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ABSTRACT

Objective: To determine the microbial growth of Echerichia coli and Penicillium Italicum on polyethylene (PE) and screen for the activities of
Manganese Peroxidase (MnP) and Laccase produced by the two microbial strain (Echerichia coli and Penicillium Italicum).

Methods: Polyethylene (PE) used were obtained from Elizade university dumpsite Ilara-mokin, Ondo State. The polyethylene (PE) were cut into
tiny pieces, rinsed with distilled water and then used as the sole carbon source for the growth of microorganisms in an orbital shaker flask. Laccase
and manganese (Mnp) peroxidase activity were assayed in Escherichia coli and Penicillium italicum spectrophometrically as they utilize polyethylene
(PE) as a carbon source.

Results: Escherichia coli growth was at 0.002 at 0 h, rose to the exponential phase at 96 h, and declined to the death phase at 144 h. Penicillium
italicum growth was at 0.004 at 0 h, rose to the exponential phase at 72 h, and declined to the death phase at 144 h. Laccase activity was 9.2 (U/ml)
in Echerichia coli and manganese peroxidase (MnP)was 5.25 (U/ml) in Echerichia coli. Manganese peroxidase (MnP) was 10.643(U/ml) in Penicillium
italicum while laccase activity was 9.5(U/ml) in Penicillium italicum.

Conclusion: Echerichia coli and penicillium italicum showed Manganese peroxidase and Lacasse activities as they utilized polyethylene (PE) as
carbon source. Hence, they should be explored for biodegradation of polyethylene (PE).
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INTRODUCTION

Plastics are of great significance in today’s world due to their wide use, which has enabled improvement in the quality of human life through the
ease of packaging foods and other items, thus lengthening their shelf life [1, 2]. The plastics used include polyethylene (PE), polypropylene,
polystyrene, polyvinyl chloride, and polyethylene (PE) terephthalate, all of which are high molecular weight polymers whose biodegradability is
low. Hence, plastics are persistent in the environment and are one of the sources of environmental pollution [3]. Their disposal both on the land and
the aquatic environment has resulted in their accumulation due to little or no, biodegradation, making the environment unaesthetic, with possible
health implications to humans, animals, and other organisms [4]. It would be desirable to have microorganisms capable of biodegradation of plastics
as one solution to the problem of plastic accumulation in the environment. Some microorganisms, though of low abundance in the environment,
mainly soils, have been isolated with the ability to attack plastics because they produce enzymes that enable them to use the plastics as substrate
[5]. Plastics affect habitats in the form of pollution, space usage, and contamination, especially because of their quality of persistence in the
environment. Fortunately, society has recognized this problem, and efforts have been put in place to find ways to reduce the accumulation of
plastics in the environment [3]. The discarded plastic in the ocean creates problems for aquatic animal life. Also, large quantities of plastics are
disposed of in the soils of Nigeria, and these materials can have similar effects on terrestrial animals. Some plastics, especially those produced with
the assistance of a substance called bisphenol A (BPA), which is a synthetic chemical compound, when ingested, can interfere with the development
and reproduction of animals through interaction with estrogen [4]. Thus, research for and isolation from soils of, microorganisms capable of
degrading these plastics can be the beginning of finding a solution to the problem of plastic accumulation in the environment. The demand for
polyethylene (PE) accounted for about 30% of total plastic polymers in 2017, and the annual global production of polyethylene (PE) is
approximately 140 million tons [6]. However, the strong hydrophobicity, high chemical bond energy, and high molecular weight of (PE) hinder its
efficient degradation by most strains, especially within a short period [7]. Recent research by [8], reported that polyethylene (PE) could be
significantly degraded by microorganisms of the Indian meal moths and two strains, Enterobacterasburiae YT1 and Bacillus sp. YP1 was isolated.
Following a 60 d incubation, approximately 6% and 11% of a polyethylene film was degraded by YT1 and YP1, respectively [8]. These results
indicate that insects could be a promising source for obtaining polyethylene (PE) degrading microorganisms. Similarly [8]. Found out that there was
92 mg mass loss of a polyethylene (PE) shopping bag after exposure to 100 wax worms, and ethylene glycol was produced for 12 h [9]. However,
further studies are still needed to identify specific microorganisms that play a key role in the degradation of polyethylene (PE). In last time, the most
used solution to the problem of the degradation of polyethylene (PE) is its combination with natural polymers, such as starch, cellulose, or gelatine
[10]. The solution is based on the statement that the combination of a synthetic polymer (resistant to decomposition) with a natural polymer (prone
to biodegradation) in one product will give a material whose chemical structure will partially degrade under the influence of biological factors while
its internal structure will be permanently damaged [11]. It can, therefore, be assumed that if such a composition contains a sufficient amount of a
biodegradable component, it is possible that after a certain time, it will be completely degraded. The resulting degradation products will become an
integral part of the environment, and not pose a greater threat to living organisms [12]. Laccases, such as those produced by the fungus
Pleurotusostreatus, play a role in the degradation of lignin and can, therefore, be classed as lignin-modifying enzymes [13]. Laccases can degrade
various aromatic polymers and this has led to their research potential for bioremediation and other industrial applications. Studies utilizing both
fungal and bacterial laccases have determined that these enzymes are capable of degrading and detoxifying various synthetic compounds, including
plastic polymers, azo dyes, bisphenol A (BPA), and pharmaceuticals [14].
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MATERIALS AND METHODS
All chemical reagent used where of analytical grade. Absorbance was measured using an ultraviolet, visible spectrophotometer
Sample procurement

Polyethylene (PE) was obtained from Elizade University dumpsite Ilara-mokin, Ondo State. The polyethylene (PE) was cut into tiny pieces, rinsed
with distilled water, and then used as the sole carbon source for the growth of microorganisms in an orbital shaker flask. Reagents, glass wares and
apparatus used were obtained from Elizade university laboratory. While chemicals were purchased from Pascal laboratory.

Preparation of seed culture for fungi

The seed culture used for bacteria isolate was made up of (0.1g/20 ml) peptone, (0.1g/20 ml) sodium chloride (NaCl), (0.03g/20 ml) beef extract,
and (0.03g/20 ml) yeast extract, at pH 7.4. These were sterilized by autoclaving at 15lbs pressure (121 °C) for 15 min and incubated in a shaking
incubator at 180 rpm at 30 °C.

Preparation of basal mineral medium for bacteria

The basal mineral medium used was made up of (0.034g/170 ml) ammonium nitrate (nusno3), (0.034 g/170 ml) monopotassuim phosphate
(xnzpro4),(0.034g/170 ml) potassium dihydrogen phosphate dodecahydrate (KH2P04.12H20), (0.136g/170 ml) sodium chloride (NaCl), (0.136 g/170
ml) potassium chloride (KCI), (0.017g/170 ml) calcium chloride dihydrate (CaCl2.2H20), (0.034g/170 ml), magnesium sulphate (mgso4)(0.2g/170 ml)
and (0.00034g/170 ml) ferrous sulfate heptahydrate (FeS04.7H:0), at pH 7.4. 0.5g of polyethylene (PE) was added to the basal mineral Salmonella-
Shigella (SS) media. These were sterilized by autoclaving at 15lbs pressure (121 °C) for 15 min.

Preparation of seed culture for fungi

The seed culture for fungi isolates was made up of (0.2g/20 ml) glucose, (0.04g/20 ml) ammonium nitrate (nusno3), (0.004g/20 ml) monopotassuim
phosphate (kuzro4), (0.01g/20 ml), magnesium sulphate (mgsos), and (0.04g/20 ml) yeast extract at pH 6.0. These were sterilized by autoclaving at
151bs pressure (121 °C) for 15 min and incubated in a shaking incubator at 180 rpm at 30 °C.

Preparation of basal mineral medium for fungi

The basal mineral medium used was made up of (0.034g/170 ml) ammonium nitrate (nu4no3), (0.034 g/170 ml) potassium phosphate dibasic(kznros),
(0.136g/170 ml) monopotassuim phosphate (kuzpos), (0.085g/170 ml) magnesium sulphate (mgso4), (0.34g/170 ml) yeast extract, (0.0425g/170 ml)
copper sulphate pentahydrate (CuSO4.5H:0), (0.0425g/170 ml) manganese sulphate (mnsos), and (0.51g/170 ml) glycine, at pH 6.0. 0.5g of
polyethylene (PE) was added to the basal mineral Salmonella-Shigella (SS) media. These were sterilized by autoclaving at 15 lbs pressure (121 °C)
for 15 min.

Determination of microbial growth using optical density for bacteria

During the period of analysis, the broths were centrifuged at 5000 rpm for 20 min at 4 °C. The reaction mixture contains 1 ml of the crude enzyme
and absorbance was monitored at 620 nm for 2 min in a visible spectrophotometer.

Determination of microbial growth using optical density for fungi

During the period of analysis, the broths were centrifuged at 5000 rpm for 20 min at 4 °C. The reaction mixture contains 1 ml of the crude enzyme
and absorbance was read at 660 nm for 2 min in a visible spectrophotometer. The clear supernatants were recovered as crude enzymes and
subjected to further studies. Manganese peroxidase activity was determined and used as a measure of Manganese peroxidase (MnP) production. The
reaction mixture (3 ml) contains 1 ml 2,2’azino-bis-(3-ethyl benzothiazoline-6-sulphonic acid (ABTS), 1 ml of culture filtrate, and 1 ml of hydrogen
peroxide (Hz202). One unit (U) of manganese peroxidase activity was defined as the amount of enzyme oxidizing 1 pmol2,2’azino-bis-(3-ethyl
benzothiazoline-6-sulphonic acid (ABTS), per minute at pH 5.0 and 30 °C with a molar extinction coefficient for the 2,2’azino-bis-(3-ethyl
benzothiazoline-6-sulphonic acid (ABTS) radical cation (the reaction product) of €414 nm = 31100 M1 cmL.

Manganese peroxidase (MnP) activity is calculated as shown below and expressed as U/I.
Total vol.of reaction 1000

Enzyme activity (U/1) = Slope x &

1000

vol.of sample used

Where;

Slope = slope from the kinetic plot of 2,2’azino-bis-(3-ethyl benzothiazoline-6-sulphonic acid (ABTS) oxidization by color change. Total reaction
volume = 3 ml

MAu414nm (Molar extinction coefficient of 2,2’azino-bis-(3-ethyl benzothiazoline-6-sulphonic acid (ABTS) radical) =31100 M-t cm-!
Volume of sample used = 1 ml
Assay of laccase activity

Assays were performed in a 3 ml cuvette at room temperature with 750 pl 2,2’azino-bis-(3~ethyl benzothiazoline-6-sulphonic acid) (ABTS), and
250 pl of enzyme extract. One unit of laccase activity was defined as the amount of enzyme that leads to the oxidation of 1 umol of 2,2’azino-bis-
(3~ethyl benzothiazoline-6-sulphonic acid) (ABTS) per minute, with a molar extinction for the 2,2’azino-bis-(3~ethyl benzothiazoline-6-sulphonic
acid) (ABTS) radical cation, the reaction product of £#20nm=36000 M-! cm'L. Laccase activity was expressed as units per milliliter (U/ml). The enzyme
activity was calculated using the expression.

Absorbance X Total volume of mixture (ml)

Enzyme activity =
Y Y Total incubation time X Extinction coefficient X Volume of enzymes (ml)
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RESULTS
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Fig. 1: Lognormal plot showing the growth of penicillium Italicum (PI) on polyethylene (PE) and penicillium Italicum control (PIC) (glucose)
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Fig. 2: Lorentzian plot showing the growth of Escherichia coli (EC) on polyethylene (PE) and Escherichia coli control (ECC) (glucose)
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Fig. 3: Lorentzian plot showing laccase activity in Escherichia coli (EC) on polyethylene (PE) and Escherichia coli control (ECC)
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Fig. 4: Lorentzian plot showing manganese peroxidase activity in Escherichia coli (EC) on polyethylene (PE) and Escherichia coli control (ECC)
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Fig. 5: Lorentzian plot showing laccase activity in penicillium italicum (PI) on polyethylene (PE) and penicillium italicum control (PIC)
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Fig. 6: Lorentzian plot showing manganese peroxidase activity in penicillium italicum (PI) on polyethylene (PE) and penicillium italicum
control (PIC)

DISCUSSION

The growth rate of the microorganisms was very slow in the first two to three days of inoculation. This indicates that the organisms were not well
adapted to the available carbon source. From 31 to 5t d for fungi and bacteria, the growth started to speed up, implying that microorganisms were
now well adapted to the available polyethylene (PE) carbon source. They metabolized the available carbon source for a week, after which the
growth rate started declining. The activity of laccase was determined according to a modified method of [15]. This was done by monitoring the
change in absorbance spectrophotometrically at 420 nm (A420), related to the rate of oxidation of 1 nm 2,2’-azino-bis-(3~ethyl benzothiazoline-6-
sulphonic acid) (ABTS) in 1 nm Tris-HCl buffer at pH 7.0. The enzymatic activity of laccase for penicillium Italicum (PI) and penicillium Italicum
control (PIC) was monitored using optical density for 7days. The activity of the enzyme was best on day 4 for both penicillium Italicum (PI) and
penicillium Italicum control (PIC), with penicillium Italicum (PI) having 9.5 and penicillium Italicum control (PIC) having 0.91. A graph for penicillium
Italicum (PI)and penicillium Italicum control (PIC) was plotted and it gave the shape of a Lorentzian as shown in fig. 8.

A modified method of [16] was used to monitor manganese peroxidase (Mnp) activity over the entire biodegradation period via the oxidation of 0.24
mmol 2,2’-azino-bis-(3~ethyl benzothiazoline-6-sulphonic acid) (ABTS) buffered with 50 mmol sodium acetate buffer (pH 5) in the presence of 5
mmol Hz202 at 414 nm for 5 min in a visible spectrophotometer. The enzyme activity of manganese peroxidase for penicillium Italicum (PI) was also
determined using optical density for 7 d. The activity of the enzyme was best on day 4, with penicillium Italicum (PI) having 10.643 and penicillium
Italicum control (PIC) having 12.033. The graph plotted for penicillium Italicum (PI) and penicillium Italicum control (PIC) gave the Lorentzian as
shown in fig. 9. The enzyme activity of laccase for Escherichia coli (EC) and Escherichia coli control (ECC) was determined using optical density for a
maximum of 7 d. The activity of the enzyme was at its best on day 4 for Escherichia coli (EC) with a value of 9.2, and For Escherichia coli control
(ECC) on day 3, having a value of 8.42. The graph plotted for Escherichia coli (EC) and Escherichia coli control (ECC) gave the Lorentzian shape as
shown in fig. 6. The enzyme activity of manganese peroxidase for Escherichia coli (EC) and Escherichia coli control (ECC) was determined using
optical density. Spectroscopic methods are useful in the quantitative analysis of test samples [17]. The enzyme activity was observed to be best on
day 3 for Escherichia coli (EC), having a value of 5.25, and on day 2 for Escherichia coli control (ECC) with a value of 5.83. The graph plotted for
Escherichia coli (EC) and Escherichia coli control (ECC) gave the Lognormal shape as shown in fig. 7. From the results obtained, penicillium Italicum
(PI) showed more activity for the enzyme manganese peroxidase when compared to laccase. While Echerichia coli (EC) showed more enzyme
activity for laccase when compared to manganese peroxidase (Mp). The result of this test supports the work by [18], they observe that the presence
of laccase and manganese peroxidase can aid in the degradation of polyethylene.
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CONCLUSION

Escherichia coli (EC) and penicillium italicum (PI) showed Manganese peroxidase and Lacasse activities as they utilized polyethylene as a carbon
source. Hence, they should be explored for biodegradation of polyethylene. We recommend that, Escherichia coli (EC) and Penicillium italicum (PI)
should be used for polyethylene degradation. Further work should be done to unveil the potential of these microbial strains in biodegradation of
polyethylene. Characterization of the screened enzymes should be done to optimize their production and effectiveness on plastic (polyethylene)
degradation.
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