483-488, doi:10.1080/15376510601166384. 437 

11. Valiente Moro, C.; Bricheux, G.; Portelli, C.; Bohatier, J. Comparative effects of the herbicides chlortoluron and mesotrione on 438 
freshwater microalgae. Environ. Toxicol. Chem. 2012, 31, 778-786, doi:10.1002/etc.1749. 439 

12. Baran, N.; Surdyk, N.; Auterives, C. Pesticides in groundwater at a national scale (France): Impact of regulations, molecular 440 
properties, uses, hydrogeology and climatic conditions. Sci. Total Environ. 2021, 791, 148137, doi:10.1016/j.sci- 441 
totenv.2021.148137. 442 

13. Bringer, A.; Thomas, H.; Prunier, G.; Dubillot, E.; Clérandeau, C.; Pageaud, M.; Cachot, J. Toxicity and risk assessment of six 443 
widely used pesticides on embryo-larval development of the Pacific oyster, Crassostrea gigas. Sci. Total Environ. 2021, 779, 444 
doi:10.1016/j.scitotenv.2021.146343. 445 

14. Gimsing, A.L.; Agert, J.; Baran, N.; Boivin, A.; Ferrari, F.; Gibson, R.; Hammond, L.; Hegler, F.; Jones, R.L.; König, W.; et al. 446 
Conducting groundwater monitoring studies in Europe for pesticide active substances and their metabolites in the context of 447 
Regulation (EC) 1107/2009; 2019; Vol. 14; ISBN 0000301901211. 448 

15. Pietrzak, D.; Kania, J.; Malina, G.; Kmiecik, E.; Wątor, K. Pesticides from the EU First and Second Watch Lists in the Water 449 
Environment. Clean - Soil, Air, Water 2019, 47, doi:10.1002/clen.201800376. 450 

16. Da Silva Sousa, J.; Do Nascimento, H.O.; De Oliveira Gomes, H.; Do Nascimento, R.F. Pesticide residues in groundwater and 451 
surface water: recent advances in solid-phase extraction and solid-phase microextraction sample preparation methods for mul- 452 
ticlass analysis by gas chromatography-mass spectrometry. Microchem. J. 2021, 168, 106359, doi:10.1016/j.microc.2021.106359. 453 

17. Guo, L.; Liu, J.; Li, J.; Hao, L.; Liu, W.; Wang, C.; Wu, Q.; Wang, Z. A core-shell structured magnetic covalent organic framework 454 
as a magnetic solid-phase extraction adsorbent for phenylurea herbicides. J. Chromatogr. A 2021, 1651, 462301, 455 
doi:10.1016/j.chroma.2021.462301. 456 

18. Li, Y.; George, J.E.; McCarty, C.L.; Wendelken, S.C. Compliance analysis of phenylurea and related compounds in drinking 457 
water by liquid chromatography/electrospray ionization/mass spectrometry coupled with solid-phase extraction. J. Chroma- 458 
togr. A 2006, 1134, 170-176, doi:10.1016/j.chroma.2006.08.081. 459 

19. Mughari, A.R.; Vázquez, P.P.; Galera, M.M. Analysis of phenylurea and propanil herbicides by solid-phase microextraction and 460 
liquid chromatography combined with post-column photochemically induced fluorimetry derivatization and fluorescence de- 461 
tection. Anal. Chim. Acta 2007, 593, 157-163, doi:10.1016/j.aca.2007.04.061. 462 

20. Lin, H.H.; Sung, Y.H.; Huang, S. Da Solid-phase microextraction coupled with high-performance liquid chromatography for 463 
the determination of phenylurea herbicides in aqueous samples. J. Chromatogr. A 2003, 1012, 57-66, doi:10.1016/S0021- 464 
9673(03)01169-5. 465 

21. Samsidar, A.; Siddiquee, S.; Shaarani, S.M. A review of extraction, analytical and advanced methods for determination of pes- 466 
ticides in environment and foodstuffs. Trends Food Sci. Technol. 2018, 71, 188-201, doi:10.1016/j.tifs.2017.11.011. 467 

22. Vigneshvar, S.; Sudhakumari, C.C.; Senthilkumaran, B.; Prakash, H. Recent advances in biosensor technology for potential ap- 468 
plications - an Overview. Front. Bioeng. Biotechnol. 2016, 4, 1-9, doi:10.3389/fbioe.2016.00011. 469 

23. Merz, D.; Geyer, M.; Moss, D.A.; Ache, H.J. Chlorophyll fluorescence biosensor for the detection of herbicides. Fresenius. J. 470 
Anal. Chem. 1996, 354, 299-305, doi:10.1007/s0021663540299. 471 

24. Védrine, C.; Leclerc, J.C.; Durrieu, C.; Tran-Minh, C. Optical whole-cell biosensor using Chlorella vulgaris designed for moni- 472 
toring herbicides. Biosens. Bioelectron. 2003, 18, 457-463, doi:10.1016/S0956-5663(02)00157-4. 473 

25. Peña-Vázquez, E.; Maneiro, E.; Pérez-Conde, C.; Moreno-Bondi, M.C.; Costas, E. Microalgae fiber optic biosensors for herbicide 474 
monitoring using sol-gel technology. Biosens. Bioelectron. 2009, 24, 3538-3543, doi:10.1016/j.bios.2009.05.013. 475 

26. Giardi, M.T.; Scognamiglio, V.; Rea, G.; Rodio, G.; Antonacci, A.; Lambreva, M.; Pezzotti, G.; Johanningmeier, U. Optical bio- 476 
sensors for environmental monitoring based on computational and biotechnological tools for engineering the photosynthetic 477 
D1 protein of Chlamydomonas reinhardtii. Biosens. Bioelectron. 2009, 25, 294-300, doi:10.1016/j.bios.2009.07.003. 478 

27. Gouzy, M.F.; Keß, M.; Krämer, P.M. A SPR-based immunosensor for the detection of isoproturon. Biosens. Bioelectron. 2009, 479 
24, 1563-1568, doi:10.1016/j.bios.2008.08.005. 480 

28. Sharma, P.; Sablok, K.; Bhalla, V.; Suri, C.R. A novel disposable electrochemical immunosensor for phenyl urea herbicide di- 481 
uron. Biosens. Bioelectron. 2011, 26, 4209-4212, doi:10.1016/j.bios.2011.03.019. 482 

29. Baskeyfield, D.E.H.; Davis, F.; Magan, N.; Tothill, I.E. A membrane-based immunosensor for the analysis of the herbicide iso- 483 
proturon. Anal. Chim. Acta 2011, 699, 223-231, doi:10.1016/j.aca.2011.05.036. 484 

30. Bhalla, V.; Sharma, P.; Pandey, S.K.; Suri, C.R. Sensors and Actuators B : Chemical Impedimetric label-free immunodetection of 485 
phenylurea class of herbicides. Sensors Actuators B. Chem. 2012, 171-172, doi:10.1016/j.snb.2012.06.058. 486 



Biosensors 2021, 11, x FOR PEER REVIEW 14 of 14 
 

31. Katmeh, M.F.; Aherne, G.W.; Stevenson, D. Competitive enzyme-linked immunosorbent assay for the determination of the 487 
phenylurea herbicide chlortoluron in water and biological fluids. Analyst 1996, 121, 1699-1703, doi:10.1039/AN9962101699. 488 

32. Istamboulié, G.; Paniel, N.; Zara, L.; Granados, L.R.; Barthelmebs, L.; Noguer, T. Development of an impedimetric aptasensor 489 
for the determination of aflatoxin M1 in milk. Talanta 2016, 146, 464-469, doi:10.1016/j.talanta.2015.09.012. 490 

33. Bettazzi, F.; Natale, A.R.; Torres, E.; Palchetti, I. Glyphosate determination by coupling an immuno-magnetic assay with elec- 491 
trochemical sensors. Sensors 2018, 18, 2965, doi:10.3390/s18092965. 492 

34. Marquez, L.A.; Dunford, H.B. Mechanism of the oxidation of 3,5,3’,5’-tetramethylbenzidine by myeloperoxidase determined by 493 
transient- and steady-state kinetics. Biochemistry 1997, 36, 9349-9355, doi:10.1021/bi970595j. 494 

35. Pérez-Fernández, B.; Mercader, J. V.; Checa-Orrego, B.I.; De La Escosura-Muñiz, A.; Costa-García, A. A monoclonal antibody- 495 
based immunosensor for the electrochemical detection of imidacloprid pesticide. Analyst 2019, 144, 2936-2941, 496 
doi:10.1039/c9an00176j. 497 

36. Parkash, O.; Yean, C.Y.; Shueb, R.H. Screen printed carbon electrode based electrochemical immunosensor for the detection of 498 
dengue NS1 antigen. Diagnostics 2014, 4, 165-180, doi:10.3390/diagnostics4040165. 499 

37. Vásquez, G.; Rey, A.; Rivera, C.; Iregui, C.; Orozco, J. Amperometric biosensor based on a single antibody of dual function for 500 
rapid detection of Streptococcus agalactiae. Biosens. Bioelectron. 2017, 87, 453-458, doi:10.1016/j.bios.2016.08.082. 501 

38. Martín-Fernández, B.; Miranda-Ordieres, A.J.; Lobo-Castañón, M.J.; Frutos-Cabanillas, G.; De-los-Santos-Álvarez, N.; López- 502 
Ruiz, B. Strongly structured DNA sequences as targets for genosensing: Sensing phase design and coupling to PCR amplifica- 503 
tion for a highly specific 33-mer gliadin DNA fragment. Biosens. Bioelectron. 2014, 60, 244-251, doi:10.1016/j.bios.2014.04.033. 504 

39. Amaya-González, S.; de-los-Santos-Álvarez, N.; Miranda-Ordieres, A.J.; Lobo-Castañón, M.J. Sensitive gluten determination in 505 
gluten-free foods by an electrochemical Aptamer-based assay. Anal. Bioanal. Chem. 2015, 407, 6021-6029, doi:10.1007/s00216- 506 
015-8771-6. 507 

 508 
 509 
 510 
 511 
 512 
 513 
 514 
 515 
 516 
 517 
 518 
 519 
 520 
 521 
 522 
 523 
 524 
 525 
 526 
 527 
 528 
 529 
 530 
 531 
 532 
 533 
 534 
 535 
 536 
 537 
 538 
 539 
 540 
 541 
 542 
 543 


