Original Research Article

Biodegradation of Chlorpyrifos Insecticide by
Bacillus cereus ST06 and Chryseobacteriumsp
6024Isolated from Agricultural Soil, Nigeria.

ABSTRACT

Introduction: Indigenous soil bacteria have the potential to degrade the harmful
chlorpyrifos insecticide, this identifies the importance of biodegradation as an eco-friendly
method for chemical pollutant cleanup.

Aims: To compare the potential of Bacillus cereus ST06 and Chryseobacteriumsp 6024 in
biodegrading chlorpyrifos insecticide singly or as a consortium in a liquid medium.

Study design:Experimental study design was used toevaluate the bacterial potential in
biodegrading chlorpyrifos insecticide.

Place and Duration of Study:Agricultural soil samplecontaining chlorpyrifos degrading
bacteria from Ukukwa villageAmansea Nigeria (6°16' 30" N and 7° 07'30"E)soil depths
(15cm) was collected and investigated between January and March 2022.

Methodology: In this study,Bacillus cereus STO6andChryseobacteriumsp 6024 previously
isolated and characterizedusing standard microbiological method based on their phenotypic
test, biochemical test, cultural morphology and 16S rRNA sequencing was used for the
experiment. Their growth response to 20mg/l and 60mg/l chlorpyrifos in mineral salts
medium singly and as a consortium was compared and determined by monitoring the optical
density at 600nm and at the optimum condition of pH 6.5 and 30°C for 28days. The residual
chlorpyrifos concentration after 28 days was also compared and determined using Gas
Chromatography- Electron Cathode Detector (GC-ECD).

Results:The result showed a significant difference (P< .001)asBacillus cereus ST06 and
Chryseobacteriumsp 6024 responded differently to different concentration of chlorpyrifos.
Bacillus cereus ST06 and Chryseobacteriumsp 6024reached maximum growth in medium
containing 20mg/l chlorpyrifos with a mean OD of 0.23+£0.20 and 0.42+0.02 respectively on
day 16 than 60mg/I chlorpyrifos with a mean OD of 0.47+0.02 and 0.81+0.02 respectively on
day 20. The bacterial consortium also reached maximum growth on 20mg/l and 60mg/l of
chlorpyrifos with mean OD of 0.21+0.31 and 0.29+0.02 on day 20 respectively. The result of
residual chlorpyrifos concentration shows that the bacteria consortium degraded 79% and
78% of 20mg/l and 60mg/l chlorpyrifos respectively, while Bacillus cereus ST06 and
Chryseobacteriumsp 6024 degraded 63% and 57% of 20mg/I chlorpyrifos and 61% and 37%
of 60mg/I chlorpyrifos.

Conclusion:The study shows that bacteria consortium possessed potential to be used in
biodegradation of 20mg/l and 60mg/I Chlorpyrifos than the individual isolates. It is therefore
recommended that further studies on RNA profiling of each bacterium and synergistic
interaction of the bacterial consortium be studied to better understand regulation of genes
and individual bacterial rolesin degradation chlorpyrifos efficiently.
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1. INTRODUCTION

Chlorpyrifos is a wide range organophosphate insecticide known as o, o-diethyl 0-3,5,6-
trichloro-2-pyridyl phosphorothioate [1]. It is toxic or lethal against worms, moths and
hoppers that infest grains, fruits, and vegetables[2]. The use of pesticide has greatly
improved crop productivity and reduced the reduction of crop yield. It has also effectively
controlled vector borne diseases like malaria [3]. Although pesticides have an important role
in agriculture to solve the problem of feeding the world’s over growing population, the
extensive use has led to the widespread microbial imbalance, environmental pollution, and
health hazard [1]. Chlorpyrifos has caused several neurological diseases, water, and soil
pollution because of its constant use for agriculture and industrialization[4]. A lot of research
have shown that chlorpyrifos is also the leading cause of gene mutation and other
negativeeffects on our mental and physical health [5,6]. According to World Health
Organization (WHO) and Globally Harmonized System (GHS) pesticides has been classified
based on their toxicity or harmful effects, prioritizing public health. [7,8] and chlorpyrifos
belongs to class ii pesticides which are moderately toxic. Because of the problems caused
by chlorpyrifos, it is important to develop safe methods that can eliminate it from the
environment. A lot of research studies towards degradation of chlorpyrifos has been carried
out on water and soil, and this include photochemical degradation, nanometal and UV
catalytic degradation [9]. Biodegradation, a method which uses microorganisms to
breakdown organiccompounds into simple inorganic molecules, has proved more efficient
and friendly in decontamination of soil and water polluted by chlorpyrifos [10]. Good number
of research has reported the use of biodegradation in cleaning up chlorpyrifos in soil. [11]
isolated Enterobacter b-14 that was able to breakdown chlorpyrifos. [12,13] also isolated
Bacillus cereus mcas02 and [14] isolated Stenotrophomonassp. and Sphingomonassp.
respectively, which was able to use chloropyrifos as the source of energy for their growth
requirement. Considering that chlorpyrifos is among the insecticides used for insect control ,
it is therefore pertinent to identify the bacteria with potentials to breakdown chlorpyrifos.
Understanding the interplay between bacteria and the insecticide chlorpyrifos is crucial for
both environmental assessment and bioremediation strategies. Using different chlorpyrifos
concentrations exposesusefulknowledge into bacterial growth under optimal conditions.
So,the aim of this study is to evaluate and compare the potentials of Bacillus cereus
ST06andChryseobacteriumsp 6024 in biodegrading different concentrations of chlorpyrifos
insecticidesingly and as a consortium in a liquid medium. The knowledge from this study will
giveresearchers and governmentinsight on bioremediation optimizationand helppredicts
bacterial behavior in contaminated environments.



2. MATERIALS AND METHODS

2.1 Insecticide

Commercial grade of chlorpyrifos commonly known as Perfect Killer® (containing 20g active
ingredient/L, Emulsifiable concentrate 20%) and manufactured by Nantong Jinling
Agrochemical co, LTD China was purchased from Eke-Awka Market Anambra State,
Nigeria.

2.2 Media

The mineral salts medium (MSM) described by [15] containing(g/l) 1.5g of KH,PO,, 0.5¢g of
NaCl,, 0.6g of Na,HPO,, 2g NH,SO,, 0.2g MgS0O,7H,0, 0.01 Cacl, and 0.001g FeSO,.7H,0
was used for the isolation of bacteria and biodegradation experiment.

2.3 Sample Collection

Soil sample from UkukwaAmansea, Awka North Local Government Area of Anambra State,
Nigeria was collected aseptically by the use of auger.The soil sample (1kg) was collected
from the rhizosphere at a depth of 15cm from all corners of the farm. The location of the soil
sampling was recorded by GIS Lab, Department of Geography, and meteorology Nnamdi
Azikiwe University Awka as latitude 6°16' 30" N and longitude 7° 07'30"E.The soil was
sorted, mixed, and put into a sterile polyethylene bag and then conveyed immediately to the
Laboratory of the Department of Applied Microbiology and Brewing Nnamdi Azikiwe
University Awka for analysis.
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Figure 1: Geographic map Anambra state showing Amansea
Source: GIS Lab, Department of Geography and meterology Nnamdi Azikiwe University
Awka Anambra State, Nigeria.



2.4 Culture and Isolation of Bacteria

Bacillus cereus ST06 and Chryseobacteriumsp 6024 with potential of degrading chlorpyrifos
which was previously isolated and characterized by [16] based on modified methods of
[17,18,19] was used for the study.

2.5 Biodegradation experiment

2.5.1 Inoculum standard Preparation

The inoculum used for all the experiments was prepared using viable count method
according to [20].1ml of the 24hours culture containing 1.3X10* CFU/mI (determined by
viable count method) was used as inoculum for the biodegradation proper.

2.5.2 Assessing the growth response of the isolated bacteria to varying the initial
concentration of chlorpyrifos in mineral salts medium singly and as a consortium
during biodegradation process by monitoring the optical density (OD) at optimum
condition of 600nm, pH 6.5 and 300 C for 28 days.

One milliliter of the 24 hours culture (1.3 X 10”) individually and as a consortium were used
to inoculate 250ml flasks containing 100ml MSM and Chlorpyrifos in the concentration of
20mg/l and 60mg/l respectively in triplicates. The chlorpyrifos was added as a source of
carbon. There were un-inoculated flasks which served as controls. The flasks were
incubated on a rotary shaker at 150rpm at 30°C for 28 days. The optical density of the
isolates were determined at 4days intervals for 28days using a Spectrophotometer (OD
600nm) as described by [20].

2.5.3 Determination of residual Chlorpyrifos after biodegradation and Percentage
degradation.

After 28 days incubation the method of [21] was used to determine residual chlorpyrifos. 5mi
of each of the culture were taken from each flask and placed in centrifuge tubes. These
portions of the culture were extracted with equal volume of ethyl acetate as the extracting
reagent by centrifuging at 150rpm for 20minutes. The ethyl acetate with residual Chlorpyrifos
was filtered through Whatman No 1 filter paper. The final extracts were analyzed by Gas
Chromatograph-Buck M910 scientific gas chromatography equipped with Electron capture
detector (GC-ECD) that allowed the detection of contaminants even at trace level
concentrations (in the lower pug/g and pg/kg range) from the matrix to which other detectors
do not respond.

2.6 Data analysis

Statistical Package for Social Sciences (SPSS) version 23.0 was used to perform data
calculation and statistical analysis of the data generated in order to show mean significant
differences between the two treatments on isolated bacteria. Two-ways Analysis of variance
(ANOVA) was used. The rate of degradation was calculated from the following equation:

Rate of degradation was determined = (Conly — Conl)/(Conlg) X 100 (2)

Conlp=Initial Concentration
Conl = Final Concentration



3.0 RESULTS

3.1 IsolationandldentificationofBacteria

Bacilluscereus ST06 and Chryseobacteriumsp 6024 were identified by 16s rRNA gene
amplification using thermocycler and were sequenced in previous research by [16]. The
partial 16s rRNA gene sequences were compared with that of referred strains gene
sequences in the GenBank. The Accession No of the isolated bacteria represented in (table
1)shows that the two isolates are identical to Bacillus cereus ST06 and
Chryseobacteriumsp6024.

Table 1: Bacterial strain identification by 16S rRNA.

Isolates Accession No Identity Confirmed Name
Al MH475925.1 97% Bacillus cereus ST06
A2 KY056237.1 99% Chryseobacterium sp. 6024

3.2 Growth response of the isolated bacteria to 20mg/l of chlorpyrifos at
optimum condition of 600nm, pH 6.5 and 30°C for 28 days.

The result of different bacteria isolates response to 20mg/l chlorpyrifos at the interval of 4
days for 28 days shown in (figure 2) shows that Bacillus cereus ST06 and
Chryseobacteriumsp 6024 chlorpyrifos had a mean OD of 0.55 and 0.67 for the period of
28 days respectively. The bacterial consortium also had mean OD of 0.47 for the same
period. Also, from the graph Bacillus cereusSTO6andchryseobacteriumsp6024 had
maximum growth on day 16 with mean OD of 0.23 and 0.42 respectively. The bacteria
consortium had maximum growth on day 20 with mean OD of 0.21. This means each
bacterial responded to 20mg/l of chlorpyrifos differently. The ANOVA result revealed that
P<.001 meaning that there is a significant difference in the mean. This confirms that the
three isolates responded differently to 20 mg/L of chlorpyrifos.The bacterial consortium
tolerated 20mg/l of CP most and chryseobacteriumsp 6024 tolerated the least. This
suggests that the bacterial consortium may be more effective at bioremediation of
chlorpyrifos-contaminated environments than Bacillus cereus STO06 or
Chryseobacteriumsp6024 individually. The control also showed variable and nonlinear
pattern in the decrease and increase in the OD value. This can be attributed to some biotic
and abiotic factors that contribute to reaction in the control.
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Figure 2: Growth Response of bacteria isolate on 20mg/l Chlorpyrifos.

3.3 Growth response of the isolated bacteria to 60mg/l of chloropyrifos at
optimium condition of 600nm, pH 6.5 and 30°C for 28 days.

For the result bacterial response to 60mg/I chlorpyrifos shown in (figure 3). Bacillus cereus
ST06 and Chryseobacteriumsp 6024 reached maximum growth on 60mg/I chlorpyrifos with a
mean OD of 0.47+0.02 and 0.81+0.02 respectively on day 20. The bacterial consortium also
reached maximum growth on 60mg/| of chlorpyrifos with a mean OD of 0.29+0.02 on day 20
too. This means that as the concentration of chlorpyrifos increases the growth response of
the bacteria to chlorpyrifos reduces. Generally, for both graphs there is a significant
difference (P<.001) in the mean OD after 28 days implying that at different concentration of
chlorpyrifos bacterial isolates behaviors differently.

The growth response to chlorpyrifos by Bacillus cereusST06 decreased slowly with increase
in chlorpyrifos concentration and metabolite accumulation.
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Figure 3: Growth Response of bacteria isolate on 60mg/L Chlorpyrifos

3.4 Determination of residual Chlorpyrifos after biodegradation and
Percentage deqgradation

The result of residual Chlorpyrifos determination (table 2) shows that all treatments,
including the control, resulted in a decrease in chlorpyrifos concentration. The chlorpyrifos-
degrading bacteria isolated singly and in consortium has the ability to catabolize 20mg/L and
60mg/L of chlorpyrifos in mineral salts medium, in vitro. The two organisms showed variation
in their ability to degrade 1ml volume of 20g/L and 3ml vol of 60mg/L Chlorpyrifos after 28
days. B. cereus ST06 reduced 20mg/L Chlorpyrifos to 7.41mg/L  while
Chryseobacteriumsp6024 reduced 20mg/L chlorpyrifos to 8.80mg/L. B. cereus reduced
60mg/L Chlorpyrifos to 23.40mg/L and Chryseobacteriumsp 6024 reduced 60mg/L
chlorpyrifos to 37.82mg/L. The consortium showed highest reduction of both 20mg/L and
60mg/L at 4.20mg/L and 13.20mg/L respectively. This indicates that degradation occurred
under the experimental conditions. The isolates Bacillus cereus ST06, Chryseobacteriumsp
6024, and the consortium showed higher degradation rates than the control. This suggests
that these bacterial isolates have the potential to enhance chlorpyrifos degradation. The
degradation rates were generally higher at the lower initial concentration of 20 mg/I
compared to the higher initial concentration of 60 mg/l showing a significant different of
(P<.001). The Control showed some degradation, likely due to abiotic factors or the activity
of naturally occurring microorganisms. The rate of degradation as shown in (figure 4 and 5)
shows that Bacillus cereusSTO6andchryseobacteriumsp6024 showed 63% and 56%
Chlorpyrifos degrading capacity at 20mg/l respectively, and 61% and 37% at 60mg/l
respectively within a time period of 28days. The consortium showed 79% and 78%
degradation of chlorpyrifos at 20mg/I and 60mg/I respectively. This means that chlorpyrifos
degradation is concentration dependent. The Two-way ANOVA result shows it significantly
different (P <.001) meaning that as chlorpyrifos concentration in liquid medium increases,
the bacteria response or growth to it decreases.



Table 2: Residual chlorpyrifos concentration after degradation

S/n Isolates Residual Chlorpyrifos concentration

Initial Final Initial Final
conc.(mg/l) conc.(mg/l) conc.(mg/l) conc.(mg/l)

1 Bacillus cereus ST06  20.00 7.41° 60.00 23.40°
2 Chryseobacteriumspp  20.00 8.80° 60.00 37.82°
6024
3 Consortium 20.00 4.20% 60.00 13.20°%
4 Control 20.00 13.46° 60.00 53.40°
90% A
80%
70% A
60% -
50% -
40% A
30% A
20% A
10% -
0%
Bacillus cereus Chryseobacterium Consortium Control
spp

Figure 4: Percentage degradation ability of the isolate at 20mg/L Chlorpyrifos
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Figure 5:Percentage degradation ability of isolates at 60mg/L Chlorpyrifos
4 DISCUSSION

This study investigated the potential of two indigenous soil chlorpyrifos-degrading strains
Bacillus cereus ST06 and Chryseobacteriumsp 6024, and their consortium in biodegrading
of moderately harmful chlorpyrifos insecticide. In our previous research variety of
microorganisms capable of degrading chlorpyrifos have been isolated from the environment
and identified [16]. However, only Bacillus cereus ST06 and Chryseobacteriumsp 6024 was
found to possess potential to degrade chlorpyrifos insecticide at certain range of chlorpyrifos
concentration. Several studies investigated bacterial strains capable of degrading
chlorpyrifos as shown in (table 3) and have isolated and characterized variety of bacteria
from local environments for biodegradation applications. The research evaluates bacterial
growth responses to chlorpyrifos in liquid medium at different concentrations, both singly and
in a consortium. The research shows that Bacillus cereusSTO06 slightly tolerated 20mg/l and
60mg/l chlorpyrifos and degraded about 63% and 61% chlorpyrifos in 28days at 30°C and
6.5 pH as against previous research of [22] that isolated Bacillus cereus Ct3 that resisted up
to 125 mgl/l of chlorpyrifos and successfully degraded 88% of chlorpyrifos in 8 days at pH 8
and temperature of 30—40°C. [23], successfully isolated another Bacillus sp that degraded
12 mg/l up to 79.5% in 35 days. [24] also reported Bacilluspumilus C2A1 resistant strain that
tolerated 50mg/l chlorpyrifos and degraded up to 97% in 45 days. [25]isolated B. cereus
CP6 and Klebsiella pneumoniae CP19 which was able to degrade above 70% chlorpyrifos
at 200-300 mg/L initial concentrations. The ability of Bacillus cereus to degrade chlorpyrifos
was also investigated under different culture conditions, such as pH, temperature, and
chlorpyrifos concentration by [26]. The results shows that the optimum temperature, pH,
concentration of chlorpyrifos degradation were 30°C, 7.0, less than 100 mg/l respectively.
Based on these results Different strains of Bacillus sp tolerated wide range of chlorpyrifos
concentration. The possible reason for the differences in the level of tolerance can be
attributed to the accumulation of intermediate metabolites in the medium inhibiting bacterial
response to Chlorpyrifos, effect on lag phase and inoculum size [27,28,29].



Our research also showed that Chryseobacteriumsp6024 susceptible to Chlorpyrifos attack.
There has been little or no involvement of Chryseobacteriumsp6024 in biodegradation of
chlorpyrifos in the soil[30]. It was slightly susceptible to 20mg/l and 60mg/l concentration of
chlorpyrifos. At initial concentration of 20mg/l chlorpyrifos, Chryseobacteriumsp6024
degrade 57% in 28days indicating slight potential to degrade chlorpyrifos. However, with
increase in the concentration of chlorpyrifos to 60mg/l, the growth response reduced
drastically to degrading 37%. This shows that the ability of Chryseobacteriumsp6024 to
degrade chlorpyrifos is concentration dependent as revealed by the Two-way ANOVA result.
The result shows that there is a significant difference in the growth response of bacterium to
varying concentrations of chlorpyrifos. Research about Chryseobacterium participation in
biodegradation insecticide was discovered by [31,32,33]. However, chryseobacterium was
identified as organochlorine pesticides, poly lactic acid and glyphosate degraders
respectively.Chryseobacteriumsp.Y16C degraded up to 400mg/l of glyphosate in 4days
indicating potentials in degrading glyphosate[32]. All the results shows that
Chryseobacteriumspisindeednovel for biodegradation of chlorpyrifos implying the importance
of further research.

Table 3: Degradation of other chlorpyrifod degraders

Microorganisms Initial Rate of Time references
concentration degradation(%) (days)
(mg/l)
Cupriavidusnantongensis X1T 200 100 2 [34]
Bacillus cereus ST06 20 63 28 This study
B. cereus ST06 60 61 28 This study
Chryseobacteriumsp6024 20 56 28 This study
C.sp 6024 60 37 28 This study
Consortia ( B.cerusST06 and 20 79 28 This study
C. sp6024)
Consortia ( B.cerusST06 and 60 78 28 This study
C. sp6024)
Pseudomonas putida T7, 500 100 30 [35]

Pseudomonas aeruginosa
M2, Klebsiella pneumoniae
M6 and Aspergillussp

Alcaligenes faecalis 100 98.6 20 [36]
Pseudomonas aeruginosa 100 71 2 [37]
DKC2

Bacillus cereus Ct3 125 88 8 [22]
Staphylococcus aureus 50 82.06 14 [38]
Kocuriakristinae 50 30.78 14 [38]

A corresponding decrease in utilization of chlorpyrifos by the isolates individually and in
consortium was noticed from 16 days (figure 2 and 3). This could be as a result of some
environmental factors which is the release and accumulation of 3,5,6-trichloro-2-pyridinol
(TCP) an intermediate of chlorpyrifos degradation into the liquid medium, therefore making it
resistant to microbial attack. This agrees with the work of [39] that TCP demonstrated
antimicrobial effect againstthe bacteria. Also, the work of [40] confirmed that TCP limited its
biodegradation and chlorpyrifos biodegradation by microorganisms. This study discovered
that the consortium of the two bacterial strains enhanced chlorpyrifos degradation compared
to individual isolates.The medium containing the bacterial consortium at 20 mg/l and 60mg/!
Chlorpyrifos were significantly (P<.001) higher than the medium with individual isolates with
the maximum growth of 0.29 (OD at 600nm) observed at day 20. The percentage utilization



by the bacterial consortium in the medium containing 20 mg/l and 60mg/l Chlorpyrifos were
significantly (P<.001) higher than the medium with individual isolates with the maximum
percentage utilization of 78% and 79% respectivelyafter 28 days of biodegradation.In a
previous study by [35], bacterial consortia of Pseudomonas. putida T7, Pseudomonas
aeruginosa M2, and Klebsiella pneumoniae M6, and Aspergillus. terreus TF1 showed the
greatest potential in degrading chlorpyrifos in mineral salt medium, natural soil, and sterile
soil up t0100%. This means that developing bacterial consortia are better for insecticide
degradation than individual isolates. The result of the study also showed that the
concentration of uninoculated control was reduced from 20mg/l t013.40mg/l (33% reduction)
and from 60mg/I to 53.40mg/l (11% reduction). This reduction could be traced to the fact that
once Chlorpyrifos is in a reaction, it may be facedwithvolatilization and photodegradative
conditions either directly or indirectly according to [41].

5. CONCLUSION

In the present study, two Chlorpyrifos- degrading bacteria were identified. They were
Bacillus cereusST06 and Chryseobacteriumsp6024.The biodegradation study of the
bacterial isolates was done singly and as a consortium to determine the response to
chlorpyrifos. The result showed that Chryseobacteriumsp 6024 is a novel bacterium in
biodegradation studies with minimal potential to degrade Chlorpyrifos. Bacillus cereus ST06
can remove up to 63% and 61% of 20mg/l and 60mg/l chlorpyrifos from the liquid medium,
indicating it can be employed to degrade chlorpyrifos. Result of this study also showed that
the consortium of the isolates (Bacillus cereusSTO6andChryseobacteriumsp6024) can
remove up to 79% and 78% of 20mg/l and 60mg/I Chlorpyrifos after 28 days better than the
individual isolates; hence they can be used for the degradation of Chlorpyrifos for
sustainable agriculture.

| recommend that further studiesshould focus on sequencing of chlorpyrifos degrading genes
fromBacillus cereus ST06 and Chryseobacteriumsp 6024, gene profiling of both bacteria to
know the downregulated and upregulated genes during biodegradation, in order to harness
the use of the two bacterial isolates to properly degrade Chlorpyrifos and its intermediate
TCP. It is also important to study the mechanism of action of the bacterial consortia to
understand their roles in degrading chlorpyrifos.

REFERENCES

1 Li, Y., Wang, S., Xu, G., Yan, Y., Zhang, J. and Zheng, W. (2008).
Biodegradation of chlorpyrifos and TCP by a newly isolated Pracoccus sp. strain
TRP. International Journal of Biodeterioration and Biodegradation, 62 (1): 51 —
56.

2 Fang, H., Shan, M., Wang, X., Wu, X. M. and Yu, Y. L. (2006). Characterization
of a fungal strain capable of degrading chlorpyrifos and its use in detoxification
of insecticideon vegetables. Biodegradation, 17: 487-494.

3 Ross, G. (2005). Risks and benefitsof DDT. The Lancet, 366(9499): 1771-1772.

4 Morgan, J. A., Singh, B. K., Walker, A. and Wright, D. J. (2003). Effects of soll
pH on the biodegradation of chlorpyrifos and isolation of a chlorpyrifos-
degrading bacterium. Applied Enviromental Microbiology, 69: 5198-5206.

5 Ali, R., Ali, T., Ismail, M., Khan, Q. M. and Mobeen, A. (2014). Genotoxicity of
chlorpyrifos in freshwater fish Labeorohita using Alkaline Single-cell Gel
Electrophoresis (Comet) assay. Drug Chemical and Toxicology, 37: 466—471.

6 Feng, C., Guo, J., Jiang, S., Liang, W., Lu, D,, Lv, S., Qi, X., Wu, C,, Yu, H. and
Zhang, J. (2019). Associations of prenatal and childhood chlorpyrifos exposure
with Neurodevelopment of 3-year-old children. Environmental Pollution, 251:
538-546.



10

11

12

13

14

15

16

17

18

19

20

21

World Health Organization (2019). Classification of pesticide by hazard and
guidelines to classification. (2019 edition). PP 1-92.
https://www.who.int/publication-detail-redirect/978920005662 (Accessed on
July 26, 2023).

United Nations Economic commission for Europe (2021). Report of the
committee of experts on the transport of dangerous goods and on Globally
Harmonized system of classification and labeling of chemicals. (9th edition).
Held in Geneva. PP 1-73.
https://unece.org/transport/standard/transport/dangerous-good/ghs-rev9-2021
(Accessed on July 26, 2023).

Affam, A. C. and Chaudhuri, M. (2013). Degradation of pesticides chlorpyrifos,
cypermethrin and chlorothalonil in aqueous solution by TiO2 photocatalysis.
Journal of Environmental Management, 130: 160-165.

Kumar, S. D. and Murugan, A. and Prabu, M. R. (2021). Impact of chlorpyrifos
on Bacillus cereus op3 soil bacteria isolated from rhizosphere. Journal of
Advanced Scientific Research, 12 (4): 143-153.

Morgan, J. A., Singh, B. K., Walker, A. and Wright, D. J. (2004). Biodegradation
of chlorpyrifos by Enterobacter strain B-14 and its use in bioremediation of
contaminated soils. Applied Environmental Microbiology, 70(8): 4855-4863.
Guo, X., Liu, N., Qiao, C. and Yang, C. (2006). Cloning of mpd gene from a
Chlorpyrifos degrading bacterium and use of this strain in bioremediation of
contaminated soil. Federation of Eurpoean Microbiology Societies Microbiology
Letter, 265 (1): 118-125.

Liu, H., Li, Q. and Lu, P. (2013). Biodegradation of chlorpyrifos and 3,5,6-
trichloro-2-pyridinol by Cupriavidus sp. DT-1. Journal of Bioresources and
Technology, 127: 337-342.

He, J., Li, S. and Li, X. (2007). Isolation of a chlorpyrifos degrading bacterium,
Sphingomonas sp. strain Dsp-2, and cloning of the mpd gene. Research
Microbiology, 158: 143-149.

Benslama, O. and Boulahrauf, A. (2013). Isolation and characterization of
glyphosphate degrading bacterial from different soils in Algeria. African Journal
of Micrbiological Research, 7: 5587-5595.

Emeribe, C. E.Onuorah., S.C.&Chukwukelo, C. D., (2023). Isolation,
identification, and characterization of bacteria capable of degrading chlorpyrifos
from agricultural soil at Amansea, Anambra State Nigeria. IDOSR Journal of
Biology, Chemistry and Pharmacy 8 2) 102-112. DOLl:
10.59298/IDOSR/JBCP/23/10.128.

Edwards, K., Johnstone, C., & Thompson, C. (1991). A simple and rapid method
for the preparation of plant genomic DNA for PCR analysis. Nucleic Acids
Research, 19(6), 1349. https://doi.org/10.1093/nar/19.6.1349

Ezeonu, I. M., Ogbonna, J. C. and Okafor, J. | (2011). Laboratory exercises in
microbiology. A practical manual for students in tertiary institution. (1stedition).
Ephrata printing and publishing company Nigeria. PP. 41-50.

Zhu, J., Zhao, Y. & and Qiu, J. (2018). Isolation and application of a chlorpyrifos-
degrading Bacillus licheniformis ZHU-1. Advanced Journal of Microbiology
Research, 4. 2410-2413.

Tortora, G. J., Funke, B. R., & Case, C. L. (2019). Microbiology: An introduction
(Thirteenth edition). Pearson.

Pszczolinska, K. & Michel, M. (2016). The QUEChERS Approach for the
Determination of Pesticide Residues in Soil Samples: An Overview, Journal of
Association of  Analytical Chemist International, 99 (6)1403-1414,
https://doi.org/10.5740/jaoacint.16-0274.



https://doi.org/10.1093/nar/19.6.1349
https://doi.org/10.5740/jaoacint.16-0274

22

23

24

25

26

27

28

29

30

31

32

33

34

Farhan, M., Ahmad, M., Kanwal, A., Butt, Z. A., Khan, Q. F., Raza, S. A,,
Qayyum, H., & Wahid, A. (2021). Biodegradation of chlorpyrifos using isolates
from contaminated agricultural solil, its kinetic studies. Scientific Reports, 11(1),
Article 1. https://doi.org/10.1038/s41598-021-88264-x

Fang, H., Yu, Y., Chu, X., Wang, X., Yang, X., & Yu, J. (2009). Degradation of
chlorpyrifos in laboratory soil and its impact on soil microbial functional diversity.
Journal of Environmental Sciences, 21(3), 380-386.
https://doi.org/10.1016/S1001-0742(08)62280-9

Ahmad, F., Igbal, S., Anwar, S., Afzal, M., Islam, E., Mustafa, T., & Khan, Q. M.
(2012). Enhanced remediation of chlorpyrifos from soil using ryegrass
(Lolliummultiflorum) and chlorpyrifos-degrading bacterium Bacillus pumilus
C2A1. Journal of Hazardous Materials, 237-238, 110-115.
https://doi.org/10.1016/].jhazmat.2012.08.006

Elshikh, M. S., Alarjani, K. M., Huessien, D. S., Elnahas, H. A. M., & Esther, A.
R. (2022). Enhanced Biodegradation of Chlorpyrifos by Bacillus cereus CP6 and
Klebsiella pneumoniae CP19 from municipal wastewater. Environmental
Research, 205, 112438. https://doi.org/10.1016/j.envres.2021.112438

Liu, Zhiyuan & Chen, Xin & Shi, Yi & Su, ZhenCheng. (2012). Bacterial
Degradation of Chlorpyrifos by Bacillus cereus. 356-360. 676-680.
10.4028/www.scientific.net/ AMR.356-360.676.

Akbar, S., & Sultan, S. (2016). Soil bacteria showing a potential of chlorpyrifos
degradation and plant growth enhancement. Brazilian Journal of Microbiology,
47(3), 563-570. https://doi.org/10.1016/].bjm.2016.04.009

Geed, S. R., Kureel, M. K., Giri, B. S., Singh, R. S., & Rai, B. N. (2017).
Performance evaluation of Malathion biodegradation in batch and continuous
packed bed bioreactor (PBBR). Bioresource Technology, 227, 56-65.
https://doi.org/10.1016/].biortech.2016.12.020

Gulati, D. and Nisar, M. M. (2015). Isolation and characterization of chlorpyrifos
utilizing bacteria from sugarcane field soil. Journal of Pharmacology and
Biomedical Science, 5(9): 765—770.

Guerrero Ramirez, J. R., Ibarra Mufioz, L. A., Balagurusamy, N., Frias Ramirez,
J. E., Alfaro Hernadndez, L., & Carrillo Campos, J. (2023). Microbiology and
Biochemistry of Pesticides Biodegradation. International Journal of Molecular
Sciences, 24(21), 15969. https://doi.org/10.3390/ijms242115969

Qu, J., Xu, Y., Ai, G.-M., Liu, Y., & Liu, Z.-P. (2015). Novel Chryseobacterium
sp. PYR2 degrades various organochlorine pesticides (OCPs) and achieves
enhancing removal and complete degradation of DDT in highly contaminated
sail. Journal of Environmental Management, 161, 350-357.
https://doi.org/10.1016/j.jenvman.2015.07.025

Zhang, W., Li, J., Zhang, Y., Wu, X., Zhou, Z., Huang, Y., Zhao, Y., Mishra, S.,
Bhatt, P., & Chen, S. (2022). Characterization of a novel glyphosate-degrading
bacterial species, Chryseobacterium sp. Y16C, and evaluation of its effects on
microbial communities in glyphosate-contaminated soil. Journal of Hazardous
Materials, 432, 128689. https://doi.org/10.1016/].jhazmat.2022.128689

Satti, S. M., Shah, A. A., Auras, R., & Marsh, T. L. (2017). Isolation and
characterization of bacteria capable of degrading poly(lactic acid) at ambient
temperature.  Polymer Degradation and  Stability, 144, 392-400.
https://doi.org/10.1016/].polymdegradstab.2017.08.023

Shi, T., Fang, L., Qin, H., Chen, Y., Wu, X., & Hua, R. (2019). Rapid
Biodegradation of the Organophosphorus Insecticide Chlorpyrifos by
Cupriavidusnantongensis X1T. International Journal of Environmental Research
and Public Health, 16(23), Article 23. https://doi.org/10.3390/ijerph16234593



https://doi.org/10.1038/s41598-021-88264-x
https://doi.org/10.1016/S1001-0742(08)62280-9
https://doi.org/10.1016/j.jhazmat.2012.08.006
https://doi.org/10.1016/j.envres.2021.112438
https://doi.org/10.1016/j.bjm.2016.04.009
https://doi.org/10.1016/j.biortech.2016.12.020
https://doi.org/10.3390/ijms242115969
https://doi.org/10.1016/j.jenvman.2015.07.025
https://doi.org/10.1016/j.jhazmat.2022.128689
https://doi.org/10.1016/j.polymdegradstab.2017.08.023
https://doi.org/10.3390/ijerph16234593

35

36

37

38

39

40

41

Kumar, G., Lal, S., Soni, S. K., Maurya, S. K., Shukla, P. K., Chaudhary, P.,
Bhattacherjee, A. K., & Garg, N. (2022). Mechanism and kinetics of chlorpyrifos
co-metabolism by using environment restoring microbes isolated from
rhizosphere of horticultural crops under subtropics. Frontiers in Microbiology, 13.
https://www.frontiersin.org/articles/10.3389/fmicb.2022.891870

Yang, L., Zhao, Y.-H., Zhang, B.-X., & Zhang, X. (2005). [Isolation and
characterization of a chlorpyrifos degrading bacteria and its bioremediation
application in the soil]. Wei Sheng Wu Xue Bao = Acta MicrobiologicaSinica,
45(6), 905-909.

Bhatia, D., & Malik, D. K. (2013). Isolation and characterization of chlorpyrifos
degrading soil bacteria of environmental and agronomic significance. Journal of
Environmental Science & Engineering, 55(2), 227-238.

Aysha, O. S., Raughi Ajith, A. &Hamsavathani, V. (2017); Isolation and
identification of chlorpyrifos degrading bacteria from agricultural soil.
International Journal of Advanced Research. Retrieved January 10, 2024, from
https://www.journalijar.com/article/.

Hongming. L., Peng, L., Qinfen, L., Qing, H., Shunpeng, L., Xin, Y. and
Zhaozhong, F. (2013). Biodegradation of chlorpyrifos and 3,5,6-trichloro-2-
pyridinol by Cupriavidus sp. DT-1. Bioresource Technology, 127: 337-342.
Caiceres, T., He, W., Naidu, R. and Megharaj, M. (2007). Toxicity of chlorpyrifos
and TCP alone and in combination to Daphnia carinata: The influence of
microbial degradation in natural water. Water Research, 41(19): 4497-4503.
Racke, K. D. (1993). Environmental fate of chlorpyrifos. Reviews of
Environmental Contamination and Toxicology, 131, 1-150.
https://doi.org/10.1007/978-1-4612-4362-5_1



https://www.frontiersin.org/articles/10.3389/fmicb.2022.891870
https://www.journalijar.com/article/

