
sustainability

Article

Heavy Metal Levels in Vegetables Cultivated in
Pakistan Soil Irrigated with Untreated Wastewater:
Preliminary Results

Muhammad Iqbal 1,†, Saeed Ahmed 1,†, Wajid Rehman 2,*,† , Farid Menaa 3,4,*,†

and Malik Aman Ullah 1

1 Institute of Chemical Sciences, Gomal University, Dera Ismail Khan 29050, Pakistan;
iqbalmughal440@gmail.com (M.I.); malikdrsaeed@gmail.com (S.A.); aman_paroa@yahoo.com (M.A.U.)

2 Department of Chemistry, Hazara University, Mansehra 21120, Pakistan
3 Co-pionneer of Spectro-FluorTM (aka Carbone-Fluorine Spectroscopy), Fluorotronics USA,

San Diego, CA 92037, USA
4 Department of Internal Medicine and Nanomedicine, California Innovations Corporation,

San Diego, CA 92037, USA
* Correspondence: sono_waj@yahoo.com (W.R.); dr.fmenaa@gmail.com (F.M.)
† These authors contributed equally to this work.

Received: 23 July 2020; Accepted: 19 October 2020; Published: 27 October 2020
����������
�������

Abstract: Unfortunately, vegetables are commonly cultivated with untreated wastewater and
consumed by human beings who often ignore their harmful impacts on health. The industrialization
and urbanization in developing countries have led to the release of increasing amounts of heavy
metals (HM) into the environment. Regular monitoring of metal concentration levels in contaminated
soils and edible plants is essential to prevent their excessive build-up in the diet and food chains.
This study aimed to determine the concentration and accumulation of selected HM in the soil-plant
system from a field located in D.I. Khan, Pakistan. Thereby, determinations of copper (Cu), lead (Pb),
cadmium (Cd), chromium (Cr), iron (Fe), nickel (Ni), and cobalt (Co) were assessed in the soil
of the field as well as in the roots, stems, leaves, and grains of ridge gourds (RG) and sponge
gourds (SG). The gourds were irrigated with untreated wastewater and removed from the soil when
completely matured. Their parts were then separated and digested for HM analyses, which were
performed by atomic absorption spectrophotometry. Mean HM concentrations of each gourd were
compared to each other within the same vegetable or between the vegetables. Intra-analyses depicted
a similar quantitative distribution of HM in the RG or SG parts. Independently of the gourds’
variety, Fe and Pb were the most concentrated HM, and Pb was particularly concentrated in grains.
Mean concentrations of Pb and Co in these vegetables were found to be toxic, since they exceeded
the safe limits recommended by the Food and Agriculture Organization/World Health Organization
(FAO/WHO). Inter-analyses of HM concentrations performed between RG and SG parts revealed
that the mean concentration of Pb was significantly higher in roots of SG compared to that of RG.
Nevertheless, mean Cr concentrations were significantly higher in all parts of RG compared to
that of SG. The concentrations of Co were insignificantly different between the parts of these two
vegetables. Also, the assessment of hyperaccumulation factors demonstrated that these gourds are
hyperaccumulators, improper for dietary intake and commercialization, but might be useful for
phytoremediation. Taken together, our data shed light on the urgent need for developing sustainable
agriculture in Pakistan.
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1. Introduction

The world is facing environmental pollution as one of the current challenging issues. Although
some serious attempts have been made to address this concern, it is still growing with each passing
day. For instance, in many areas of the globe, farmers are applying untreated wastewater to grow
crops and vegetables. In some cases, it is worth noting that farmers apply high cast of fertilizers and
insecticides to grow more crops and satisfy the increasing demand of food needs [1]. The problem is
further multiplied when people purchase these vegetables and consume them without knowing their
level of contamination [1–6].

Due to a lack of awareness about water pollution and the subsequent use and/or direct consumption
of impure water in many countries like Pakistan, diseases are on the rise. The main reasons for using
untreated wastewater for irrigation are linked to its economical solution, growing demand for food,
and easy ways to eliminate it. Unfortunately, vegetables irrigated with untreated wastewater not only
contain disease-causing microorganisms, like viruses, fungi, bacteria, and protozoa [3], but are also
contaminated by heavy metals (HM), which may cause genuine toxicity issues for plants, humans
(e.g., farmers), and animals as they are chronically accumulated in the topsoil [2,4–9].

HM is a term applied for inorganic elements like Cu, Cr, Cd, Hg, Ni, Pb, and Zn, whose density is
greater than 5 g/cm3 and/or are highly toxic to both plants and animals [10]. These inorganic water
pollutants are not only hazardous for plants, humans, and animals, but also affect the environment
adversely [11]. Indeed, HM are not easily degraded in the environment and could then produce severe
damages both for living organisms and the environment [12]. One should keep in mind that some
HM (e.g., Fe) are essential to carry out vital cells’ activities/functions, but can become toxic if their
concentrations (even low) exceed the safe limits [13].

Nowadays, the costly, user-unfriendly, and inefficient conventional methods (e.g., chemical
filtration, precipitation, ion exchange separation) used for the removal of metal ions in wastewater
are progressively substituted by cost-effective, eco- and user-friendly advanced wastewater treatment
techniques (e.g., biosorption, bioaccumulation through phytoremediation and phytomining) [14–16].
Indeed, the new methods have been proven to remove these nonbiodegradable toxic wastes more
completely (i.e., including those found at low concentrations in high-grade contaminated water)
without the need for careful disposal or physical and/or chemical purification processes [14–16].
However, it should be emphasized that these methods remain poorly applied in developing countries,
such Pakistan, for major reasons that include their availability, the lack of knowledge, training and/or
expertise of farmers in these techniques.

Undeniably, non-contaminated soil plays a vital role in sustaining life on Earth, as it provides
equally both quality environment and quality food supply. In recent years, due to anthropogenic
activities, like urbanization and industrialization, soil has become the prime center of attention.
However, the quality of soil and food production are diminished when untreated wastewater is used
for crop irrigation. Although food quality remains an important subject worldwide, attention is being
diverted towards its safety because of the contamination factor [17]. Food safety, a priority target
of investigation in sustainable food systems, involves a reliable path to detect, identify, quantify,
characterize, and monitor issues occurring in food. Nowadays, it is widely accepted that toxic
HM, widely distributed in the environment and particularly present in soils irrigated by untreated
wastewater, are absorbed by different parts of vegetables, which subsequently cause accumulation and
translocation [18,19]. Therefore, whereas quality vegetables are considered a balanced diet because
they contain carbohydrates, proteins, vitamins, and are supposed to contain other necessary trace
elements in proper proportions, vegetables highly contaminated with HM can hurt their consumers, as
HM are not easily eliminated from their bodies [20,21].

Unfortunately, Pakistani farmers are amongst the first to be exposed to the hazardous effects of
HM because they work in the fields where crop irrigation is made with untreated wastewater [13].
De facto, vegetables contaminated by HM through crop irrigation with wastewater remain a major
issue worldwide, subsequently affecting their dietary intake and the food chains which are considered
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as a major source of pollutant transfer to human beings [22]. Mechanistically, after ingestion of HM,
the stomach (acidic medium) converts HM into their stable states, and subsequent reactions occur
with proteins and enzymes [23]. Oxidative stress is subsequently produced due to the accumulation
of these metals in the human body, and clinical symptoms may be evidenced. Thereby, sore throat,
headache, chest pain, cough, dizziness, and lung problems were observed due to acute exposure
to Cd, while long-term exposure to Cd can cause cancer and inhibition of protein synthesis [24].
Besides this, chronic Pb poisoning (a.k.a. saturnism) can damage kidneys and reproductive systems,
while reducing the intellectual performance in children [25]. Also, Cu toxicity may result in hemolysis,
hepatotoxic, and nephrotoxic effects [25]. Moreover, Cr can cause sneezing, itching, runny nose, ulcers
when inhaled in excessive concentration [26]. Further, high systemic Co concentrations in humans
are characterized by a complex clinical syndrome, including neurological (e.g., hearing and visual
impairment), cardiovascular, and endocrine deficits [27]. A recent study reported that Ni contact
induces a variety of side effects in humans, such as allergy, cardiovascular and kidney diseases, lung
fibrosis, lung and nasal cancer, through molecular mechanisms that would involve mitochondrial
dysfunctions and oxidative stress [28]. Fe is considered a paradigmatic HM because it is both essential
and toxic for biological systems [29]. Indeed, although its systemic overload (hemochromatosis),
by ingestion or transfusion [30], can induce all forms of cell death (i.e., ferroptosis) and clinical
complications (e.g., liver damage, liver cirrhosis, pancreatic islet cell damage, diabetes, hypothyroidism,
and hypogonadism) [31], it is essential to avoid ferriprivate anemia and a large variety of different
processes (e.g., vesicles trapping) serve to prevent its toxic effects [29].

Therefore, in this study, we aim to determine and analyze the mean concentrations as well as
factors (enrichment, translocation, transfer co-efficient, and bioaccumulation) of various selected HM
in a soil-gourds system irrigated with untreated wastewater.

2. Materials and Methods

2.1. Research Location Point

Yousaf Raza Gillani Town at Dera Ismail Khan (D.I. Khan) was selected as a research location point.
D.I. Khan is situated on the west bank of the Indus River and represents the largest city in the southern
part of Khyber Pakhtunkhwa (KP), a province of Pakistan. In the 2017 Census, the total population of
this city was 217,457 and it was considered the 37th largest city in Pakistan. Untreated wastewater of
D.I. Khan (originating from sewage water, roadside dust, hospital waste, battery workshops in the
canal along the roadside) is used to irrigate vegetables, which are commonly consumed by farmers
and other beings.

2.2. Soil Sampling and Processing

Collection of soil samples was made at various depths and spots in the field. Soil samples (N = 7),
weighing 2 kg, were collected at various spots, and thoroughly mixed to produce homogeneous
samples. Before analysis, the soil samples were finally dried, ground, and stored in clean polyethylene
bags [32].

About 2 mL of each HNO3 and H2O2 was transferred into a beaker of 10 mL and mixed thoroughly
with 0.5 g soil. Next day, the samples were filtered using a Whatman # 1 filter paper, and volumes were
adjusted with 10 mL distilled water. HM analyses were eventually performed by atomic absorption
spectrophotometer [33].

2.3. Vegetables Sampling and Processing

Vegetables selected for the study were ridge gourds (Luffa acutangula) and sponge gourds
(Luffa cylindrica). These vegetables were grown during the months of May and June at Yosaf Raza
Gillani Town at D. I. Khan, Pakistan. They were irrigated with untreated wastewater every week until
the study was completed. The content of HM in wastewater was not investigated, as it would have
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varied anyway in function of the quantity and nature of contaminants (batteries, waste, dust . . . ) during
the period of vegetables cultivation (60 days). The two varieties of gourds were removed from the soil
at maturity and about 20 fresh ripe parts of each gourd (N = 40) were collected to form a homogenous
sample. Their roots, stems, leaves, and grains were separated from the main vessel using a clean knife.
These parts were then washed with a tap of distilled water to remove dust and dirt, before they were
cut into small pieces and exposed to the sun. The sun-dried pieces were subsequently placed in the
oven at 105 ◦C for 48 h. The leaves and grains were converted into powdered mass, whereas the
hard-woody roots and stems were further placed in the furnace at 600 to 800 ◦C to be converted into
ash. The powdered samples were eventually placed in labeled polyethylene bags for onward analysis.

One-gram powdered samples of roots, stems, leaves, and grains of each gourd variety were
transferred into beakers of 100 mL, separately. A total of 10 mL of 65% concentrated HNO3 and 4 mL
of 20% H2O2 were then added into the beakers for digestion. The beakers were covered with watch
glasses and boiled at 200 ◦C on hot plates for 4 h. After boiling, the suspensions were cooled at room
temperature (RT). The volume of each suspension was then adjusted to 50 mL with distilled water
into a volumetric flask of 50 mL, filtered, kept in cleaned labeled plastic bottles. An overview of the
research study design is showed in Figure 1, and placed in the refrigerator until analyses by atomic
absorption spectrophotometry were performed.

Similar protocols of digestion of HM were used by other teams [32,33]. Among the main available
digestion methods, the nitric acid (HNO3) procedure was recommended based on recovery analysis,
cost- and time-effectiveness; also, the dry ashing method was preconized as a flexible method [7].
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2.4. Enrichment, Translocation, Transfer Co-Efficient, and Bioaccumulation Factors

A hyperaccumulator (i.e., plant that absorbs and tolerates elevated amounts of HM) is defined by
EF(Enrichment Factor) or TF (Translocation Factor) > 1 [34]. The determination of such factor metal
accumulating species can be used for phytoremediation (i.e., removal of contaminants from soils) or
phytomining (i.e., growing plants to harvest the metals) [35].
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2.4.1. Enrichment Factor

The EF is calculated as the ratio of metal concentration in the plant to metal concentration in the
soil ([Metal]Plant/[Metal]Soil) [34]. EF allows the determination of HM accumulation in plants growing
on a contaminated site/soil. The formula is given by,

EF = Cp/Cs, (1)

where EF is the enrichment factor; Cp and Cs represent concentration of metals in the plants and soil,
respectively; e.g., EFCu = ([Curoots] + [Custems] + [Culeaves] + [Cugrains])/[Cusoil].

2.4.2. Translocation Factor

The translocation factor (TF), also called the mobilization ratio, is the ratio of metal concentration in
the shoots to metal concentration in the roots ([Metal]Plant/[Metal]Roots) [34]. TF allows the determination
of the relative translocation of HM from soil to the roots. The formula is given by:

TF = Cs/Cr, (2)

where TF is the translocation factor; Cs and Cr represent the concentration of metals in shoots and
roots, respectively; e.g., TFCu = [Custems]/[Curoots].

2.4.3. Transfer Coefficient Factor

The transfer co-efficient (TC) is the ratio of absorption of metals from edible parts to the roots of
vegetables ([Metal]Ep/[Metal]Root) [36]. The formula is given by:

TC = Cep/Cr, (3)

where TF is the transfer co-efficient factor; Cep and Cr represent the concentration of metals in edible
parts and roots, respectively; e.g., TCCu = [Cugraines]/[Curoots].

2.4.4. Bioaccumulation Factor

The bioaccumulation factor/coefficient (BAF or BAC) is the ratio of metal concentration from
shoots to the soil of vegetables ([Metal]shoots/[Metal]soil) [36]. BAF represents an index of the ability
of the plant to tolerate and accumulate a particular metal with respect to its concentration in the soil
substrate. It is then used to evaluate the effectiveness of a plant in metal accumulation and translocation.
The formula is given by:

BAF = Cs/Csoil, (4)

where BAF is the bioaccumulation factor; Cs and Csoil represent the concentration of metals in shoots
and soil, respectively; e.g., BAFCu = [Custems]/[Cusoil].

2.5. Statistical Analysis

The Statistical Package for the Social Sciences (SPSS), version 17.0, was used for the calculation
of standard deviation, mean, factor, and cluster analysis. The data (e.g., heavy metal concentration
in each part of the tested vegetables) were evaluated as Mean ± Standard Deviation (SD) of at least
three independent experiments. ANOVA (analysis of variance) test was performed to compare groups
based on their metal concentrations. Thereby, intra-analyses (i.e., comparisons of metal concentrations
in each vegetable), and inter-analyses (i.e., comparisons of a metal concentrations between the two
vegetables). p-values of less than 0.05 (p < 0.05) were regarded as statistically significant.
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3. Results and Discussion

FAO/WHO researchers discussed the impacts of metals accumulation in vegetables and edited a
guideline for contaminants and toxins in food [37]. In Pakistan, the human and environmental impacts
of toxic metal concentrations, including in vegetables originating from untreated wastewater, remain a
challenging matter in terms of research studies, food quality, food safety, and sustainability [13,38,39].

In the present study, untreated wastewater was used by farmers to irrigate edible vegetables in a
field from a relatively small town from Pakistan, belonging to D.I. Khan district located in the southern
part of KP. It should be mentioned that ridge gourds (RG) and sponge gourds (SG) are the basis of
human nutrition in the study area, where no pesticides or any additional chemical compounds are
used. As mentioned earlier, HM concentrations were not studied in untreated wastewater that served
to crop irrigation because, contrary to soil and plants which are subjected to HM enrichment and
accumulation, the quantity of these inorganic pollutants vary in untreated wastewater depending on the
presence of batteries, waste, dust during the two months of vegetables cultivation. The concentrations
of selected HM were then investigated in soil and in various parts (i.e., roots, stems, leaves, and grains)
of each gourd variety. The main aim was to check whether the local plant-soil system was proper (or not)
for vegetables consumption. Additional goals consisted of determining whether the gourds could
be defined as hyperaccumulators, which might have an important application in phytoremediation.
Besides this, the direct impacts of HM-related toxicity on human health were evaluated (data not shown).

The concentration (mg/kg) of HM in soil and vegetables is reported in Tables 1 and 2. The results
indicated that the soil accumulated selected metals in mg/kg in descending order of Fe (65.41) > Pb
(2.313) >Ni (1.471) > Co (0.742) > Cu (0.598) > Cr (0.242) > Cd (0.022), and a closed HM concentration
pattern could be rapidly observed between the soil and the pooled parts of cultivated vegetables, i.e.,:

Fe (22.213) > Pb (0.717) > Cr (0.225) > Ni (0.154) > Cu (0.141)> Co (0.065) > Cd (0.011) in RG (1)
Fe (25.308) > Pb (0.930) > Ni (0.208) > Cu (0.112) > Cr (0.074) > Co (0.053)> Cd (0.005) in SG (2),

when the mean of mean concentration (MOM) of a given metal from a part of a given vegetable
(i.e., mean concentration after pooling the concentrations of a given HM obtained either from roots,
stems, leaves, or grains) was calculated, clearly indicating that the soil contaminated RG and SG in a
similar fashion.
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Table 1. Intra-analysis of the mean concentrations (±SD) of heavy metals (mg/kg) in different parts of the cultivated ridge gourds (RG).

Copper Lead Cadmium Chromium Iron Nickel Cobalt

Root 0.085 ± 0.001 a 0.194 ± 0.058 b 0.001 ± 0.001 c 0.163 ± 0.083 b 15.06 ± 0.696 d 0.101 ± 0.025 a 0.070 ± 0.049 a

Stem 0.344 ± 0.004 e 0.631 ± 0.187 f 0.021 ± 0.008 c 0.290 ± 0.047 b 25.54 ± 3.460 h 0.412 ± 0.104 e 0.053 ± 0.081 a

Leaf 0.059 ± 0.011 a 0.505 ± 0.012 f 0.008 ± 0.009 c 0.234 ± 0.046 b 24.46 ± 13.86 h 0.031 ± 0.134 a 0.047 ± 0.088 a

Grain 0.077 ± 0.001 a 1.538 ± 0.113 i 0.014 ± 0.005 c 0.212 ± 0.049 b 23.79 ± 0.463 h 0.071 ± 0.049 a 0.090 ± 0.093 a

MOM (±SD) 0.141 ± 0.136 0.717 ± 0.577 0.011 ± 0.009 0.225 ± 0.053 22.213 ± 4.823 0.154 ± 0.175 0.065 ± 0.019

Soil 0.598 ± 0.007 2.313 ± 0.367 0.022 ± 0.005 0.242 ± 0.024 65.410 ± 3.958 1.471 ± 0.014 0.742 ± 0.466

(M/S)% 23.62 31.00 50.00 92.87 33.96 10.45 08.76

The mean of the mean concentrations (MOM ± SD) of each metal present in the selected parts of RG as well as the concentrations of each HM present in the soil that served to cultivate RG
are mentioned. (M/S)% corresponds to the ratio between MOM of a given HM found in the vegetable (when the metal concentration levels of the vegetable parts are pooled) and the
concentration level of the given HM found in the soil. The highest (M/S)% is indicated in bold. Basically, an M/S = 25% corresponds to an EF = 1. For intra-analysis, statistical significance
(p < 0.05) of the HM concentration present in a part of RG is represented with different letters. Conversely, when the concentration level of a HM in a part of the vegetable is statistically
insignificant (p > 0.05), then same letter is used. In italic, the significant highest concentration of a given HM in a specific part of the vegetable is indicated.

Table 2. Intra-analysis of the mean concentrations (±SD) of heavy metals (mg/kg) in different parts of the cultivated sponge gourds (SG).

Copper Lead Cadmium Chromium Iron Nickel Cobalt

Root 0.092 ± 0.002 a 0.634 ± 0.163 b 0.001 ± 0.003 c 0.090 ± 0.064 a 26.74 ± 13.82 d 0.284 ± 0.057 e 0.036 ± 0.052 a

Stem 0.204 ± 0.003 f 0.914 ± 0.206 b 0.009 ± 0.002 c 0.086 ± 0.069 a 30.05 ± 14.05 d 0.320 ± 0.018 e 0.108 ± 0.037 a

Leaf 0.059 ± 0.002 a 0.481 ± 0.176 b 0.010 ± 0.006 c 0.039 ± 0.049 a 22.69 ± 10.62 d 0.161 ± 0.054 e 0.043 ± 0.075 a

Grain 0.092 ± 0.003 a 1.691 ± 0.035 g 0.001 ± 0.002 c 0.080 ± 0.051 a 21.75 ± 9.980 d 0.067 ± 0.046 a 0.023 ± 0.053 a

MOM (±SD) 0.112 ± 0.063 0.930 ± 0.538 0.005 ± 0.005 0.074 ± 0.024 25.308 ± 3.832 0.208 ± 0.116 0.053 ± 0.038

Soil 0.598 ± 0.007 2.313 ± 0.367 0.022 ± 0.005 0.242 ± 0.024 65.41 ± 3.958 1.471 ± 0.014 0.742 ± 0.466

(M/S)% 18.69 40.21 23.86 30.48 38.69 14.14 7.08

The mean of the mean concentrations (MOM ± SD) of each metal present in the selected parts of SG as well as the concentrations of each HM present in the soil that served to cultivate SG
are mentioned. (M/S)% corresponds to the ratio between MOM of a given HM found in the vegetable (when the metal concentration levels of the vegetable parts are pooled) and the
concentration level of the given HM found in the soil. The highest (M/S)% is indicated in bold. Basically, an M/S = 25% corresponds to EF = 1. For intra-analysis, statistical significance
(p < 0.05) of the HM concentration present in a part of SG is represented with different letters. Conversely, when the concentration level of a HM in a part of the vegetable is statistically
insignificant (p > 0.05), then same letter is used. In italic, the significant highest concentration of a given HM in a specific part of the vegetable is indicated.
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Also, it should be mentioned that the MOM concentration of Cr in RG was the only significantly
higher (p < 0.05) HM compared to that of SG. In agreement with this observation, the ratio MOM/Soil
(M/S) for Cr reported a tremendously higher (about three-fold) enrichment of this HM in RG (92.87%)
compared to that of SG (30.48%).

Interestingly, the data revealed that the proportion (%) of HM absorbed by the vegetables from
the soil occurred in the following descending order:

Cr (92.87) > Cd (50.00) > Fe (33.96) > Pb (31.00) > Cu (23.62) > Ni (10.45) > Co (8.76) in RG
Pb (40.21) > Fe (38.69) > Cr (30.48) > Cd (23.86) > Cu (18.69) > Ni (14.14) > Co (7.08) in SG,

indicating that both vegetables enriched HM in a different order for four HM: Fe, Pb, Cr, and Cd.
Thereby, RG would rather hyperaccumulate Cr and Cd compared to that of SG.

From these preliminary observations, we sought to perform detailed intra-analysis and
inter-analysis to evaluate the significant differences in HM concentration levels in and between
the parts of both vegetables. We also checked whether the highest HM concentrations could be
considered as toxic, according to FAO/WHO recommendations [37], and determined factors allowing
the characterization of each gourd as a potential hyperaccumulator.

Thereby, from the mean concentration (mg/kg) of each selected HM obtained from roots, stems,
leaves, and grains of RG, it was clearly noticed that this gourd concentrated the selected HM in all of
its parts (Table 1).

Indeed, when the mean concentrations of HM were compared to each other within or between
a given part of this vegetable, it was noticed that the roots of RG concentrated HM in mg/kg in the
following descending order:

Fe (15.06) > Pb (0.194) > Cr (0.163) > Ni (0.101) > Cu (0.085) > Co (0.070) > Cd (0.001).
It is interesting to note that this sequence is identical to the sequence (1) obtained once MOM of each
metal was calculated from each part of RG, suggesting that the roots may reflect a qualitative and
quantitative hierarchization of HM in the whole plant. Although the mean concentration of Fe was
significantly higher (p < 0.05) compared to that of other studied HM, the mean concentration of Pb was
insignificantly higher (p > 0.05) compared to that of Cr. Both Pb and Cr mean concentration levels
were significantly higher (p < 0.05) compared to that of Ni, Cu, and Co, which were insignificantly
different (p > 0.05) between themselves but significantly higher (p < 0.05) than Cd. Thus, the order of
mean [HM] in roots of RG has been corrected as:

Fe > Pb = Cr > Ni = Cu = Co > Cd (3).
Besides this, it is worth noting that the concentration level of Fe in roots was significantly the lowest
(p < 0.05) when compared to that of other parts of the same vegetable.

Also, the stems of RG concentrated HM in mg/kg followed the descending order of:
Fe (25.54) > Pb (0.631) > Ni (0.412) > Cu (0.344) > Cr (0.290) > Co (0.053) > Cd (0.021).

The mean concentration of Fe was significantly higher (p < 0.05) compared to that of Pb, which was
significantly higher (p < 0.05) than the mean concentrations of other HM. The mean concentrations
of Ni and Cu were found to be insignificantly different (p > 0.05) between themselves. The mean
concentrations of Ni and Cu were significantly higher (p < 0.05) than the mean concentration of Cr,
which was significantly higher (p < 0.05) than that of Co and Cd. The mean concentration of Co was
significantly higher (p < 0.05) than that of Cd. Thus, the order of mean [HM] in stems of RG has been
corrected as:

Fe > Pb > Ni = Cu > Cr > Co > Cd (4).
Besides, the mean concentration of Cr in stems was insignificantly different (p > 0.05) from the mean
concentration of Cr in roots. Also, the mean concentration of Co in stems was insignificantly different
(p > 0.05) compared to that of Co and Cu in roots. It is worth noting that the mean concentrations of
Cu and Ni in stems are much higher (p < 0.05) compared to that of other parts of the same vegetable.

Furthermore, the leaves of RG concentrated HM in mg/kg following the descending order of:
Fe (24.46) > Pb (0.505) > Cr (0.234) > Cu (0.059) > Co (0.047) > Ni (0.031) > Cd (0.008).



Sustainability 2020, 12, 8891 9 of 19

The mean concentration of Fe was significantly higher (p < 0.05) than that of Pb, which was significantly
higher (p < 0.05) than the mean concentrations of other HM. The mean concentration of Cr was
significantly higher (p < 0.05) than that of Cu, which was insignificantly higher (p > 0.05) than Co and
Ni. The mean concentration of Ni was significantly higher (p < 0.05) than that of Cd. Thus, the order of
mean [HM] in leaves of RG has been corrected as:

Fe > Pb > Cr > Cu = Co = Ni > Cd (5).
Besides this, the mean concentrations of Fe, Pb, Cr, and Co in leaves were insignificantly different
(p > 0.05) from those measured in stems. Also, the mean concentrations of Cu, Co, Ni, and Cd were
insignificantly different (p > 0.05) from those measured in roots.

Eventually, the grains of RG concentrated HM in mg/kg following the descending order of:
Fe (23.79) > Pb (1.538) > Cr (0.212) > Cu (0.077) > Ni (0.071) > Co (0.090) > Cd (0.014).

The mean concentration of Fe was significantly higher (p < 0.05) than that of Pb, which was significantly
higher (p < 0.05) than the mean concentrations of other HM. The mean concentration of Cr was
significantly higher (p < 0.05) than that of Cu, which was insignificantly higher (p > 0.05) than that of
Ni and Co. The mean concentration of Co was significantly higher (p < 0.05) than that of Cd. Thus,
the order of mean [HM] in grains of RG has been corrected as:

Fe > Pb > Cr > Cu = Co = Ni > Cd (6).
Besides this, the mean concentrations of Fe, Cr, Cu, Ni, Co, and Cd in grains were insignificantly
different (p > 0.05) from those measured in leaves. It is also worth noting that the mean concentration
level of Pb in grains was significantly highest (p < 0.05) compared to that of other parts of the
same vegetable.

Taken together, from the data obtained from RG, it was found that:
Fe > Pb = Cr > Ni = Cu = Co > Cd in roots (3)
Fe > Pb > Ni = Cu > Cr > Co > Cd in stems (4)
Fe > Pb > Cr > Cu = Co = Ni > Cd in leaves (5)
Fe > Pb > Cr > Cu = Co = Ni > Cd in grains (6)
This intra-analysis in RG clearly showed that the quantitative distribution of HM in the different

parts of RG followed a similar pattern, especially for Cr, Co, and Cd (p > 0.05). The mean concentrations
(mg/kg) of Fe and Pb were significantly the highest compared to those of other studied HM (p < 0.05),
independently of the vegetable parts. The mean concentration level of Fe was significantly much
higher compared to that of Pb (p < 0.05), independently of the parts of the same vegetable. Fe was
tremendously concentrated in stems, leaves, and grains compared to that of roots (p < 0.05), while the
significantly highest concentration in Pb was incredibly noticed in grains compared to that of other
parts of RG (p < 0.05). The significantly highest mean concentrations of Cu and Ni were observed in
stems (p < 0.05).

In the meantime, we analyzed the mean concentration (mg/kg) of each selected HM in the four
parts of SG. Like RG, it was clearly observed that SG concentrated all selected HM in its roots, stems,
leaves, and grains (Table 2). Thereby, when the concentrations of HM were compared to each other
within or between a given part of this vegetable, it was observed that the roots of SG concentrated HM
in mg/kg in the following descending order of:

Fe (26.74) > Pb (0.634) > Ni (0.284) > Cu (0.092) > Cr (0.090) > Co (0.036) > Cd (0.001).
It is interesting to note that this sequence is identical to the sequence (2) obtained once MOM was
calculated for each metal in all parts of the vegetable, SUGGESTING that roots can be the part of
the vegetable that may reflect a qualitative and quantitative hierarchization of HM in the whole
plant. The mean concentration of Fe was significantly higher (p < 0.05) than that of Pb, which was
significantly higher (p < 0.05) than the mean concentrations of other HM. The mean concentration of
Ni was significantly higher (p < 0.05) than that of Cu, which was insignificantly different (p > 0.05)
from the mean concentrations of Cr and Co. Cr and Co concentrations were significantly higher (p <

0.05) than that of Cd. Thus, the order of mean [HM] in roots of SG has been corrected as:
Fe > Pb > Ni > Cu = Cr = Co > Cd (7)
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Also, the stems of SG concentrated HM in mg/kg following the descending order of:
Fe (30.05) > Pb (0.914) > Ni (0.320) > Cu (0.204) > Co (0.108) > Cr (0.086) > Cd (0.009).

The concentration of Fe was significantly higher (p < 0.05) than to that of Pb, which was significantly
higher (p < 0.05) than the mean concentrations of other HM. The mean concentration of Ni was
significantly higher (p < 0.05) than that of Cu, which was significantly (p < 0.05) higher than that of
Co, Cr, and Cd. The mean concentrations of Co and Cr were insignificantly different (p > 0.05) when
compared to each other but were significantly higher (p < 0.05) than the mean concentration of Cd.
Thus, the order of mean [HM] in stems of RG has been corrected as:

Fe > Pb > Ni > Cu > Co = Cr > Cd (8).
Besides this, the mean concentrations of Fe, Pb, Ni, Co, Cr, and Cd in stems were insignificantly
different (p > 0.05) compared to that of those found in roots. Also, the mean concentration of Cu in
stems was significantly the highest (p < 0.05) when compared to that of other parts of SG.

Further, the leaves of SG concentrated HM in mg/kg following the descending order of:
Fe (22.69) > Pb (0.481) > Ni (0.161) > Cu (0.059) > Co (0.043) > Cr (0.039) > Cd (0.010).

The mean concentration of Fe was significantly higher (p < 0.05) compared to that of Pb, which was
significantly higher (p < 0.05) than the mean concentrations of other HM. The mean concentration of
Ni was significantly higher (p < 0.05) than the mean concentrations of Cu, Co, and Cr, which all were
insignificantly different (p < 0.05) between themselves but significantly higher (p < 0.05) than that of
Cd. Thus, the order of mean [HM] in leaves of SG has been corrected as:

Fe > Pb > Ni > Cu = Co = Cr > Cd (9).
Besides this, the concentrations of Fe, Pb, Ni, Co, Cr, and Cd in leaves of SG were insignificantly
different (p > 0.05) compared to that of those measured in stems and roots. Although the concentration
of Cu in leaves was insignificantly different (p > 0.05) from the concentration of Cu in roots, it was
significantly lower (p < 0.05) compared to that of Cu in leaves.

Eventually, the grains of SG concentrated HM in mg/kg following the descending order of:
Fe (21.75) > Pb (1.691) > Cu (0.092) > Cr (0.080) > Ni (0.067) > Co (0.023) > Cd (0.001).

The mean concentration of Fe was significantly higher (p < 0.05) than that of Pb, which was significantly
much higher (p < 0.05) than the mean concentrations of other HM. The mean concentration of Cu
was insignificantly higher (p > 0.05) than those of Cr, Ni, and Co, which were insignificantly different
(p > 0.05) between themselves but significantly higher (p < 0.05) than that of Cd. Thus, the order of
mean [HM] in grains of RG has been corrected as:

Fe > Pb > Cu = Cr = Ni = Co > Cd (10).
Besides this, it was found that the mean concentrations of Fe, Cr, Co, and Cd in grains were

insignificantly different (p > 0.05) compared to that of those measured in leaves, stems, and roots.
It is worth noting that the concentration level of Pb in grains was significantly the highest (p < 0.05)
when compared to that of other parts of SG. Conversely, the mean concentration of Ni in grains was
significantly the lowest (p < 0.05) compared to that of other parts of SG. The mean concentration of Cu
in grains was insignificantly different (p > 0.05) compared to that of those measured in leaves and roots
but was significantly lower (p < 0.05) when compared to that of Cu in stems.

Taken together, from the data obtained from SG, it was found that:
Roots: Fe > Pb > Ni > Cu = Cr = Co > Cd (7)
Stems: Fe > Pb > Ni > Cu > Co = Cr > Cd (8)
Leaves: Fe > Pb > Ni > Cu = Co = Cr > Cd (9)
Grains: Fe > Pb > Cu = Cr = Ni = Co > Cd (10)
This intra-analysis in SG clearly showed that the quantitative distribution of HM in the different

parts of SG followed a similar pattern, particularly for Fe, Cr, Co, and Cd (p > 0.05). The mean
concentrations (mg/kg) of Fe, Pb, and Ni were significantly the highest compared to that of other
studied HM (p < 0.05), independently of the vegetable parts. The mean concentration level of Fe in
SG was significantly much higher than that of Pb (p < 0.05), independently of the parts of the same
vegetable. Fe was tremendously concentrated in all the studied parts of SG, while the significantly
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highest concentration in Pb was again incredibly noticed in grains when compared to other parts of
SG (p < 0.05). Conversely, the mean concentration of Ni was significantly the lowest in grains when
compared to other parts of SG (p < 0.05).

Importantly, the intra-analyses in RG and SG, revealed that, except for the mean concentration
of Pb in roots of RG, the mean concentrations of Pb and Co were significantly higher (p < 0.05) than
the safe limits provided by FAO/WHO, indicating that these HM are highly toxic. Indeed, the safe
and permissible limit of FAO/WHO for Pb and Co is 0.3 mg/kg and 0.01 mg/kg, respectively [37].
Other HM were found in their low concentrations, and thus, were not considered as toxic. Thereby,
even mean Fe concentration levels, which were the highest (p < 0.05) in any of the studied gourds,
could not be considered as a toxic metal. This fact could be explained by the large variety of different
processes (e.g., vesicles trapping) that are implicated in preventing Fe-related toxicity effects, at least
in humans [29]. It should be pointed out that metal ion contamination of wastewater, often used to
irrigate fields, is a serious ongoing problem in developing countries such as India [16], Bangladesh [17],
and Pakistan [13,38,39], especially when concentrations of metals such as Pb and Cd are exceeded.
Pb is absorbed by plants and this absorption depends on its concentration in the soil [39]. The huge
concentration level of Pb in grains of both gourd varieties can be explained by the fact that they were
grown near the roadside, where the presence of workshops of lead storage batteries was noticed on the
way to the study area/field. Indeed, runoff from the road contains Pb, which is absorbed by plants when
they are irrigated with wastewater [40]. Sewage and industrial effluents along with waste from lead
storage batteries also contain Pb in high concentration [38,39,41]. Moreover, the mean concentration
levels of Co in all parts of both gourd varieties were beyond the safe limits, and this could be explained
by the sewage water, urban and agricultural runoff, which are also known to contain considerable
amounts of Co [42,43].

In a further step, we decided to perform inter-analyses by analyzing the mean concentrations of
HM present in a specific part of a gourd (e.g., RG) compared to that of the corresponding part in the
other gourd (e.g., SG) (Table 3, Figures 2 and 3).Sustainability 2020, 12, x FOR PEER REVIEW 15 of 20 
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Figure 2. Comparative concentration of heavy metals (mg/kg) in selected parts of the ridge and sponge
gourds. Mean concentration of HM, present in each part of RG, was statistically compared to that of
SG. For instance, the concentration of Pb in roots of RG was compared to the concentration of Pb in
roots of SG. All p-values less than 0.05 (p < 0.05) are summarized with one asterisk (*).
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Figure 3. Comparative concentration of iron (mg/kg) in selected parts of the ridge and sponge
gourds. Mean concentration of Fe, present in each part of RG, was statistically compared to that of SG.
All p-values less than 0.05 (p < 0.05) are summarized with one asterisk (*).

Thereby, it should be underlined that the mean concentrations of Fe and Pb were significantly
higher (p < 0.05) only in roots of SG compared to that of RG. The mean concentrations of Fe, which were
the highest among the studied HM, were quite similar (p > 0.05) in other parts of RG compared to
those of SG. This observation was expected, as Fe is commonly abundant in most cultivated soils with
concentrations ranging from 20 to 40 g·kg−1 [44]. Again, contrary to Pb, Fe cannot be defined as a
toxic metal as it did not exceed the safety limits allowed by the WHO/FAO, charged with protecting
consumer health and ensuring fair practices in the food trade by establishing standards for safety levels
through their joint initiative of Codex Alimentarius [37]. Further, the mean concentration of Ni was
significantly higher (p < 0.05) in roots and leaves of SG compared to that of RG. Conversely, the mean
concentration of Cr was significantly higher (p < 0.05) in all parts of RG compared to that of SG. Also,
the mean concentration of Cu was significantly higher (p < 0.05) in stems of RG compared to that of SG.
Besides this, it may be noted that the mean concentrations of Co and Cd were insignificantly adsorbed
(p > 0.05) by any parts of both gourds. These data are in accordance with our previous observations,
and it should be recalled here that about 93% of Cr could be transferred from the soil to RG while only
a third was done with SG.
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Table 3. Inter-analysis of the mean concentrations (±SD) of heavy metals (mg/kg) in different parts of the cultivated ridge gourds (RG) and sponge gourds (SG).

Copper Lead Cadmium Chromium Iron Nickel Cobalt

Root RG 0.085 ± 0.001 a 0.194 ± 0.058 b 0.001 ± 0.001 c 0.163 ± 0.083 b 15.06 ± 0.696 d 0.101 ± 0.025 a 0.070 ± 0.049 a

Root SG 0.092 ± 0.002 a 0.634 ± 0.163 e 0.001 ± 0.003 c 0.090 ± 0.064 a 26.74 ± 13.82 f 0.284 ± 0.057 b 0.036 ± 0.052 a

Stem RG 0.344 ± 0.004 g 0.631 ± 0.187 e 0.021 ± 0.008 c 0.290 ± 0.047 b 25.54 ± 3.460 f 0.412 ± 0.104 b 0.053 ± 0.081 a

Stem SG 0.204 ± 0.003 b 0.914 ± 0.206 e 0.009 ± 0.002 c 0.086 ± 0.069 a 30.05 ± 14.05 f 0.320 ± 0.018 b 0.108 ± 0.037 a

Leaf RG 0.059 ± 0.011 a 0.505 ± 0.012 e 0.008 ± 0.009 c 0.234 ± 0.046 b 24.46 ± 13.86 f 0.031 ± 0.134 a 0.047 ± 0.088 a

Leaf SG 0.059 ± 0.002 a 0.481 ± 0.176 e 0.010 ± 0.006 c 0.039 ± 0.049 a 22.69 ± 10.62 f 0.161 ± 0.054 b 0.043 ± 0.075 a

Grain RG 0.077 ± 0.001 a 1.538 ± 0.113 h 0.014 ± 0.005 c 0.212 ± 0.049 b 23.79 ± 0.463 f 0.071 ± 0.049 a 0.090 ± 0.093 a

Grain SG 0.092 ± 0.003 a 1.691 ± 0.035 h 0.001 ± 0.002 c 0.080 ± 0.051 a 21.75 ± 9.980 f 0.067 ± 0.046 a 0.023 ± 0.053 a

HM concentration present in a part of RG is statistically compared to that of SG. Significant differences (p < 0.05) are represented with different letters; Conversely, the same letter indicated
insignificant differences (p > 0.05). In italic, the significatively highest concentration of a given HM, either in RG or SG, is indicated.
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Interestingly, and in line with our findings on Fe and Cu, Arora et al. (2008) reported a substantial,
albeit not toxic, build-up of HM (i.e., Fe, Mg, Cu, Zn) in vegetables (e.g., spinach, mint, carrots) cultivated
in a field from India [20]. This presence was attributed to irrigation with water from different sources,
and the concentration range of Fe and Cu in wastewater-irrigated plants was 116–378 mg/kg and 5.2–16.8
mg/kg, respectively [20]. It was preconized that the regular monitoring of metal concentration levels
from effluent and sewage, in vegetables and in other food materials, is essential to prevent excessive
build-up of these metals in the food chains [22]. Also, Demirezen and Aksoy (2006) determined HM (i.e.,
Pb, Cu, Zn, Ni, Cd) in various vegetables produced in urban and rural areas of Turkey and found that
the range concentrations of Cu and Ni were within safe limits [32]. However, those for Pb and Cd did
not meet the recommended international standards, and their enhanced concentrations in vegetables
were more likely related to their soil concentration [32]. Indeed, one possible explanation related to
excess Pb in vegetables is that the Pb uptake can be promoted by the pH of soil and the levels of organic
matter [32]. It is worth mentioning that like in India [16], the industrialization and urbanization in
Pakistan have led to the release of increasing amounts of HM into the environment [38,39]. Untreated
wastewater is commonly used by the farmers in the study field and is assumed to be the unique
cause of soil and subsequent vegetable contaminations [13]. Indeed, it should be recalled here that the
local farmers in this field do not apply chemical (e.g., phosphate/phosphoric) fertilizers, herbicides,
or pesticides.

Eventually, the choice of living biomass (e.g., plants) as valuable bioadsorbents in reducing toxic
metals from soils [16] was illuminated. The concept of bioadsorption, which allows a biomass to
adsorb toxic HM from wastewater or soils contaminated by irrigation with untreated wastewater,
was well-defined and reviewed by Mathew et al. (2016) [16]. It should be stressed that this
phytoremediation method [45] would be a great fit in Pakistan for both sustainable agriculture
and health safety. The main reason is that the existing technologies for wastewater treatment remain
too costly for developing countries, whereas the use of bioadsorbents (living or dead biomasses)
is a cheap, eco-friendly, and effective method [16]. Following this idea, the role of the gourds as
potential bioadsorbents was investigated by determining EF, TF, TC, and BAF, which represent key
parameters to compare accumulation of HM in vegetables [34–36,43,45]. Indeed, the definition of metal
hyperaccumulation must take into consideration not only the metal concentration in the aboveground
biomass but also the metal concentration in the soil. A hyperaccumulator plant is defined as when
these parameters are greater than 1 [34,36]. At least, both enrichment factor (EF) and translocation
factor (TF) must be considered while evaluating whether a plant is a metal hyperaccumulator [34].
These factors could then provide important clues for choosing the best soil decontamination strategies
(e.g., phytoremediation, phytomining), while ensuring a quality and safe production [16,34,35,45].
Thus, we did apply them for RG and SG. The data are summarized in Table 4.

Thereby, EF of HM in RG followed a descending order from Cr to Co, as:
Cr (3.715) > Cd (2.00) > Fe (1.358) > Pb (1.240) > Cu (0.945) > Ni (0.418) > Co (0.350),
while EF in SG followed a descending order from Pb to Co, as:
Pb (1.608) > Fe (1.548) > Cr (1.219) > Cd (0.954) > Cu (0.747) > Ni (0.566) > Co (0.283).
These results (Table 4a) indicate that RG was enriched (from a contaminated soil) with Cr, Cd, Fe,

and Pb, while SG was enriched with Cr, Fe, and Pb. Thus, both RG and SG are hyperaccumulators,
which might be used as bioadsorbents for the highly toxic Pb. Indeed, it has been reported that EF is
an important criterion for the selection of suitable crop species, which can be selected for cultivation in
a field with a higher level of metal contamination or receiving industrial effluent [36]. Here, we found
the highest EF value for Cr in RG compared to that of Pb in SG. This is somewhat in accordance with
another study led by Singh et al. (2011), who reported a maximal enrichment of Cr in soil and root,
among eight evaluated metals [36].

Also, TF in RG was observed in descending order from Cd to Co, as:
Cd (21.00) > Ni (4.079) > Cu (4.047) > Pb (3.252) > Cr (1.780) > Fe (1.696) > Co (0.757),
while TF in SG followed a descending order from Cd to Cr, as:
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Cd (9.000) > Co (3.000) > Cu (2.217) > Pb (1.442) > Ni (1.127) > Fe (1.124) > Cr (0.955).
These results (Table 4b) showed that RG translocated (from roots to stems) Cr, Cd, Fe, Pb, Ni,

and Cu, while SG did so with Cd, Fe, Pb, Ni, Cu, and Co. TF is one of the key components of human
exposure to metals through the food chain [36]. Besides this, the hyperaccumulation of Pb and Cr
by both gourds was confirmed. Even though the mean concentrations of Cd in gourds were not
found to be above the safety limits, it appeared that the highest TF value in both gourd varieties was
obtained for Cd. One of the reasons for these results is that Cd occurs with Zn in nature and Cd(II) is
retained less strongly by the soil than the other toxic cations [36]. Establishing a pattern of translocation
of metals from root to other parts of a plant species may be useful in biological monitoring of HM
contamination as well as in the selection of metal accumulator or tolerant species [36]. The metal
translocation process in plant species is also a crucial factor in determining the metal distribution
in different plant tissues [36]. Several factors, including anatomical, biochemical, and physiological
factors, contribute to HM accumulation and distribution in the upper vegetative parts [36].

Further, TC in RG was observed in descending order from Cd to Ni, as:
Cd (14.00) > Pb (7.930) > Fe (1.580) > Cr (1.300) > Co (1.286) > Cu (0.906) > Ni (0.703),
while TC in SG followed a descending order from Pb to Ni, as:
Pb (2.667) > Cd (1.000) = Cu (1.000) > Cr (0.888) > Fe (0.813) > Co (0.639) > Ni (0.236).
These data (Table 4c) reveal that RG transferred (from roots to grains) Cr, Cd, Fe, Pb, and Co,

while SG did so with Cd, Pb, and Cu. Therefore, Cd and Pb were found again to be hyperaccumulated
in both gourds.

Eventually, BAF in RG was observed in descending order from Cr to Co, as:
Cr (1.198) > Cd (0.955) > Cu (0.575) > Fe (0.390) > Ni (0.280) > Pb (0.273) > Co (0.071),
while BAF in SG followed a descending order from Fe to Co, as:
Fe (0.459) > Cd (0.409) > Pb (0.395) > Cr (0.355) > Cu (0.341) > Ni (0.217) > Co (0.146).
These results (Table 4d) indicate that RG accumulated (from soil to stems) Cr only, while SG did

not produce any accumulation, and strongly suggest that the metal bioavailability was relatively low at
the experimental site. Bioaccumulation (soil-to-plant transfer) is a process through which concentration
of elements is increased through food chains [36]. Principally, the food chain (soil-plant-human)
pathway is recognized as one of the major pathways for human exposure to soil contamination [36].

Table 4. Heavy metals hyperaccumulation factors in ridge gourds (RG) and sponge gourds (SG).

(a)
Enrichment Factor (EF)

Copper Lead Cadmium Chromium Iron Nickel Cobalt

RG 0.945 1.240 2.000 3.715 1.358 0.418 0.350
SG 0.747 1.608 0.954 1.219 1.548 0.566 0.283

(b)
Translocation Factor (TF)

Copper Lead Cadmium Chromium Iron Nickel Cobalt

RG 4.047 3.252 21.00 1.780 1.696 4.079 0.757
SG 2.217 1.442 9.000 0.955 1.124 1.127 3.000

(c)
Transfer Coefficient (TC)

Copper Lead Cadmium Chromium Iron Nickel Cobalt

RG 0.906 7.930 14.00 1.300 1.580 0.703 1.286
SG 1.000 2.667 1.000 0.888 0.813 0.236 0.639

(d)
Bioaccumulation Factor (BAF)

Copper Lead Cadmium Chromium Iron Nickel Cobalt

RG 0.575 0.273 0.955 1.198 0.390 0.280 0.071
SG 0.341 0.395 0.409 0.355 0.459 0.217 0.146

EF, TF, TC, and BAF were calculated. The gourds were considered as hyperaccumulators for a given metal when the
score was higher than 1 (bold numbers).
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Importantly, corroborating with our present findings, preliminary data obtained from an ongoing
cohort study from our lab revealed a toxic concentration level of Pb in the blood of farmers working
in the field and who consumed the gourds (contaminated with HM from the soil irrigated with
untreated wastewater).

Taken together, we demonstrated that harvesting gourds for consumption from the said
experimental area is unwelcome unless environmental chemistry and pollution are prevented
(e.g., reducing emissions and quantity of runoff while maintaining acceptable runoff water
quality) [46,47]. This study also provided evidence that sustainable solutions for safe agriculture,
at least in Pakistan, are urgently required to protect present and future generations.

4. Conclusions

The industrialization and urbanization in Pakistan have led to the release of increasing amounts
of HM into the environment. Regular monitoring of metal concentration levels from effluents and
sewage, in vegetables and in other foods, is essential to prevent excessive build-up of these metals in
the food chains, which can subsequently impact the health of the farmers and other populations.

In this study, detailed investigations were carried out to determine concentrations of HM in
different parts (i.e., roots, stems, leaves, and grains) of RG and SG cultivated in a field located in D.I.
Khan, Pakistan. To the best of our knowledge, this study field/area was not exposed to phosphoric
fertilizers, pesticides, or other chemicals from the farmers, who humbly used untreated wastewater to
irrigate their field.

Thereby, intra-analyses and inter-analyses of the two vegetables depicted a similar quantitative
distribution of HM (especially for Co and Cd) in the different parts of these vegetables. Indeed, in both
gourd varieties, Fe and Pb were the most concentrated HM and Pb was particularly concentrated in
grains. Mean concentrations of Pb and Co in gourds were found to be toxic because they exceeded
the safe limits recommended by the FAO/WHO. It was also interesting to note that the mean
concentrations of Cr were significantly higher in all parts of RG compared to that of SG. Also,
the assessment of hyperaccumulation factors demonstrated that both gourds can be considered as
useful hyperaccumulators, at least for the highly toxic Pb.

Since the consumption of vegetables cultivated in such an environment should be cautioned against,
their use as possible bioadsorbents should be further explored. Indeed, it should be emphasized that
phytoremediation (i.e., use of green plants to decontaminate soils in situ) is an emerging cost-effective
environmental restoration technology that might use hyperaccumulators to reduce the concentrations
of toxic HM. Meantime, the use of untreated wastewater for irrigation must be obviously avoided.

It is widely accepted that a contaminated edible plant-soil system is not fit for quality, health and
safety, and sustainable agricultural development, and this study aimed to shed light the importance of
food safety in addition to food quality.
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Abbreviations

[ ] Concentration(s)
BAF Bioaccumulation factor
Cd Cadmium
Cr Chromium
Co Cobalt
Cu Copper
EF Enrichment factor
FAO Food and Agriculture Organization (of the United Nations)
Fe Iron
HM Heavy metals
Ni Nickel
Pb Lead
RG Ridge gourds
RT Room temperature
SG Sponge gourds
TC Transfer coefficient
TF Translocation factor
WHO World Health Organization

References

1. Neetu, T. Determination of chlorinated pesticide in vegetables, cereals, and pulses by gas chromatography in
east national capital region, Delhi, India. Res. J. Agric. For. Sci. 2013, 1, 27–28.

2. Yu, S.; Zhu, Y.G.; Li, X.D. Trace metal contamination in urban soils of China. Sci. Total Environ. 2012, 421,
17–30.

3. Epstein, L.; Ditz, K.; Safir, G.R. Plant Disease in an Old Field Ecosystem Irrigated with Municipal Wastewater
1. J. Environ. Qual. 1982, 11, 65–68. [CrossRef]

4. Manta, D.S.; Angelone, M.; Bellanca, A.; Neri, R.; Sprovieri, M. Heavy metals in urban soils: A case study
from the city of Palermo (Sicily), Italy. Sci. Total Environ. 2002, 300, 229–243. [CrossRef]

5. Grzebisz, W.; Ciesla, L.; Komisarek, J.; Potarzycki, J. Geochemical assessment of the heavy metal’s pollution
of urban soils. Pol. J. Environ. Stud. 2002, 11, 493–500.

6. Mapanda, F.; Mangwayana, E.N.; Nyamangara, J.; Giller, K.E. The effect of long-term irrigation using
wastewater on heavy metal contents of soils under vegetables in Harare, Zimbabwe. Agric. Ecosyst. Environ.
2005, 107, 151–165. [CrossRef]

7. Hseu, Z.Y. Evaluating heavy metal contents in nine composts using four digestion methods. Bioresour. Technol.
2004, 95, 53–59. [CrossRef]

8. Sharma, R.K.; Agrawal, M.; Marshall, F.M. Heavy metals in vegetables collected from production and market
sites of a tropical urban area of India. Food Chem. Toxicol. 2009, 47, 583–591. [CrossRef]

9. Okoronkwo, N.E.; Igwe, J.C.; Onwuchekwa, E.C. Risk and health implications of polluted soils for crop
production. Afr. J. Biotechnol. 2005, 4, 1521–1524. [CrossRef]

10. Alloway, B.; Ayres, D.C. Chemical Principles of Environmental Pollution; CRC Press: Boca Raton, FL, USA, 1997.
11. Järup, L. Hazards of heavy metal contamination. Br. Med. Bull. 2003, 68, 167–182. [CrossRef]
12. Tomás, J.; Árvay, J.; Tóth, T. Heavy metals in productive parts of agricultural plants. J. Microbiol. Biotechnol.

Food Sci. 2012, 1, 819.
13. Qadir, A.; Malik, R.N.; Feroz, A.; Jamil, N.; Mukhtar, K. Spatiotemporal distribution of contaminants in

Nullah Palkhu-highly polluted stream of Pakistan. J. Environ. Sci. Water Res. 2013, 2, 342–353.
14. Ince, M.; Ince, O.K. Heavy metal removal techniques using response surface methodology: Water/wastewater

treatment, biochemical toxicology. In Toxicity of Nanomaterials; IntechOpen: London, UK, 2019.
15. Kanamarlapudi, S.L.R.K.; Chintalpudi, V.K.; Muddada, S. Application of biosorption for removal of heavy

metals from wastewater, biosorption. In Biosorption; Derco, J., Vrana, B., Eds.; IntechOpen: London, UK,
2018; pp. 69–116. [CrossRef]

http://dx.doi.org/10.2134/jeq1982.00472425001100010016x
http://dx.doi.org/10.1016/S0048-9697(02)00273-5
http://dx.doi.org/10.1016/j.agee.2004.11.005
http://dx.doi.org/10.1016/j.biortech.2004.02.008
http://dx.doi.org/10.1016/j.fct.2008.12.016
http://dx.doi.org/10.4314/ajfand.v4i13.71825
http://dx.doi.org/10.1093/bmb/ldg032
http://dx.doi.org/10.5772/intechopen.77315


Sustainability 2020, 12, 8891 18 of 19

16. Mathew, B.B.; Jaishankar, M.; Biju, V.G.; Beeregowda, K.N. Role of bioadsorbents in reducing toxic metals.
J. Toxicol. 2016, 2016, 13. [CrossRef] [PubMed]

17. Islam, M.S.; Ahmed, M.K.; Raknuzzaman, M.; Habibullah-Al-Mamun, M.; Islam, M.K. Heavy metal pollution
in surface water and sediment: A preliminary assessment of an urban river in a developing country.
Ecol. Indic. 2015, 48, 282–291. [CrossRef]

18. Fatoki, O.S. Trace zinc and copper concentrations in roadside vegetation and surface soils: A measurement
of local atmospheric pollution in Alice, South Africa. Int. J. Environ. Stud. 2000, 57, 501–513. [CrossRef]

19. Khairiah, J.; Zalifah, M.K.; Yin, Y.H.; Aminah, A. The uptake of heavy metals by fruit type vegetables grown
in selected agricultural areas. Pak. J. Biol. Sci. 2004, 7, 1438–1442.

20. Arora, M.; Kiran, B.; Rani, S.; Rani, A.; Kaur, B.; Mittal, N. Heavy metal accumulation in vegetables irrigated
with water from different sources. Food Chem. 2008, 111, 811–815. [CrossRef]

21. D’Mello, J.F. Food Safety: Contaminants and Toxins; CABI: Wallingford, UK, 2003.
22. Duruibe, J.O.; Ogwuegbu, M.O.C.; Egwurugwu, J.N. Heavy metal pollution and human biotoxic effects.

Int. J. Phys. Sci. 2007, 2, 112–118.
23. Das, D.; Moniruzzaman, M.; Sarbajna, A.; Chakraborty, S.B. Effect of heavy metals on tissue-specific

antioxidant response in Indian major carps. Environ. Sci. Poll. Res. 2017, 24, 18010–18024. [CrossRef]
[PubMed]

24. Waalkes, M.P. Cadmium carcinogenesis. Mutat. Res. 2003, 533, 107–120. [CrossRef] [PubMed]
25. Qin, F.; Chen, W. Lead and copper levels in tea samples marketed in Beijing, China. Bull. Environ.

Contam. Toxicol. 2010, 78, 128–131. [CrossRef]
26. Wilbur, S.; Abadin, H.; Fay, M.; Yu, D.; Tencza, B.; Ingerman, L. Toxicological Profile for Chromium.

Atlanta (GA): Agency for Toxic Substances and Disease Registry. 2012. Available online: https://www.ncbi.
nlm.nih.gov/books/NBK158851/ (accessed on 10 October 2020).

27. Leyssens, L.; Vinck, B.; Van Der Straeten, C.; Wuyts, F.; Maes, L. Cobalt toxicity in humans—A review of the
potential sources and systemic health effects. Toxicology 2017, 387, 43–56. [CrossRef]

28. Genchi, G.; Carocci, A.; Lauria, G.; Sinicropi, M.S.; Catalano, A. Nickel: Human health and environmental
toxicology. Int. J. Environ. Res. Public Health. 2020, 17, 679. [CrossRef]

29. Eid, R.; Arab, N.T.; Greenwood, M.T. Iron mediated toxicity and programmed cell death: A review and a
re-examination of existing paradigms. Biochim. Biophys. Acta Mol. Cell Res. 2017, 1864, 399–430. [CrossRef]
[PubMed]

30. Menaa, F. Stroke in sickle cell anemia patients: A need for multidisciplinary approaches. Atherosclerosis 2013,
229, 496–503. [CrossRef]

31. McDowell, L.A.; Kudaravalli, P.; Sticco, K.L. Iron Overload. 2020. Available online: https://www.ncbi.nlm.
nih.gov/books/NBK526131/ (accessed on 10 October 2020).

32. Demirezen, D.; Aksoy, A. Heavy metal levels in vegetables in Turkey are within safe limits for Cu, Zn, Ni and
exceeded for Cd and Pb. J. Food Qual. 2006, 29, 252–265. [CrossRef]

33. Radwan, M.A.; Salama, A.K. Market basket survey for some heavy metals in Egyptian fruits and vegetables.
Food Chem. Toxicol. 2006, 44, 1273–1278. [CrossRef] [PubMed]

34. Lorestani, B.; Cheraghi, M.; Yousefi, N. Accumulation of Pb, Fe, Mn, Cu and Zn in plants and choice of
hyperaccumulator plant in the industrial town of Vian, Iran. Arch. Biol. Sci. 2011, 63, 739–745. [CrossRef]

35. Rascio, N.; Navari-Izzo, F. Heavy metal hyperaccumulating plants: How and why do they do it? And what
makes them so interesting? Plant Sci. 2011, 180, 169–181. [CrossRef]

36. Singh, J.; Upadhyay, S.K.; Athak, R.K.; Gupta, V. Accumulation of heavy metals in soil and paddy crop
(Oryza sativa), irrigated with water of Ramgarh Lake, Gorakhpur, UP, India. Toxicol. Environ. Chem. 2011, 93,
462–473. [CrossRef]

37. Food and Agricultural Organization (FAO)/World Health Organization (WHO). Schedule 1 maximum and
guideline for contaminants and toxins. In Food; Codex Committee: Rotterdam, The Netherlands, 2002.

38. Perveen, S.; Samad, A.B.D.U.S.; Nazif, W.; Shah, S. Impact of sewage water on vegetables quality with respect
to heavy metals in Peshawar, Pakistan. Pak. J. Bot. 2012, 44, 1923–1931.

39. Perveen, S.; Shah, Z.; Nazif, W.; Shah, S.S.; Ihsanullah, H. Shah. Study on accumulation of heavy metals in
vegetables receiving sewage water. J. Chem. Soc. Pak. 2011, 3, 220–227.

40. Kachenko, A.; Singh, B. Heavy metals contamination of home-grown vegetables near metal smelters in NSW.
In Proceedings of the 3rd Australian New Zealand Soils Conference, Sydney, Australia, 5–9 December 2004.

http://dx.doi.org/10.1155/2016/4369604
http://www.ncbi.nlm.nih.gov/pubmed/28090207
http://dx.doi.org/10.1016/j.ecolind.2014.08.016
http://dx.doi.org/10.1080/00207230008711293
http://dx.doi.org/10.1016/j.foodchem.2008.04.049
http://dx.doi.org/10.1007/s11356-017-9415-5
http://www.ncbi.nlm.nih.gov/pubmed/28624940
http://dx.doi.org/10.1016/j.mrfmmm.2003.07.011
http://www.ncbi.nlm.nih.gov/pubmed/14643415
http://dx.doi.org/10.1007/s00128-007-9052-7
https://www.ncbi.nlm.nih.gov/books/NBK158851/
https://www.ncbi.nlm.nih.gov/books/NBK158851/
http://dx.doi.org/10.1016/j.tox.2017.05.015
http://dx.doi.org/10.3390/ijerph17030679
http://dx.doi.org/10.1016/j.bbamcr.2016.12.002
http://www.ncbi.nlm.nih.gov/pubmed/27939167
http://dx.doi.org/10.1016/j.atherosclerosis.2013.05.006
https://www.ncbi.nlm.nih.gov/books/NBK526131/
https://www.ncbi.nlm.nih.gov/books/NBK526131/
http://dx.doi.org/10.1111/j.1745-4557.2006.00072.x
http://dx.doi.org/10.1016/j.fct.2006.02.004
http://www.ncbi.nlm.nih.gov/pubmed/16600459
http://dx.doi.org/10.2298/ABS1103739L
http://dx.doi.org/10.1016/j.plantsci.2010.08.016
http://dx.doi.org/10.1080/02772248.2010.546559


Sustainability 2020, 12, 8891 19 of 19

41. El-Amier, Y.A.; Zahran, M.A.E.K.; Al-Mamory, S.H. Assessment the physico-chemical characteristics of water
and sediment in Rosetta Branch, Egypt. J. Water Res. Prot. 2015, 7, 1075. [CrossRef]

42. Kim, J.H.; Gibb, H.J.; Howe, P.D. Cobalt and Inorganic Cobalt Compounds; World Health Organization: Geneva,
Switzerland, 2006.

43. Rezvani, M.; Zaefarian, F. Bioaccumulation and translocation factors of cadmium and lead in ‘Aeluropus
littoralis’. Aust. J. Agric. Eng. 2011, 2, 114.

44. Cornell, R.M.; Schwertmann, U. The Iron Oxides; John Wiley & Sons: Hoboken, NJ, USA, 2003.
45. Cluis, C. Junk-greedy greens: Phytoremediation as a new option for soil decontamination. BioTeach J. 2004,

2, 67.
46. Dara, S.S. A Textbook of Environmental Chemistry and Pollution Control; S. Chand Publishing: New Delhi,

India, 2000.
47. Conway, G.R.; Pretty, J.N. Unwelcome Harvest: Agriculture and Pollution Earthscan; Island Press: London,

UK, 1991.

Publisher’s Note: MDPI stays neutral with regard to jurisdictional claims in published maps and institutional
affiliations.

© 2020 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

http://dx.doi.org/10.4236/jwarp.2015.713088
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Research Location Point 
	Soil Sampling and Processing 
	Vegetables Sampling and Processing 
	Enrichment, Translocation, Transfer Co-Efficient, and Bioaccumulation Factors 
	Enrichment Factor 
	Translocation Factor 
	Transfer Coefficient Factor 
	Bioaccumulation Factor 

	Statistical Analysis 

	Results and Discussion 
	Conclusions 
	References

