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Abstract

This research was designed to clean-up through an environmentally friendly techniques, a polluted environment of Madaka District of Shikira.
Physicochemical properties of the soil were done using standard methods. Chicken dropping vermicompost (CDV) and goat manure vermicompost (GMV)
were produced by standard method to assist the phytoremediation process with plant growth promoting bacteria (PGPB). Canonical discriminant functions of
the heavy metals were done. For the first location (AK) the plant parts of M. officinalis L mopped up heavy metals, the concentration of Cd, As, Pb in plant
parts varied from 0.007 to 0.33 mg/kg, As from 0.09 to 4.39 mg/ kg and Pb from 0.07 to 10.35 mg/kg respectively while the concentration of heavy metals in
S. acuta parts had Cd, As, Pb varied from 0.002 to 0.43 mg/kg, As from 0.27 to 3.79 mg/ kg and Pb from 1.68 to 10.7 mg/kg respectively. The second location
(AM) also had the two plants mopping up heavy metals at different concentrations. the concentration of Cd, As, Pb in M. officinalis L parts varied from 0.03 to
0.41 mg/kg, As from 0.65 to 4.65 mg/ kg and Pb from 1.93 to 11.49 mg/kg respectively while the concentration of heavy metals in S. acuta parts had Cd, As,
Pb varied from 0.06 to 0.66 mg/kg, As from 0.68 to 4.64 mg/ kg and Pb from 1.53 to 11.53 mg/kg respectively. Melissa offinalis L and Sida acuta were found
most suitable for phytoextraction of sites contaminated with Cd, As and Pb because both of them have their bioconcentration factor (BCF), translocation
factor (TF) and biological accumulation coefficient (BAC) to be 11 while both were also scored as phytostabilizer because they have BCF i1 and TF [{1. Soil
structural changes pre and post remediation were determined through x-ray fluorescence (XRF spectroscopy) and scanning electron microscopy (SEM)
analyses.

Introduction

Currently, pollution is one of the most important problems around the world where several world inhabitants suffer health problems related to mining,
atmospheric pollutant and industry (Martinez et al. 2004). Mining amongst human activities has been recognized to cause major negative impact on the
wholistic quality of the environment (Donkor et al. 2005; Acosta et al. 2011). Human anthropogenic activities for example mining causes the destruction of
natural ecosystems by altering soil, vegetations soil microorganisms. The unwanted release of environmental pollutants predisposed by mining activities had
reached an alarming proportion that deserves attention (Abiya et al. 2019; Ullah et al. 2015) The presence of these heavy metals in soil and water bodies is
known to significantly deteriorate the quality of such soil and waters (Amarlal et al. 2006; Aransiola, et al. 2021). Zamfara State lead poisoning is one of the
major heavy metal incidences in the Nigerian records that claimed the lives of over 500 children within seven months. Between January and July, 2010, illegal
miners from seven villages of Bukkuyum and Gummi Local Governments in Zamfara State brought rocks containing gold ore into the villages from small-
scale mining operations; however, the villagers did not know that the ore also contained extremely high levels of lead. The ore was crushed inside village
compounds, spreading lead dust throughout the community. These led to the death of many villagers, mainly children (Galadima and Garba 2011). Heavy
metals are of concern due to their capacity to induce harmful and toxic effects on plants and animals. Some metals are known to have importance in growth
at minute quantities (Cu, Fe, Mn, Zn, and Mo), but surplus levels negatively affect growth and development (Alirzayeva et al. 2017; Ali et al. 2021) They are one
of the most persistent pollutants in soil and water (Aransiola et al. 2021).

Vermicomposting is a green technique that produces vermicompost from different types of organic wastes using specific earthworm species. It helps farmers
to reduce their use of chemical fertilizers and the overall production costs. Vermicompost is considered an alternative to chemical additives in agricultural crop
production that reduces economic costs, while producing healthier organic products for consumers and enriching the environment (Kaplan 2016). Some
communities in Niger State such as Shikira community in Rafi Local Government Area (RLGA), where there is large gold deposit and through a series of mining
activities have their environment heavily polluted with lead (Pb) and other metals (Ikhumetse et al. 2019). This lead poison led to the death of 28 children in
the year 2015 as reported by the Federal Ministry of Health FMH, Nigeria (FMH 2015). Excessive metal concentration in soils pose significant hazard to human
in particular, and to the environment in general. Contamination of soils with toxic metals has often resulted from uncontrolled human activities especially
those related to mining as practised in Madaka District, RLGA, Niger State, Nigeria (FMH 2015) especially those related to mining. There is an urgent need to
develop an eco-friendly remediation technology to effectively remove the contaminating metals from the polluted soil of these communities. Therefore,
Vermicomposts were employed in this study in an assisted capacity to restore the polluted soil using S. acuta and Melissa officinalis L

Materials And Methods

Study area

The study site was Madaka District, Shikira community comprising two settlements — Angwan Magiro (AM) and Angwan Kawo (AK). Shikira is located by the
Eastern part of Kagara town, the headquarters of Rafi Local Government Area of Niger State, Nigeria (Figure 1). Niger State is located between longitude 3° 30’
E and 7° 30’ E and latitude 8° 10' N and 10° 30’ N (Figure 1). The site was selected based on the report of the lead poisoning occurrence in May, 2015 due to
artisanal mining activities (FMH, 2015). Madaka people are predominantly farmers while few are nomads. Mining activities have been going on in Madaka
district for years and this involves both the indigenes and foreigners (lkhumetse et al., 2019)

Collection and Processes of Samples

Plants and Heavy metal polluted soil for this experiment were collected from the mining sites of Shikira community comprising Angwan Magiro and Angwan
Kawo, Rafi Local Government Area, Niger State, Nigeria, from a depth of 0-15 cm with clean stainless-steel shovel and transported in polythene bags to Federal
University of Technology, Minna, for further analysis. These two major sites where pollution of heavy metals and extensive mining activities have taken place
were selected for this study. In each of the sites, a 100m by 100m plot were demarcated and the two repeated herbaceous plant species (Sida acuta and
Melissa officinalis L) contained in the plots were selected for this study.

Physicochemical Properties
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The physicochemical properties of the soil were carried following using standard methods as described by different authors. Soil pH was determined using the
method of Eckerts and Sims (1995), organic carbon and the exchangeable cations were determined by the method of Walkley and Black (1934) and Agbenin
(1995). The method of Black (1965) and Agbenin (1995) were used to determined the total nitrogen while the soil particle size was done using the methods of
Bouyoucos (1962) and USEPA (1996), available phosphorus was determined by the method of Bray and Kurtz (1945) and Nordberg et al. (2007)

Collection of Vermicompost Materials and Preparation of Chicken Dropping (CDV) and Goat Manure Vermicompost (GMV)

The wastes as the raw material for the vermicompost (a) Dried neem leaves that was used for the bottom layer of the vermicompost were collected within the
environment of the Federal University of Technology, Minna, Niger State, Nigeria. These were collected in a clean plastic container for the set-up. (b) Rice straw,
this was collected at mini rice mill factory located in Sauka Kahuta area, Minna, Niger State, Nigeria. The collection of this was taken into a clean sack, stored
and ready for the set-up. (c) Vegetable wastes, these wastes were collected at vegetable market, Kasangwari, market, Mobil, Minna, Niger State, Nigeria. (d)
Goat dung was collected at the goat market located at Kasangwari market, Minna, Niger State, Nigeria. (¢) Chicken dropping was collected from Royal
Splendour Integrated School farm, Mandela area, Minna, Niger State, Nigeria. (f) Exotic varieties of earthworm (Eisenia foetida) were purchased from
fishermen at riverine village of Taji, Lokoja Local Government Area, Kogi State, Nigeria. About 2 kg were used in vermicomposting.

The vermin-compost was produced from chicken dropping and vegetable waste. In this process, dried neem leaves (1 kg), chopped rice straw (2 kg) was
added with the vegetable wastes (half a 500g) and chicken dropping (4 kg). Water (2 L) was added and one kilogramme (1 kg) of exotic varieties of
earthworms (Eisenia foetida) (Figure 2a) was spread on bedding materials in the plastic worm composter. This set-up was monitored for 90 days and water (2
L at 2 days interval) was introduced to curb dryness of the bed. The physicochemical parameters were measured during vermin-composting as described in
soil analysis and these include; pH, organic matter, total nitrogen, available nitrogen, total phosphorus, sodium, magnesium, iron, zinc, manganese and copper
(Figures 2a & b). After 90 days, chicken vermicompost was collected, air dried, and a portion of it was taken for nutrient analysis (Jadia and Fulekar 2008).
The nutrients in dried sample of vermin-compost was digested with concentrated nitric acid and 30% hydrogen peroxide and then determined by atomic
absorption spectrophotometry (AAS). This set-up was replicated in another vermin composter where goat dung replaced the chicken droppings (Figures 2d &c)
for the second compost development (APHA 1998; Jadia and Fulekar 2008).

Experimental Design and Setup

The study was a pot experiment. Polluted soils were collected and transported from Angwa Magiro and Angwa Kawo of RLGA and the experimental layout
was conducted at the biological garden of Federal University of Technology, Minna. The setup was a complete randomized design and the treatments was
replicated three times. The experimental pots were filled with 5 kg polluted soils and the 3 weeks nursed plants for the remediation (M. officinalis L and S.
acuta) was planted on it. The seed of the two plants selected for this study were collected at the Federal University of Technology, Minna environment in
January 2020, they were stored in a dry container until the month of March, 2020 when they were nursed. The nursery took place at the biological garden of
Federal University of Technology, Minna. Two beds were prepared and watered for five days before the seeds of both plants were spread on the soil. Each
plant seed on the separate bed made. For the seed to sprout, about fifteen litres (15 L) of water were supply to each of the bed plot where the seed was spread.
This was daily and repeatedly done for three weeks. Seedlings of each plants were produced and three seedlings were transplanted to each pot containing the
polluted soil for the phytoremediation. Plant growth promoting bacteria (PGPB) were collected as stock culture from Microbiology Laboratory, Federal
University of Technology, Minna. The identity of the organism was confirmed as Bacillus safensis which was used for the study. The culture of this organism
was prepared in nutrient broth and 100 mL was applied by spraying on the plant leaves and stems. This was done at three weeks interval until the plants were
fully matured. Vermicast (0.5kg) was added as fertilizer to the plants, this was done by direct application to the surrounding plants around the root. The
application was done twice at two months interval. The set-up was done and monitored for seven (7) months. The physicochemical properties and the
microbial counts of the soil were done at a month interval throughout the study period.

Experimental Layout for Phytoremediation Studies

The experimental design for the phytoremediation is presented in Table 1. The polluted soils were taken from two villages (Angwa Kawo and Angwa Magiro).
Two selected plants (Melissa officinalis L and Sida acuta) were used for the remediation. Each plant was subjected to six treatment and they were replicated
thrice for each treatment for the two villages. The plants were subjected to 5 kg soil and were treated as shown in Table 1.

Table 1: Design of the Phytoremediation Studies
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Treatments Treatment Code Details of the Treatment

Angwa Kawo Melissa officinalis L

A Soil (5kg) + M. officinalis L

B Soil (5kg) + M. officinalis L + PGPB

C Soil (5kg) + M. officinalis L + CDV+ PGPB
D Soil (5kg) + M. officinalis L + GMV+ PGPB
E Soil (5kg) + M. officinalis L + CDV

F Soil (5kg) + M. officinalis L + GMV

Sida acuta

G Soil (5kg) + S. acuta

H Soil (5kg) + S. acuta + PGPB

I Soil (5kg) + S. acuta+ CDV+ PGPB

J Soil (5kg) + S. acuta + GMV+ PGPB

K Soil (5kg) + S. acuta+ CDV

L Soil (5kg) + S. acuta + GMV

Angwa Magiro  Melissa officinalis L

Soil (5kg) + M. officinalis L

Soil (5kg) + M. officinalis L + PGPB

Soil (5kg) + M. officinalis L + GMV+ PGPB
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Keys; PGPB= Plant Growth Promoting Bacteria, CDV=Chicken Dropping Vermicompost, GMV= Goat Manure Vermicompost
Determination of Heavy Metal in the Harvested Plants

After harvesting, plant shoots and roots were separated from soil, carefully washed first with tap water, and then with distilled water until all dirt's were
removed. All samples were air-dried the Microbiology laboratory, Federal University of Technology, Minna, for seven days. The samples were oven-dried at
600°C until a constant weight were obtained. The dried plant parts were ground to powder using a horizontal grinder (Kai et al. 2012). The dried samples were
digested with a mixture (3:1) of concentrated nitric acid and hydrofluoric acid in microwave assisted Kjeldahl digestion. Each microwave extraction vessel was
added with 6 mL of nitric acid and 2 mL of hydrofluoric acid together with 0.8 g of plant sample. The vessels were capped and heated in a microwave unit at
800 W to a temperature of 190°C for 20 min with a pressure of 25 bars. The digested samples were diluted to 50 mL and subjected to analysis of the metals
by atomic absorption spectrophotometer using flame atomization. Results were expressed on dry weight basis of each component (Kai et al. 2012).

Evaluation of Phytoremediation Factors

i. Bio-concentration factor (BCF): This was calculated using the metal concentration ratio in plant roots to that in soil (Yoon et al. 2006; Nazir et al. 2011) and
is given as follows: BCF = metal concentration in root/metal concentration in soil.

ii. Translocation factor (TF): This is the ratio of metal concentration in plant shoot to that in plant root. TF = metal concentration in plant shoot/metal
concentration in plant root (Yoon et al. 2006; Ameh et al. 2019).
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iii. Biological accumulation coefficient (BAC): This is defined as the concentration of metals in plant shoots divided by metal concentration in soil (Nazir et al.
2011) and is given as follows: BAC = concentration of metal in plant shoots/metals concentration in soil.

iv. Enrichment factor (EF): This is the ratio of metal concentration in plant leaves to metal concentration in soil. EF = concentration of metal in
leaves/concentration of metal in soil (Lorestani et al. 2011).

XRF Spectroscopy Analysis of Bio Remediated Soil

Two radioactive isotope sources, cadmium-109 (Cd-109) and americium-241 (Am-241), were used by the NITON XL722S XRF instrument for the production of
primary X-rays. Each of these sources emit a specific set of primary X-rays which excite a corresponding range of elements in a sample. When more than one
source can excite the element of interest, the appropriate source is selected according to its excitation efficiency for the element of interest. The NITON
XL722S instrument was configured with the appropriate sources based on the applications provided with the unit. Soil sample was positioned in front of the
source-detector window and sample measurement is initiated. This exposes the sample to primary radiation from the source. Fluorescent and backscattered
X-rays from the sample entered through the detector window and are counted by the high-performance, solid-state detector. Elemental concentrations were
computed based on ratios of analyte X-ray intensity to source backscatter. The raw ratios are corrected for spectral overlap and inter-element effects using
correction coefficients and iteratively computed element concentrations. The NITON XL722S is factory calibrated, and the menu-driven software supports
multiple calibrations called "applications." Each application is a complete analysis configuration including elements to be measured, interfering elements in
the sample, and a set of calibration coefficients. The AStandard Soil Application@ for the NITON XL722S may was used as: 1) the percentage of the elements
of interest are less than (<) 1.0%, 2) the material is of a light matrix (for example, aluminum silicate), and 3) elements with atomic number greater than iron do
not exceed several percent. Measurement time is user controlled. Shorter measurement times (30 to 60 seconds [s]) are generally used for initial screening
and hot spot delineation, while longer measurement times (60 to 300s) are typically used for higher precision and accuracy requirements.

SEM Analysis

The soil structural components were captured using scanning electron scanning microscope (SEM: JEOL, USA. Model: JSM-7900F). Soil sample was placed
on aluminum holder stub using a double sticky carbon tape, then the sample was completely dried in an oven at 60°C for at least 3 hours. “Vent” button
located at the display panel of the Microscope table was clicked to release nitrogen into the chamber if there are none after which the sample is placed on the
sample holder stubs into the mounting holes and the door was closed gently and EVAC button was pressed. After about 2 minutes of waiting when the sound
of rotary pump is heard as the green light is seen on the display and waiting for about 30-45 minutes to achieve high vacuum < 5 X 10-5 Pa was observed.

As the vacuum reached proper level, filament and monitor light were ON and the status of dial positions were checked at the acceleration voltage of 15 KV.
After the filament was turned on, the red light was shown. With the lowest magnification (10X) selected, Choose TV scan mode was chosen and samples
located using trackball. Coarse focus switch was turned on and using the focus knob, working distance was changed to 14 mm. z-axis up key was pressed to
bring up the sample stage slowly, the screen was looked into to find the z-position where the image is in focus, this was noted down and the coarse focus was
turned off. The scanning speed was set to S1 while image set up icon was clicked and mapping option was selected for 1024 normal resolution and frame 1
to close the image set up window. The image acquire icon was switched to record the image. Now the software takes the control over SEM and the monitor
was freeze and image saved.

Heavy Metal Removal Efficiency

The efficiency at which the metal contaminants are removed was determined using (Equation (9) as used by Emenike et al. (2017).

CO (X)—CF (X) ,
ooy ¥ 100 (9)

% of heavy metal removal
Where

Co(x) = initial concentration of metal, “x” = (Pb, Cd, As) in the soil at the beginning of the experiment.

Cr(x) = final concentration of metal, “x” = (Pb, Cd, As) in the soil at the end of the experiment. XRF Spectroscopy SEM Analysis of Bio Remediated Soil Were
also done by standard methods and result presented

Statistical Analysis

The collected were assayed and analysed in triplicates using SAS 9.0. All physio-chemical experiments were subjected separately to analysis of variance
(ANOVA). Duncan Multiple Range Test (at 5 and 1%) and Mean + SEM were used to test mean comparison for significant effects of the treatment. This was
used to identify the significance of differences of the concentration of each element in the soil and plant samples also. SAS version 9.0 was used to analyze
the significant effects and means were compared for the treatment, plant parts and location effects with respective Standard Error of means. Canonical
discriminant analysis was done with IBM statistics SPSS 20 to determine the combined distribution of the heavy metals as influenced by treatments and
assimilated by the plant parts in each location.

Results

Physicochemical Properties of the Vermicompost
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Table 2 represented the results of physicochemical parameters of GMV and CDV vermicompost after 60 days of vermicomposting process.

Table 2: Physicochemical Properties of the Vermi-Composts.

Parameters GMV Cbv
pH 6.65 6.91
Nitrogen (%) 2.47 1.29
Phosphorus (mg/kg) 33.87 35.26
Organic Matter 7.32 9.06
Organic Carbon 8.15 12.64
C:N 3.30 9.80
Sand (%) 53.87 55.05
Silt (%) 15.41 10.06
Clay (%) 29.15 34.17
Na* (Cmol/kg) 1.741 1.062
K* (Cmol/kg) 2.62 2.47
Mg?2* (Cmol/kg) 12.05 9.38
Ca?* (Cmol/kg) 11.35 13.30
Moisture 10.8 11.5
Texture Granular Fine
Structure Sand Sand
Colour Yellowish brown Yellowish brown
Electrical Conductivity (u/cm) 166 126
Exchangeable Acidity (Cmol/kg) 4.28 3.57
Cation Exchange Capacity (Cmol/kg) 9.40 6.30

KEY:

GMV- Goat Manure Vermicompost, CDV- Chicken Dropping Vermicompost

Mg/kg: milligram per kilogram, cmol/kg: centimoles of charge per kilogram

Physicochemical Properties of Soil During the Study.

Mean Square Interactions (ANOVA) of the Physicochemical of the Polluted Soils Across the Study Period

Table 3: Physicochemical Mean Square Interactions of the Polluted Soils Across the Study Period
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Sources DF

Rep 5
Location 1
Plant 1
Month 5
Loc*Plant 1
Loc*Month 5
Plant*Month 5
Loc*Plant*Month 5
Error 115
R Square (100)

cv

Root MSE

Mean

Mean Squares

pH

1.85%*
0.42
1.15%
4.07**
0.03
0.97**
0.50
0.26
0.27
56.58
8.02
0.52
6.47

EC
(p/cm)
43248.13%
361
1167.36
4761.51%
220.03
582.07
737.19
60.13
930.81
69.91
25.06
30.5092
121.7222

%0C

7.81%*
0.08
0.06
56.56**
0.30
1.25
0.77
0.33
0.87
77.05
55.20
0.93
1.69

%0M

3.06**
0.84*
0.74*
3.52%*
0.38
1.03**
0.43*
0.27
0.18
68.16
42.81
0.42
0.98

%TN

0.18**
0.10**
0.05**
0.14**
0.003
0.005
0.01
0.002
0.008
67.93
43.23
0.09
0.20

Ca

(mg/kg)
318096.18**
7140.25
25016.69
286310.45%*
272.25
27081.12*
3875.83
5702.72
11466.44
71.06

16.53
107.08
647.46

Mg
(mg/kg)
31378.77**
5217.65
966.17
24247 A4**
7909.13*
2019.78
1201.41
2115.07
1575.42
63.77
29.16
39.69
136.08

Na
(mg/kg)
3565.64%*
0.001
396.67
1341.17%*
3.80
321.97**
111.60
143.81
88.94
73.12
15.70
9.43
60.03

K

(mg/kg)
9699.00%*
6408.00**
9.10
26794.38**
89.30
966.23
41.10
135.83
537.10
75.91
27.00
23.17
85.80

ExA
Cmol/kg
29.46
33.96
19.16
33.83
25.84
29.43
25.27
3212
29.02
19.91
580.64
5.38
0.93

Key: EC=Electrical Conductivity, 0C=0Organic Carbon, OM=0rganic Matter, Exchangeable Acidity, CEC=Cations Exchange Capacity *Mean Square Values
significant at a=0.05; **Mean Square Values significant at a=0.0

Physicochemical Mean Comparison for the Months of Experiments Across the Parameters Measured

pH values increased progressively, but the values recorded from May to July were significantly the same, these were lower significantly than pH value in
August which is not different from September’s value but significantly lower than October’s pH value (Table 4).

Table 4: Physicochemical Mean Comparison for the Months of Experiments Across the Parameters Measured.

Months pH

May 6.170c
June 5.981c
July 6.160c
August 6.710b
September  6.753ab
October 7.030a

EC p/cm

%0C

111.000b 0.462d

107.542b 0.458d

112.625b 0.967cd

121.292ab  1.313c

139.292a 2.493b

138.583a 4.420a

%0M

0.664d
0.631cd
0.906¢
0.852cd
1.194b
1.646a

%TN

0.118c
0.122¢
0.195b
0.211b
0.264a
0.307a

Camg/kg Mgmg/kg Namg/kg
550.000d 103.830c 50.304c
555.250d 107.630c 52.638c
585.330cd  131.830b 60.433b
639.580c 135.410b 62.529b
732.500b 146.250b 63.825b
822.080a 191.580a 70.488a

K mg/kg

62.500c
64.529¢c
67.283c
72.679c
99.771b
148.063a

ExA
Cmol/kg
0.193a
0.242a
0.370a
0.563a
3.293a
0.905a

CEC
Cmol/kg
2.124e
2.221e
3.165d
4.354c
5.040b
6.011a

Down the column values with the same letter are not significantly different from the other.

Key: EC=Electrical Conductivity, 0C=0Organic Carbon, OM=0rganic Matter, Exchangeable Acidity, CEC=Cations Exchange Capacity

Table 5: Physicochemical Mean Separation for pH, Organic Matter and Mg Across the Locations and Months of the Study
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Location Month Mean 1 Std. Error Mean

pH %0M Mg mg/kg
Ang K. August 7.007+0.176ab  0.810%0.079cd  122.183+12.456de
Ang K. July 6.164+0.187¢ 1.0124£0.139bc  111.017+11.744de
Ang K. June 5.74610.215f 0.543+0.064e 109.825+8.920de
Ang K. May 6.09210.166ef  0.561+0.060e 105.767+8.999¢
Ang K. October 7.273%0.090a 2.092+0.376a 189.5174£28.135ab
Ang K. Sept. 6.842+0.165bc  1.33440.239b 142.100415.966¢cd
Ang M. August 6.414+0.209de  0.89410.120cd  148.642+14.984bcd
Ang M. July 6.157%0.172e 0.8071+0.093cd  152.642+14.569bc
Ang M. June 6.217+0.155e 0.718+0.066d 105.425+11.352¢
Ang M. May 6.248+0.172e 0.768+0.072d 101.900+£10.720e
Ang M. October 6.774%0.129¢c 1.201+0.150b 193.642+18.758a
Ang M. September  6.664+0.155cd  1.053+0.138bc  150.392+14.888bc

ANOVA, Data represent means + SEM

Considering the two locations AK and AM across the months for this study, the mean separation for the pH, OM and Mg location was higher (7.273, 2.092 and
189.517 respectively) in the of October while the lowest for pH and OM (5.746, 0.543 respectively) were recorded in the month of June for AK location. These
values also showed significant differences from other values from the other months (Table 5). It has been reported that the organic matter of the soil is one of
the key factors determining the plant capacity to take up metals from the soil (Nejad et al. 2017). With complexes formed by organic matter and heavy metals,
its content of OM may affect the specificity of heavy metals in soil (Koretsky 2000). In line with this principle, high OM content was reported to decrease Cd
and Ni in soil solution (et al. 2007). The application of vermicast as a source of OM is a well-known practice to improve soil properties (e.g., enrichment of

humic acids molecules in carbon and nitrogen) because of its sufficiently slow mineralization (et al. 2005).

XRF Spectrum Analysis of the Remediated Soil

The x-ray fluorescence spectroscopy of the remediated soil is presented in Figures 3 and 4. The reduction in peaks indicated that the remediation processes

have taken place after seven months.

Table 6: Mean Value of Cd, As, Pb and Their Interactions Between Plant Parts and the Two Location.

ANOVA, Data represent means + SEM

Location

Angwan Kawo

Angwan Magiro

Angwan Kawo

Angwan Magiro

Angwan Kawo

Angwan Magiro

Angwan Kawo

Angwan Magiro

Angwan Kawo

Angwan Magiro

Cd

Root
0.141+0.013b
0.163+0.014b
Stem
0.215+0.019a
0.202+0.019ab
Leaf
0.18040.017ab
0.14040.012b
Seed
0.153+0.017b
0.133+0.017b
Soil
0.160+0.030b
0.136%0.020b

As

1.873+0.103e
2.934+0.200bc

2.616+0.197cd
3.353+0.221b

2.015+0.169d
2.743+0.173c

1.384x0.162f
2.339+0.197cd

2.065+0.350d
5.856+0.571a

Pb

5.491+0.388ef
7.434%0.590cd

6.518+0.573de
7.653+0.643c

5.599+0.492def
6.599+0.549d

5.108+0.501f
6.149+0.493de

9.116+0.388b
17.501+1.091a
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Table 7: Mean of Cd, As, Pb Value with the Treatments and Locations Interaction.

Locations

Angwan Kawo

Angwan Magiro

Angwan Kawo

Angwan Magiro

Angwan Kawo

Angwan Magiro

Angwan Kawo

Angwan Magiro

Angwan Kawo

Angwan Magiro

Angwan Kawo

Angwan Magiro

Angwan Kawo

Angwan Magiro

Angwan Kawo

Angwan Magiro

Angwan Kawo

Angwan Magiro

Angwan Kawo

Angwan Magiro

Angwan Kawo

Angwan Magiro

Angwan Kawo

Angwan Magiro

Cd

0.159+0.059ab
0.113+0.030b

0.141+0.042ab
0.143+0.022ab

As Pb
Soil (5kg) + M. officinalis L.

1.961+0.503cd 3.729+1.222¢
3.0304£0.996b 5.743+1.810cd
Soil (5kg) + M. officinalis L + PGPB

1.37940.319d 4.306%0.847e

3.747+0.773ab 7.135+1.784c

Soil (5kg) + M. officinalis L + CDV+ PGPB

0.193+0.016a
0.174+0.032ab

2.318+0.374bc 7.819£0.392bc

3.878+0.193a 11.009+0.443a

Soil (5kg) + M. officinalis L + GMV+ PGPB

0.192+0.022a
0.181+0.042ab

0.193+0.005a
0.168+0.035ab

0.193+0.024a
0.115+0.021b

0.059+0.025b
0.142+0.029ab

0.190+0.030ab
0.129+0.013ab

0.197+0.025a
0.173+0.015ab

0.195+0.035a
0.175+0.026ab

0.148+0.024ab
0.171+0.013ab

0.178+0.025ab
0.173+0.024ab

1.985+0.316cd 8.303+0.440bc

3.32940.357b 10.7934£0.513a
Soil (5kg) + M. officinalis L + CDV
2.14740.119cd 7.111+0.602c
2.729+0.224bc 10.054+0.997a
Soil (5kg) + M. officinalis L + GMV
2.19240.259cd 7.255+0.520bc
2.935+0.408bc 10.312+0.480a
Soil (5kg) + S. acuta
1.79140.490cd 3.574+0.886e
3.072+1.100b 7.73242.464bc
Soil (5kg) + S. acuta + PGPB
1.97140.352cd 4.37940.561de
3.805+0.769a 6.899+2.583c
Soil (5kg) + S. acuta + CDV+ PGPB
2.14440.315cd 8.365+0.379bc
4.271+0.227a 9.006+0.398b
Soil (5kg) + S. acuta + GMV+ PGPB
2.15340.329cd 8.616+0.492bc
3.911+0.309a 10.261+0.585a
Soil (5kg) + S. acuta + CDV
1.953+0.215cd 6.11740.933cd
3.117+0.306b 9.901+2.071a
Soil (5kg) + S. acuta + GMV
1.895+0.387cd 6.825+0.411¢c

3.518+0.215ab 9.961+1.553a

ANOVA, Data represent means + SEM
Accumulation and Translocation of Metals in the Plants Used for the Study

Table 8: Accumulation and Translocation of Cd, As, and Pb in M. officinalis L used for remediation of Angwan Kawo Soil
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Treatments Metals BCF TF BAC EF
Soil (5kg) + M. officinalis L Cd 017 159 0.27 0.10
As 025 211 0.5 0.20
Pb 033 056 0.18 0.06
Soil (5kg) + M. officinalis L + PGPB Cd 0.09 568 0.53 0.23
As 023 336 0.79 0.27
Pb 022 371 083 0.28
Soil (5kg) + M. officinalis L + CDV+ PGPB ~ Cd 125 6533 666 225
As 6.0 486 2922 7.72
Pb 113 397 451 1.54
Soil (5kg) + M. officinalis L + GMV+ PGPB  Cd 418 4.0 16.74 0.32
As 538 422 2270 570
Pb 116 377 441 1.50
Soil (5kg) + M. officinalis L + CDV Cd 0.90 295 2.1 0.90
AS 082 283 232 0.79
Pb 053 322 1.69 0.56
Soil (5kg) + M. officinalis L + GMV Cd 846 327 2769 10.76
AS 432 393 17.02 6.95
Pb 0.54 361 193 0.64

Key: BCF (Bio-Concentration Factor) = metal concentration ratio of plant roots to soil, TF (Translocation Factor) = metal concentration ratio of plant shoots to
roots, BAC (Biological Accumulation Coefficient) = metal concentration ratio of plant shoots to soil, EF (Enrichment Factor) = metal concentration ratio of plant
leaves to soil. Values> 1 are in bold font

Table 9: Accumulation and Translocation of Cd, As, and Pb in S. acuta used for Remediation of Angwan Kawo Soil

Treatments Metals BCF TF BAC EF
Soil (5kg) + S. acuta Cd 0.04 3.5 0.15 0.08
As 0.25 1.71 043 0.19
Pb 0.24 218 0.53 0.18
Soil (5kg) + S. acuta + PGPB Cd 5.21 591 3086 1217
As 0.30 288 087 0.30
Pb 0.43 269 1.18 043
Soil (5kg) + S. acuta+CDV+PGPB  Cd 525 347 1825 475
As 554 404 2240 9.0
Pb 1.08 319 345 1.03
Soil (5kg) + S. acuta+ GMV+PGPB  Cd 425 447 190 40
As 3414 346 1842 3385
Pb 144 272 392 1.20
Soil (5kg) + S. acuta+ CDV Cd 1.45 3.57 520 1.04
AS 1.31 237 350 073
Pb 0.39 3.03 120 0.35
Soil (5kg) + S. acuta+ GMV Cd 3.0 453 136 440
AS 135 242 328 14.90
Pb 0.66 375 247 079
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Key: BCF (Bio-Concentration Factor) = metal concentration ratio of plant roots to soil, TF (Translocation Factor) = metal concentration ratio of plant shoots to
roots, BAC (Biological Accumulation Coefficient) = metal concentration ratio of plant shoots to soil, EF (Enrichment Factor) = metal concentration ratio of plant
leaves to soil. Values> 1 are in bold font

Table 10: Accumulation and Translocation of Cd, As, and Pb in M. officinalis L Used for Remediation of Angwan Magiro Soil.

Treatments Metals BCF TF BAC EF
Soil (5kg) + M. officinalis L Cd 0.34 1.56 0.54 0.10
As 0.11 3.06 0.34 0.17
Pb 0.15 241 036 0.10
Soil (5kg) + M. officinalis L + PGPB cd 016 105 175 054
As 0.27 282 0.77 0.23
Pb 0.22 253 0.55 0.17
Soil (5kg) + M. officinalisL + CDV+ PGPB  Cd 12.5 244 305 7.50
As 142 311 442 149
Pb 0.85 289 246 088
Soil (5kg) + M. officinalis L + GMV+ PGPB  Cd 1813 2.03 36.88 5.63
As 415 265 11.0 397
Pb 148 297 440 1.37
Soil (5kg) + M. officinalis L + CDV Cd 158 274 433 1.5
AS 225 294 663 226
Pb 0.51 289 148 0.49
Soil (5kg) + M. officinalis L + GMV Cd 0.5 260 1.3 0.55
AS 0.43 297 128 0.41
Pb 0.70 311 24 0.78

Key: BCF (Bio-Concentration Factor) = metal concentration ratio of plant roots to soil, TF (Translocation Factor) = metal concentration ratio of plant shoots to
roots, BAC (Biological Accumulation Coefficient) = metal concentration ratio of plant shoots to soil, EF (Enrichment Factor) = metal concentration ratio of plant
leaves to soil. Values> 1 are in bold font

Table 11: Accumulation and Translocation of Cd, As, and Pb in S. acuta L Used for Remediation of Angwan Magiro Soil
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Treatments Metals BCF TF BAC EF
Soil (5kg) + S. acuta Cd 1.94 044 085 0.17
As 0.14 1.59 0.23 0.06
Pb 0.13 257 035 012
Soil (5kg) + S. acuta + PGPB Cd 175 293 513 1.38
As 0.19 424 083 0.25
Pb 0.08 3.08 0.25 0.1
Soil (5kg) + S. acuta+ CDV+PGPB  Cd 1.15 386 446 1.07
As 0.76 278 214 0.66
Pb 0.92 253 232 0.73
Soil (5kg) + S. acuta+ GMV+PGPB  Cd 1037 409 425 1313
As 0.85 238 202 064
Pb 0.93 237 219 072
Soil (5kg) + S. acuta + CDV Cd 0.95 243 405 179
AS 0.55 356 196 0.67
Pb 0.26 274 072 0.20
Soil (5kg) + S. acuta+ GMV Cd 1.0 263 263 096
AS 0.73 286 209 0.11
Pb 0.37 264 098 0.29

Key: BCF (Bio-Concentration Factor) = metal concentration ratio of plant roots to soil, TF (Translocation Factor) = metal concentration ratio of plant shoots to
roots, BAC (Biological Accumulation Coefficient) = metal concentration ratio of plant shoots to soil, EF (Enrichment Factor) = metal concentration ratio of plant
leaves to soil. Values> 1 are in bold font

Heavy Metal Removal Efficiency
The efficiency at which the metal contaminants were removed was determined (Figures 7-10).

Canonical Discriminant Analysis of Heavy metal Dispersion Across the Treatments and Plants Parts

Discussion

Soil structure quality are decreased due to toxic accumulation of heavy metals and this in turn affects the general ecosystem which do not support plants
growth and also disturbing the activities of soil microbes (Daia et al. 2004; Sunitha et al. 2014). Immobilization of heavy metals (for example, Pb, Ni, Cd, As,
Co) is made possible by organic matter amendments for soil enrichment (Basta and McGowen 2004) and also increases the plants growth rates in
phytoremediation process which could lead to an increase in the plants removal efficacy (Wang et al. 2012). Vermicompost processes is quite different from
the traditional ways of composting which requires a thermophilic phase, while vermicompost undertakes a mesophilic change. Vermicompost consist of fine
texture when produced, it also has a peat-like material and this reinforce its structural characteristics in water retention and facilitates aeration (Belliturk et al.
2015). This as well causes increase in the cation exchange capacity (CEC) of the soils, promoting adsorption of positive ions, including heavy metals
(Herwijnen et al. 2007).

pH

The results of physicochemical parameters of GMV and CDV vermicompost are represented in Table 2 after 60 days of vermicomposting process. The CDV
had a slightly higher pH (6.91) than GMV (6.65) after 60 days (Table 2). Earlier research studies reported similar results during vermicomposting of different
wastes (Garg and Gupta 2011; Mousavi et al. 2019). Nitrogen and phosphorus mineralization into nitrites/nitrates and orthophosphates could be the reason
why pH decreases and transformation of organic waste into organic acids (Ndegwa et al. 2000).

Electrical conductivity (EC)

Results of measuring samples characteristics showed that in the two set up, the EC was higher in GMV (166 p/cm) than CDV (126 p/cm) (Table 2). According
to the results of previous studies decomposition of organic material and release of minerals in the form of cations during vermicomposting may have increase
EC (Tognetti et al. 2005; Khwairakpam and Bhargava 2009).

Organic Carbon (OC)
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The organic carbon content followed a trend of CDV (12.64) which was higher than the GMV (8.15) (Table 2). Some researchers have stated that earthworms
adjust the mixture condition of the feed, by so doing, it aids the carbon losses from the feed mixture by microbial respiration in the form of CO, (Elvira et al.
1996; Aira et al. 2007; Hait and Tare 2011). Wani et al. (2013) investigated vermicomposting of wastes from garden, cow dung and wastes from kitchen using
earthworm Eisenia fetida. Their findings affirmed the OC reduction at the end of the study. Sharma (2003) also observed that a large fraction of OC can be
broken down into CO, during vermicomposting process of municipal solid waste. Nutrient composition that are commonly available in vermicompost is as
follows: N 0.5-1.50%, P 0.1-0.30%, Ca and Mg 22.67—-47.60 meq/100 g, 0C 9.5-17.98%, K 0.15-0.56%, Na 0.06-0.30%, Zn 5.70-11.50 mg/kg, Sulfur 128—
548 mg/kg, Cu 2-9.50 mg/kg, Fe 2-9.30 mg/kg, (Mousavi et al. 2019). Vermicomposting however, allows biological transformation of wastes into a valued
organic fertilizer.

Nitrogen

The content of nitrogen exhibited a noticeable difference when comparing CDV and GMV. The GMV had more nitrogen content 2.47 % than its content in CDV
1.29 % after 60 days of the vermicomposting process (Table 2). Mousavi et al. (2019) reported that during vermicomposting of tomato-fruit wastes,
concentrations of nitrogen progressively increased by 35%, after 150 day (Fernandez-Gémez et al. 2010). The differences observed in nitrogen content could
be due to mineralization of C-rich matters in GMV and the action of N- fixing bacteria that are presented in the feed mixtures (Plaza et al. 2008). Suthar et al.
(2006) also reported that earthworms can add nitrogen in the form of mucus, growth promoting hormones and enzymes during digestion of organic waste.
Available results of study by Mousavi et al. (2019) showed that nitrogen content of kitchen waste compost, rotting foliage and cow dung gave 2.16%-fold in
comparison to initial waste mixtures. This result is similar to the value obtained by this study which could be as a result of GMV have similar content with the
cow dung used by the researcher. Studies have also shown that vermicomposting causes a significant increase in the total nitrogen content after the activity
of worms (Garg and Gupta 2011; Soobhany et al. 2015).

C/N ratio

Considering the carbon/nitrogen ratio, which is one of the main convectional indicators of the compost maturation (Mousavi et al. 2019), is the stabilization
and mineralization of organic wastes during tte process of vermicompost. The carbon/nitrogen ratio of CDV had higher value of 9.80 to 3.30 of GMV. These
represented the result obtained in the organic carbon and nitrogen content of the research. This modification may be due to change in the OC and N relative
concentration as showed in Table 2. This was consistent by the findings of Kaur et al. (2010) that the Carbon/Nitrogen ratio decreased due to a higher loss of
carbon accompanied. To show compost maturation, studies also showed that C:N ratio is one of the main indicators used (Malafaia et al. 2015).

Phosphorous

As recorded, the concentration of phosphorus in the vermicompost had related value of 33.87 (GMV) and 35.26 (CDV). It could be that processing time, raw
materials, materials digested by worms, the species of the worms, and the condition of the test are the reasons for this value (Ndegwa et al. 2000). The
passage of organic matter through the intestines of earthworms may be a reason to add some phosphorous to the worm shed, which may consequently
increase the available phosphorus to plants, which may be the cause of the increase in phosphorus content for the treatments in this study. It has also been
reported that during the decomposition of organic material, microorganisms produce acid that solubilizes insoluble phosphorus and subsequently causes an
increase in the phosphorus concentration of vermicompost (Vig et al. 2011).

Macro-nutrient (Na, K, Mg and Ca)

The macro nutrient (Na, K, Mg and Ca) content of the two vermicast GMV and CDV had 1.741, 2.62, 12.05, 11.35 and 1.062, 2.47, 9.38 13.30 respectively. of all
treatments Ca showed the highest value for both GMV and CDV (11.35, 13.30) (Table 2). Yadav and Garg (2011) revealed similar outcome in the
vermicomposting of mixed feed using cow dung, poultry droppings, and food industry sludge using Eisenia fetida.

Table 3 (ANOVA table) shows that the two locations had significant effect on organic matter (at p<0.05), total carbon and potassium (at p<0.01), while the two
plants significantly affected the content of pH, organic matter (at p<0.05) and total nitrogen (at p<0.01). Meanwhile the months (duration of the experiment)
had significant effect on all the parameters at p<0.01 except exchangeable acidity. Location-plant interactions had significant effect on Mg only (at p<0.05);
Location-Month interactions were significant on pH, OM and Na contents (at p<0.01), also on Ca (at p<0.05), while Plant-Month interaction was only
significant on OM (at p<0.05) (Table 3)

The phytoavailability of heavy metals are influenced by the pH of the soil while the ability to move in the soil solution and heavy metal solubility are influenced
by soil acidity (Elekes 2014). The most mobile under acidic conditions is the metal cations while oxide minerals in this pH range are sorb by anions (Dzombak
and Morel 1987). This follow a trend that as more metals are released into the soil solution due to competition with H ions at low pH, heavy metal
bioavailability increases (Dinev et al. 2008). But when pH value is high, precipitation of cations to minerals occurred causing metal anions to mobilized
(Takac, et al. 2009). Many of the heavy metals in the soil may not be available to plants, especially Cr and Pb are intrinsically immobile when the pH is at
neutral or alkaline level. The role controlling the behavior of metals in the soil are determined by soil organic matter as reported by (Singh and Kalamdhad
2013). Organic carbon presence surges the cation exchange capacity of the soil which holds nutrients integrated by plants (Yobouet et al. 2010). With the pH
of 7.03 in October which was the highest and significantly different from other, it shows that metal mobility was lower than the pH value of other months
(Table 4). the significant differences for all the parameters followed a common patter and it shows that obtained values for the month of October were
significantly different from other months. These could be as a result of the phytoremediation process getting to the peak and all nutrients declined. Edaphic
factor of the soil and the available nutrients determines the metal uptakes by the plants and plant species (Afonne and Ifediba 2020; Maddela et al. 2020).
Another measure used to ascertain the uptake of metals by plants is the soil-to-plant transfer factors. This factor will however help to develop efficient
strategies to minimize metal entries into the parts of the plant, and then into the food chain (Ramakrishnan et al. 2021).
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XRF results for the remediated soil samples eventuated the existence of the heavy metal (Figures 3 and 4). the peaks showed that though heavy metals were
still present in the soil but at low concentrations. Iron was found to have highest peak which shows that vermicopost which consist of microorganism as plant
growth promoting bacteria are richer than other treatment. the plant growth can be improved by the presence of this Fe and this can be achieved by increasing
the obtainable nutrients or moderating phytohormone levels. The then have the capacity to synthesize phytohormones like gibberellins, auxins and cytokinins
which help plant growth and development. (Glick 2010)

Table 6 showed the dispersions of metals across the plant parts (root, seed, leaf and seed). These dispersions of Cd, As and Pb was placed on an interactive
relationship with the two locations under the study. The level of significance was determined and it was found that Cd concentration in at the stem of the
plants for each location was the highest and is more significant that the concentration in the other part of the plant. For As, the plant part of stem for AM was
more significant than the value from other parts of the plant but the concentration at the residual soil showed more significant than the remaining parts.
Generally, Pb showed more increased concentration and the root and stem parts recorded more significant level (Table 6).

Location and each treatment of this study were analysed statically (Table 7), the ranges of the mean difference among the heavy metals were observed and
this range differences were used to measure the metal dispersion of the treatment and the plant parts. Considering the permissible level of cadmium,
appreciable concentration was obtained (1.193 and 1.197 mg/kg) by M. officinalis L and S. acuta respectively with the treatment assisted with vermicompost
and PGPB in AK location. These were seen as more significantly different (p £0.05) from the concentration of other treatment in the same location. The
obtainable concentration of arsenic was significantly higher (3.878 and 4.271 mg/kg) with M. officinalis L and S. acuta respectively with the treatment
assisted with CDV+PGPB for both plants in AM location while the lowest value concentration 1.791 mg/kg was observed in the control treatment of S. acuta
of AK location. Lead concentration showed more substantial value 11.009 mg/kg in AM location with M. officinalis L at CDV+PGPB treatment and this
followed the same patter with S. acuta in AM location with CDV+PGPB treatment. The ranges obtained with all the metals (Table 6 and 7) were used for the
canonical discriminant function analysis and these were represented in Figures 2 to 3. Most phytoremediation plants were reported to bioaccumulate metals
in their root parts and to a certain concentration in their leaves or seeds (Kalavrouziotis et al. 2008).This study recorded little differences in the tissue of S.
acuta. And there were no significant differences in the trend of partitioning of Cadmium, Arsenic and lead in roots and leaves of S. acuta. However, the stem
generally had more metal concentration. These trends in metal concentration in plant parts could be linked to grasses because the report of Yoon et al. (2006)
showed that the concentrations of Pb, Cu and Zn the roots of some grasses (bahia,bermuda and wire grasses) were higher than that of thier leaves contents.
Pd concentration obtained in this study for both both plants were found to be more than the limit value for Pb (10 mg/kg) as mentioned by Sharma et al.
(2018), but the contration was lower than Indian standard (250-500 mg/kg) as cited by Alghobar and Suresha (2017) in soil. Cd and As also showed
comparable trends. The observable Cd concentrations obtained in this study were also similar with values reported by Sharma et al. (2018) which was 0.79-
1.73 mg/kg and also than the limit value reported by Chang et al. (2014).The main concentration of As in the plants were found to be greater than the
recommended value of 0.1 mg/kg as reported by Shaheen et al. (2016).

The canonical discriminant Analysis (CDA) of the heavy metals (Cd, As, Pb) were analyzed and these are presented in Figures 5 and 6. Ranges of heavy metal

interaction with the two locations in respect of all treatment (Table 6) was used to determine the dispersion rate of heavy metal. The range of each metal was

used to determine their dispersion and in effect identify the element responsible for the distribution in CDA. Results of a CDA analysis based on root, stem, leaf
and seed, element concentrations show a clear distinction between the two locations with different treatment and plant parts.

The ability and capability of plants to extract, accumulate and disperse heavy metals in their tissues are differed from one plant to another (Kacalkova et al.
2015); for this reason, plant selection for heavy metals accumulation depends majorly on their tolerant ability (Rezania et al. 2016). The two plants used for
this study had more heavy metal dispersed in their stem (Figure 6) that in their root, leaf and seed (Figure 6). Pb had more distribution of the metals across the
plant parts. When plant growth is able to withstand the metal tolerant, the plants will be able to remove more metal from the polluted soil. Few plant species
can remove greater contents of metal from polluted soil to their tissue, however, those plant species may produce little biomass and their growth may
automatically slow therefore, their capability are not noticeable when selecting plant species for phytoremediation purposes. Selvam and Wong (2008)
reported a decline in biomass production of B.napus grown on cadmium polluted soil. Dispersion and accumulation capacity of heavy metals by both plants
were scored: Pb > As > Cd. This was a pointer that lead was better distributed wide concentrations than that of As and Cd. The polluted soil from AK and Am
showed a very multiple variation of dispersions of all metals under investigation, indicating that all metal contents were influenced strongly by the assisted
materials (Vermicast and PGPB) used for the study (Manta et al. 2002). Pb distributions were located more in the stem part of the plants, as well as within the
root and leaf of the plant. Therefore, the polluted soil from a mining sites are likely the prime contributors to cadmium pollution and this may have effects on
its distributions in the native plants used (Xiao et al. 2020).

Generally speaking, in phytoremediation process, phytoextractions requires translocation of metals from the polluted soil to the edible plant parts (Yoon et al.
2006). translocation factor (TF), bioconcentration factor (BCF), biological accumulation coefficient (BAC) and enrichment factor (EF) are all factors
responsible for the movement of the heavy metals from the contaminated soil to the plant roots and the capacity of the plant to move the metals from the root
to other parts of the plant and vice versa. The capability to accumulate tolerate heavy metals especially from the polluted soil to the roots is useful for
phytostabilization and phytoextraction drives (Yoon et al,, 2006; Aransiola et al. 2013). When the translocation and bioconcentration factor with biological
accumulation coefficient of a Plant is greater than one (TF, BAC and BCF> 1), the plant has the ability and are considered to be a phytoextractor. However, if
the BCF of a plant is higher than one and the TF is lesser than one (BCF>1 and TF< 1), the plant is considered to have a phytostabilization (Yoon et al., 2006)
EF is determined as the ratio of plant shoot concentration to the concentration in the soil. It has been established that a hyperaccumulator plant in
phytoremediation must have EF> 1 or TF> 1and also have plant total accumulation higher than 1000 mg/kg.

As shown in Table 8 (remediation of Angwan Kawo soil with M. officinalis L) the plant used for this study was suitable for phytoextraction of Cd, As and Pb
because it has BCF, TF and BAC > 1. Also, M. officinalis L shows suitability for phytostabilization of Cd, As and Pb with the BCF value ranged from 0.09 to
8.46,0.23 t0 6.0 and 0.22 to 1.16 respectively. TF value ranges for Cd, As and Pb was1.59 to 5.68,2.11 to 4.86 and 0.56 to 3.97 respectively and BAC has
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valued ranged from 0.27 to 27.69 for Cd, 0.50 to 29.22 for As and 0.18 to 4.51 for Pb. Since the EF for some treatment are higher than 1 but have total
accumulation lesser than 1000 mg/kg, M. officinalis L did not accumulate Cd, As nor Pb above 1000 mg/kg. However, when applying the requirements of
reference, if TF and EF are > 1, the plant can be considered as an accumulator in respect to few of the treatments. According to this criterion M. officinalis L is
a hyperaccumulator of Cd and As (TF = 10.76 and 6.95 respectively) (Table 8).

Table 9 shows accumulation and translocation of Cd, As, and Pb in S. acuta used for remediation of Angwan Kawo Soil. The BAC value for S. acuta are given
in table 9. Here, BAC values >1 are important because it determines the mechanism of the said plant used for phytoremediation. BAC was greater than 1 for Cd
and Pb in Soil (5kg) + S. acuta + PGPB, Soil (5kg) + S. acuta + CDV+ PGPB, Soil (5kg) + S. acuta + GMV+ PGPB, Soil (5kg) + S. acuta + CDV, Soil (5kg) + S.
acuta + GMV treatments with 30.86,18.25,19.0,5.20, 13.6 and 1.18, 3.45, 3.92, 1.20 and 2.47 respectively while their BAC was less than 1 only with Soil (5kg) +
S. acuta treatment (control). Biological accumulation coefficient for As have the values >1 in Soil (5kg) + S. acuta + CDV+ PGPB, Soil (5kg) + S. acuta + GMV+
PGPB, Soil (5kg) + S. acuta + CDV, Soil (5kg) + S. acuta + GMV and this value was lesser than 1 in Soil (5kg) + S. acuta, Soil (5kg) + S. acuta + PGPB only. Both
Cd, As and Pb has TF >1 for all treatments while EF shows value >1 in Soil (5kg) + S. acuta + CDV+ PGPB, Soil (5kg) + S. acuta + GMV+ PGPB, Soil (5kg) + S.
acuta + CDV, Soil (5kg) + S. acuta + GMV treatments for only Cd and As with 4.75 and 14.90 respectively (Table 9). BCF for Cd, As and Pb ranged from 0.04 to
5.25,0.2510 34.14 and 0.24 to 1.44 respectively.

When degradation of contaminant taken up by plant are not rapid, biological accumulation is in play and this result in metal accumulation by plant. In this
study as presented in table 9, none of the plant species showed metal concentrations >1000 mg/kg in shoots, i.e., none of them could be considered as a
hyperaccumulators. However, the ability of this plant to tolerate and accumulate heavy metals may be useful for phytostabilization. The BCF of Pb in this
study for S. acuta on Angwan Kawo soil was lower (1.44) than that reported by Kim et al. (2003) in Predundent (BCF= 58) and more than the value
(BCF=0.004-0.45) revealed by Stoltz and Greger (2002). Another report by Shu et al. (2002) reported a bioconcentration factor of 0.1 for lead in P, distichum.
As presented similar to Pb accumulation by these plants, they do not accumulate Cd and As above 1000 mg/kg (Table 9). S. acuta growing on the polluted
soil of Angwan Kawo was capable of accumulating heavy metals in the roots and shoots, but had BAC, BCF and TF value to be low which is an indicator of
plant ability to accumulate heavy metal and translocate them rapidly.

Cd, As and Pb remediation with M. officinalis L of Angwan Magiro soil were determined and recorded in Table 10. This plant had TF > 1 in all the treatments
considered with Cd having the highest TF value of 10.5 and the lowest 1.56. This result indicated that the plants translocate metals more effectively from
roots part to the shoot (Rungruang et al. 2011). BAC values ranged (Cd = 0.54 to 36.88, As = 0.34 to 11.0 and Pb = 0.36 to 4.40) (Table 10). This is a bit
different to the range of 1.120 in Fagonia sp. to 1.499 in Gynandris sp. (Rungruang et al. 2011). Only at the plant treated with GMV and PGPB had all the
metals with EF greater than one. This shows that EF as a phytoremediation determination index for plants are best suited at this treatment for M. officinalis L.
Furthermore, only Cd and As had BCF greater than one in just two treatment (Table 10) others were lesser than one. The translocation of Pb to shoot as
observed (Table 10) is low and this has been traced to low mobility and of Pb (Yoon et al. 2006, Eid et al. 2020). Table 11 shows the BCF for all the available
heavy metals (Cd, As and Pb) but only Cd had it bioconcentration factor higher than one in all the treatment designed. In fact, Cd had the highest BCF (10.37)
at Soil (5kg) + S. acuta + GMV+ PGPB treatment and the lowest at the plant treated GMV only while As and Pb all had their BCF lower than one in all the
treatments designed for Angwan Magiro soil. Sakizadeh et al. (2016) recorded in their studies 0.019 in Pistachioto 0.473 in Spindletree. These values are
lower than values obtained from this study. Singh et al. (2017) in another study recorded BCF of 2.73 in A. asperato 262.13 in A. arvensis for Mn. This patter
was repeated in EF where only Cd had EF greater than one except in the control with (0.17 EF) and the plant treated with only GMV which had 0.96 as its EF
value (Table 11).

Considering the biological accumulation coefficient (BAC) in Table 11, it was discovered that the plant (S. acuta) used for the remediation had the highest
BAC for Cd (BAC =42.5) and the lowest was 0.85. BAC values for As for this plant were greater than 1, except for the control and plant treated with only the
PGPB with 0.23 and 0.83 respectively, BAC maximum here was 2.14 (Table 11). The highest BAC for Pb was 2.32 with S. acuta while lowest was 0.25. The
translocation factor (TF) which is another index of phytoremediation status for plants ranges (Cd = 0.44 to 4.09, As =1.59 to 4.24 and Pb 2.37 to 3.08) (Table
4.11) in this design. The trend of consideration for EF was that TF was greater than one in all the treatments except only with the control that had TF=0.44
(Table 11) The range of TF is generally higher than the BCF, an indication that most species translocate more Pb and As from roots to shoots (Yoon et al.
2006; Singh et al. 2017). The BCF and TF > 1 also suggests more of the metals in plants than in soil (Nazir et al. 2011; Rungruang et al. 2011) while BCF value
>1 and TF value < 1 had been used to evaluate phytostabilization potential of plants (Sudmoon et al. 2015). The current values of TF are not consistent with
both previous works. BCF and TF > 1 are adjudged suitable for phytoremediation purposes (Yoon et al. 2006). Based on the values of BCF and TF, S. acuta had
BCF, TF and BAC > 1 in most of the treatment and are such suitable as phytoextractor of Cd, As and Pb. Table 4.22 revealed further that Cd had BCF > 1 and
TF < 1 in the control treatment. This implies that S. acuta species are accumulators of Cd in their roots and are thus suitable for phytostabilization of Cd
(Sudmoon et al. 2015). S. acuta is not considered as hyperaccumulator of Cd, As nor Pb (Table 11). In this study, the two plant species did not show metal
concentrations higher than 1000 mg/kg in the shoots (Tables 8,9, 10 and 11), i.e. none of them are hyperaccumulators. However, the ability of these plants to
tolerate and accumulate heavy metals may be useful for phytostabilization. In general, the three heavy metals were translocated at elevated levels in plant
biomass for treatments of CDV and GMV with PGPB.

The achieved Cd, As and Pb percentage removal with the Angwan Kawo soil remediated with M. officinalis L (Figure 7) has the ranged from 34 .83 =97.07 %,
72.5 - 98.39% and 78.02 -89.55% respectively. The lowest percentage removal (34.83%) of the heavy metal Cd was obtained in the soil treated with M.
officinalis L alone without any amendments (control) and there was a similar pattern but higher percentage than Cd. As and Pb both had the lowest
percentage removal (72.5, 78.02) respectively. Angwan Kawo soil remediated with S. acuta shows similar patter with the one remediated with M. Officinalis L.
However, highest and best bio-removal percentage (99.64% for As) with S. acuta was obtained with soil treated with CDV+ PGPB while the unamended soil
with S. acuta all recorded lower percentage (Figure 8) for all the metals and Cd had the lowest (73.03%). Figure 8 shows the percentage removal of Cd, As and
Pb with M. officinalis L on Angwan Magiro soil. The range for Cd, As and Pb were 70.1 — 98.35, 3.7 — 90.45 and 53.36 — 81.95% respectively. As had the
lowest (3.7%) of all the value obtained. The highest percentage was recorded for Cd with the soil amended with GMV + PGPB. With S. acuta, there was bio-
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removal ascending patter with the treatments for all the heavy metals (Figure 10). Generally speaking, both location after the remediation process, had bio-
removal of metals to be best with the soil treated with vermicompost together with PGPB. Also, it was observed that both plants did well in the first location
(Angwan Kawo) where percentage removal of heavy metal proved to better than the second location (Angwan Magiro) Meanwhile, among the treated soil, the
least removal efficiency was realized in the soil amended with PGPB or Vermicompost alone. Likewise, all the treatments were significantly efficient (except for
the control) in Cd, As and Pb removal.

In this study, the potential removal ability observed in the soil assisted with the vermicompost and PGPB may be as a result of the presence of microbes that
enhanced the plant growth (Hassan et al. 2020). However, the removal of this metals observed in this work looked similar to that cited by Achal et al. (2011)
(94 %) but lower than that obtained with M. officinalis L. on Angwan Magiro soil. This may be attributable to the difference in the experimental conditions,
location and or the organisms used for its enhancement. Bio removal of heavy metals when compared are based on the metal pollutants, it was discovered
that the order of the removal followed a trend as As (99.64 %)> Cd (98.35 %)> Pb (89.55 %) (Figures 7-10). Several mechanisms could have played a role in the
removal of the metals from the polluted soil. Looking at the fact that the pH of the remediated soil was acidic initially and later moved toward neutral, this
indicated the likely occurrence of immobilization and solubilization (Turnau, and Kottke 2005).

The severity of remediation was further validated by the structural morphological changes observed using SEM (Figures 11-14). After seven month of
remediation process, All the polluted soil before the remediation either by M. officinalis L. or S. acuta exhibited a smooth large compact structural surface
which is an indication of metal pollution whereas the remediated soil exhibited small rough structural surfaces validating the remediation of the soil by the
two plants. The SEM micrographs of the soil from Angwan Kawo shows more clarity of remediation and showed fine breakage of the soil structure. Various
pores/pits and irregularities formed as a result of remediation activity (Figure 11b and 12). These surface changes observed in the SEM micrographs indicated
changes the soil structure of the remediated soil with the two plants. This outcome of the structural changes of the soil implied that the plants enhanced by
the vermicompost and PGPB were able to have good effects on the remediation of the soil. Although some certain heavy metals are required for growth by
plants, extreme concentration of these metals could be toxic to plants. Plants accumulate some nonessential metals in the process where they uptake the
necessary ones during their growth and development (Djingova and Kuleff 2000). As this process occurred, the plant changes the structural characteristics of
the soil as showed in this study (Figure 14g-h).

Conclusion

Phytoremediation is a promising green technology that can be used to remediate heavy metal contaminated soils. In developing countries like Nigeria, this
technology can provide low-cost solution to remediate contaminated area, especially abandoned industrial sites (mines and landfills). A PGPB (Bacillus
safensis) proved to be effective when combined with vermicompost produced from goat dung and chicken dropping manure. This study has revealed that the
native plants (M. officinalis L. and S. acuta) around the polluted mining site of Madaka district of Shikira with Angwan Kawo and Magiro settlements
especially when assisted by GMV and CDV, have great potential for phytoextraction and phytostabilization of all metals under study. None of the plants
showed potential as hyperaccumulator under current investigation. The results of this study can be used for management and decontamination of Shikira soil
polluted with heavy metals using plant species M. officinalis L. and S. acuta
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Figure 1

The Study Area (Madaka district, Shikira Community) Rafi LGA, Niger State, Nigeria. Note: The designations employed and the presentation of the material on
this map do not imply the expression of any opinion whatsoever on the part of Research Square concerning the legal status of any country, territory, city or
area or of its authorities, or concerning the delimitation of its frontiers or boundaries. This map has been provided by the authors.
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Figure 2

a. Earthworms (Eisenia foetida) Used for the Study. b. Production Stage of Goat Manure Vermicast, c. Produced Goat Manure Vermicast, d. Production Stage
of Chicken Dropping Vermicast, e. Produced Chicken Dropping Vermicast
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XRF Spectrum of Angwan Kawo Remediation Soil
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Canonical Discriminant Functions
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Figure 5

Canonical Discriminant Analysis (CDA) of Heavy metal for All treatment of AK and AM Polluted Soil Key: 1 = Soil (5kg) + M. officinalis L, 2 = Soil (5kg) + M.
officinalis L + PGPB, 3 = Soil (5kg) +M. officinalis L + CDV+ PGPB, 4 = Soil (5kg) + M. officinalis L + GMV+ PGPB, 5 = Soil (5kg) + M. officinalis L + CDV, 6 =

Soil (5kg) + M. officinalis L + GMV, 7 = Soil (5kg) + S. acuta, 8 = Soil (5kg) + S. acuta + PGPB, 9 = Soil (5kg) + S. acuta + CDV+ PGPB, 10 = Soil (5kg) + S. acuta
+ GMV+ PGPB, 11 = Soil (5kg) + S. acuta + CDV, 12 = Soil (5kg) + S. acuta + GMV.
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5.0
)
o o
2.5
™
c o
o
B o007
5 o
w (o)
J
25
-5.0
1 1 1 1 1
50 25 00 25 50

Function 1

Figure 6
Canonical Discriminant Analysis (CDA) of Plant Parts for Cd, As and Pb in AK and AM Polluted Soil. Key: Key: 1 = Root, 2 = Stem, 3 = Leaf, 4 =Seed, 5 = Soil.

BCd HmAs EPb

120
- 98.39 9829 9797.54
.55 .79
| 8290 26. 87.01
e 78.02 36 80,30 43
> g0 725 ;
o)
P
o
= 60 51.
<
o
Lo 34
®
20
0
A B C D E F
TREATMENTS
Figure 7

Percentage of Heavy Metal Bio-removal Efficiency with M. officinalis L of Angwan Kawo Soil A=Soil (5kg) + M. officinalis L, B= Soil (5kg) + M. officinalis L +
PGPB, C= Soil (5kg) + M. officinalis L + CDV+ PGPB, D= Soil (5kg) + M. officinalis L + GMV+ PGPB, E= Soil (5kg) + M. officinalis L + CDV, F= Soil (5kg) + M.
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S. acuta + CDV+ PGPB, J= Soil (5kg) + S. acuta + GMV+ PGPB, K= Soil (5kg) + S. acuta + CDV, L= Soil (5kg) + S. acuta + GMV
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Figure 9

Percentage of Heavy Metal Bio-removal Efficiency with M. officinalis L of Angwan Magiro Soil M= Soil (5kg) + M. officinalis L, N= Soil (5kg) + M. officinalis L +
PGPB, 0= Soil (5kg) + M. officinalis L + CDV+ PGPB, P= Soil (5kg) + M. officinalis L + GMV+ PGPB, Q= Soil (5kg) + M. officinalis L + CDV, R= Soil (5kg) + M.
officinalis L + GMV
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Figure 10

Percentage of Heavy Metal Bio-removal Efficiency with S. acuta of Angwan Magiro Soil S= Soil (5kg) + S. acuta, T= Soil (5kg) + S. acuta + PGPB, U= Soil (5kg)
+S. acuta + CDV+ PGPB, V= Soil (5kg) + S. acuta + GMV+ PGPB, W= Soil (5kg) + S. acuta + CDV, X= Soil (5kg) + S. acuta + GMV
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Figure 11
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a. SEM Micrographs of the Polluted Soil of Angwan Kawo Before Remediation with M. officinalis L. b. SEM Morphological Appearance of the Remediated Soil
of Angwan Kawo with M. officinalis L After Remediation

IaAgcarr 0000 gy f 000, 0rx " 5 11 63 SCI

Y

o e

0000 11 63 SE) X10.000 Tpm 0000 11 63 SE)

Figure 12

c. SEM Micrographs of the Polluted Soil of Angwan Kawo Before Remediation with S. acuta. d. SEM Morphological Appearance of the Remediated Soil of
Angwan Kawo with S. acuta After Remediation
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Figure 13

e. SEM Micrographs of the Polluted Soil of Angwan Magiro Before Remediation with M. officinalis L. f. SEM Morphological Appearance of the Remediated Soil
of Angwan Magiro with M. officinalis L After Remediation
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Figure 14

g. SEM Micrographs of the Polluted Soil of Angwan Magiro Before Remediation with S. acuta. h. SEM Morphological Appearance of the remediated Soil of
Angwan Magiro with S. acuta
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