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. The phytoremediation technique has been demonstrated to be a viable option for the remediation
of polycyclic aromatic hydrocarbons (PAHs) contaminated sites. This study evaluated the potential
applicability of plants with C3 and C4 carbon fixation pathways for the phytoremediation of recalcitrant
high molecular weight (HMW) PAHs contaminated soil. A 60 and 120-day greenhouse study was

. conducted which showed higher degradation of HMW PAHs in soil grown with C4 plants when compared

© to C3 plants. Also, no PAHs were detected in the maize cobs, sunflower, wallaby, and Sudan grass seeds

. atthe end of the experiment. The effect of plants in modifying the microbial community and dynamics
in the rhizosphere was also examined by measuring soil biochemical properties such as dehydrogenase
activity and water-soluble phenols. The results demonstrate a substantial difference in the microbial

. populations between planted and unplanted soils, which in turn facilitate the degradation of PAHs.

© To the best of our knowledge, this study for the first time evaluated the phytoremediation efficacy

. through the A. cepa cyto- and genotoxicity assay which should be considered as an integral part of all
remediation experiments.

. Polycyclic aromatic compounds are a group of organic compounds that are categorized worldwide as priority pol-
lutants of terrestrial and aquatic ecosystems, and sediments, primarily because they can cause mutation, cancer
. and interfere with the reproduction of higher organisms'. With the great increase in PAHs contaminated areas
: worldwide, many diverse technologies are being developed to solve this problem?. Because of their cheaper cost
. and minimal impact on the environment with the added advantage of in-situ treatment, biodegradation of PAHs
using plants (phytoremediation), and microbes (microbial remediation) is considered to be a promising technol-
ogy to remediate PAHs in the environment®.
: Plants degrade organic contaminants after direct uptake from the soil and subsequent metabolism within the
- plants through: firstly, phytodegradation or phytotransformation processes®, secondly, with the aid of root exu-
© dates which enhance the activity of PAHs degrading microbial communities in the rhizosphere (rhizodegrada-
© tion/rhizoremediation)® and finally by increasing the activity of microbial community in the soil by composting®.
The amount of plant uptake and accumulation of contaminants varies significantly among plant species and are
: mainly limited by their nonpolar and hydrophobic nature and strong association with soil organic fractions”.
: Moreover, there are several variables which include the initial soil PAH concentration, soil properties, contami-
nant properties and environmental factors that significantly influence the uptake, accumulation and metabolism
of PAHs in plants®.
In general, plants can be classified according to their carbon fixation pathways, like C3, C4 and CAM
(Crassulacean Acid Metabolism). Of these C3 and C4 plant species are mainly employed in phytoremedia-
tion studies’. Moreover, C3 and C4 plants are very different in their root composition. C4 plants have higher
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Figure 1. The effect of C3 and C4 plant species on the percentage removal of PAHs from the contaminated
soils: (a) Percentage PAHs removal at 60" day (b) Percentage PAHs removal at 120'" day. Bars with same letters
do not differ significantly at the 5% level of significance according to Duncan Multiple Range Test (DMRT).

concentrations of amino acids and organic acids in their root exudates, whereas carbohydrate concentrations
are higher in C3 plants'’. The proportion of the dominant compounds in the root exudates especially sugars
and organic acids may also differ among the C3 and C4 plants depending on the type of plants'’. Therefore, it is
important to study the performance of C3 and C4 plants in the remediation of organic pollutants mainly PAHs.
However, information regarding plant responses to PAHs contaminated conditions is still lacking. Therefore,
selecting suitable plant candidates is a major determinant of the success of phytoremediation studies. It is an
established fact that plants release as much as 40% of their photosynthates in the form of root exudates that are
released into the rhizosphere'?. These compounds are used by the microbes in the rhizosphere as carbon and
energy sources and they can then co-metabolise PAHs, a process which remains the main route for the degra-
dation of PAHs (>3 rings)'®. Due to the production of entirely different spectra of root exudates, plant species
can differ from each other in their degradation ability and also in their enhancement of microbial activity and
composition in the rhizosphere'. Therefore, plant species with the maximum root surface, tolerance to PAHs
and ideally native to the contaminated environment, should be considered as the ideal candidates for use in the
phytoremediation of PAHs".

In most phytoremediation techniques, success was monitored only by the amounts of parent compounds
removed while their metabolites were largely ignored. These metabolites are primarily responsible for the toxicity
seen in biological organisms. Therefore, it is important to ensure that the contaminants are suitably detoxified so
that they pose no risk to living organisms. In order to test the efficacy of remediation techniques, suitable toxicity
assays have to be employed before declaring that the soil has been decontaminated!®. Though various ecotoxico-
logical assays are used to check the toxicity of the contaminants that are present in the environments, the use of
higher plants like Allium cepa was recognized as an excellent model to detect compounds interfering with DNA
replication and chromosome segregation, that occur in the environment'”. Also, A. cepa root cells are also used in
the single cell gel electrophoresis (SCGE) system, often referred to as the comet assay. This is regarded as a simple,
cost-effective and sensitive tool for examining the genotoxicity of organic pollutants present in the environment!'.

The purpose of this study was to determine the efficiency of plants in removing PAHs from PAHs contami-
nated soil. The variations in accumulation and degradation of PAHs between the C3 and C4 plants at two differ-
ent growth stages (60 and 120 days) were studied in terms of the relationship with the bioavailable PAHs, while
growing in field contaminated soil. Several phytoremediation reports have lacked evidence on the efficiency of
phytoremediation treatments. In this study, the efficacy of phytoremediation was evaluated using cytogenetic and
genotoxicity assays with A. cepa as the remediation endpoint assessment.

Results

Soil characteristics. The soil with PAHs contamination was alkaline (pH 8.5) and EC — 322 uSm~! with 9%
soil moisture and 52% water holding capacity (WHC). The sand, silt, and clay of the soil were 59.1%, 27.2%, and
13.6%, respectively. The dissolved organic carbon was 10 mgkg™". The nitrogen and carbon were 0.04% and 2.6%,
respectively. The total concentration of PAHs was 995.1 mgkg ™! soil. The anionic, inorganic and PAHs concentra-
tions were summarised in Supplementary Tables S1, S2 and S3.

Effect and impact of C3 and C4 plants on the removal of PAHs. The 16 PAHs extracted from the
contaminated soils were categorized as low molecular weight PAHs (LMW-PAHs) with two or three benzene
rings; and high molecular weight PAHs (HMW-PAHs) with four or more benzene rings. The per cent removal of
LMW and HMW-PAHs from the contaminated soil planted with C3 (cowpea, sunflower and wallaby grass) and
C4 (maize, Sudan grass and vetiver) plant species at 60" and 120" day and in unplanted soils are shown in Fig. 1a
and b. The presence of plant species enhanced the removal of PAHs in contaminated soils when compared to the
unplanted control soils. However, the extent of PAHs removal varied with the type of plant species and molecular
weight of PAHs. At the end of 120" day, complete removal of 2-ringed PAHs such as naphthalene, acenaphth-
ylene, acenaphthene, and fluorene were recorded in all the planted treatments while in unplanted control only
34.8% of 2-ringed PAHs were removed. Among the C4 plant species tested, a significantly higher amount of PAHs
removal was recorded in maize for both the LMW- and HMW-PAHs at 60" and 120™ day, on the other hand, for
the C3 plants, sunflower showed the highest PAHs removal. The per cent removal of LMW-PAHs by sunflower
(C3) was on a par with vetiver (C4), but for the HMW PAHs, sunflower’s per cent removal was comparatively less
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RCF 0.1 na 9.1%% 5.7% 7.7%% 20.7%% 24.0%* 24.9%%* 12.0%*% | 19.3%* 9.3%* 38.2%%*
SCF 0.0 n.a 3.5 2.4 0.4 0.0 5.4 2.2 2.6 8.1%%* 2.0 12.7%%
TF 1.5 n.a 4.3 3.7 0.0 3.0 4.7 9.9%* 33 12.3%%* 0.2 11.1%*
RCF*SCF | 0.2 n.a 8.0%* 7.6% 4.3% 11.3%% 9.3%% 31.7%* 8.1%% | 28.0%* 5.0% 14.6%%*
RCF*TF 0.0 n.a 7.7%% 0.0 6.1% 4.0 26.7%% 24.5%% 10.7%% | 18.2%% 4.0% 11.5%*
SCF*TF 0.0 n.a 0.5 2.8 3.3 0.1 3.5 6.56 1.6 7.0%%* 0.2 6.2%

Table 1. Multifactorial ANOVA displaying F and P values of the effects of RCE, SCF and TF individually and
in combination on percentage removal of PAHs by C3 and C4 plants after 60 days of experiment. *P <0.05;
*%P <(0.01, RCF =root concentration factor, SCF = shoot concentration factor, TF = translocation factor.

0™ day 0.0840.018 0.08£0.01° 0.5640.038 0.5640.038
Unplanted 0.29+0.02f 0.41+0.04¢ 1.1440.21° 1.35£0.09¢
Cowpea 1.07+0.12¢ n.a 2.46£0.07¢ n.a

Maize 5.3540.24° 19.32£0.80° 4.96+£0.09* 14.46+0.89°
Sudan grass 4.08+0.18" 15.79£0.44° 4.32+0.13° 10.87£0.50°
Sunflower 2.73+0.05¢ 5.97+0.11¢ 3.1140.05¢ 5.32+0.16°
Vetiver 2.94+0.16° 8.18+0.68° 3.214+0.09° 6.38£0.09°
Wallaby grass 2.60+0.114 3.56+0.344 2.91+0.09¢ 3.34+0.07¢

Table 2. Changes in soil enzymatic activities at 60 and 120" day of phytoremediation. Values are means and
standard deviation of triplicate measurements. Means sharing same letters in the superscript position do not
differ significantly at the 5% level of significance according to DMRT.

than that of all the C4 plant species tested. Overall, the removal of HMW PAHs from the contaminated soil by C4
plants was significantly better than the C3 plant species. The total PAHs removed by plant species tested was in
the following order: maize > Sudan grass > vetiver > sunflower > wallaby grass. The per cent removal of PAHs in
unplanted treatments was negligible when compared to the planted treatment, which confirms the success in the
phytoremediation of PAHs.

Influence of plant accumulation factors and bioavailability in PAHs removal. Accumulation of
PAHs in maize cobs and seeds of Sudan grass, wallaby grass and sunflower were below the limit of detection. A
significant variation in the effects of root/shoot concentration factors (RCF/SCF) and translocation factors (TF)
on PAHs removal by the C3 and C4 plant species was observed for both the experimental period (Table 1). At 60
day, in C4 plant species, except for the RCF, the other two parameters showed insignificant effects on the percent-
age removal of PAHs. At the end of 120 days, the SCF had no significant impact on the removal of PAHs, which
was evident in all plant species tested except for the Sudan grass and vetiver. Likewise, the interaction between the
RCF vs. SCF and RCF vs. TF highlighted a significant effect on the PAHs removal per cent from the soil. In Sudan
grass and Vetiver, a significant interaction was observed in root concentrations, shoot concentration as well as
with translocation factor at the end of 120 days. Among the C3 plants, sunflower and wallaby grass, had shown
significant two way interaction between the RCF and SCF at 120 days. Furthermore, in maize, except for SCF, the
interaction of all the parameters was observed to have a significant effect on PAHs removal per cent. Nevertheless,
cowpea (C3) exhibited an insignificant effect in the removal of PAHs when both individual and interaction factors
were considered.

Correlation of HPCD extractability with biodegradation of PAHs by C3 and C4 plants. The
HPCD extraction of the 16 PAHs from contaminated soils was compared with the percentage of PAHs removed
by both C3 and C4 plants (Fig. Sla and b). A strong correlation was observed between mean values of percent-
age of PAHs removal and HPCD extractable fraction in both C3 and C4 plants in both the experimental dura-
tions. The relationship was in the following order: at 60 days, Sudan grass (+*=0.95) > maize (r* = 0.94) > vetiver
(*=0.93) > sunflower (> =0.92) > wallaby grass (r> =0.86) > cowpea (r*=0.77) at P < 0.05. Whereas, after 120
days of experimental period the relationship was in the order of maize (r*=0.95) > Sudan grass (r*=0.92) > veti-
ver (r*=0.94) > sunflower (r*=0.89) > wallaby grass (r?=0.89) at P < 0.05. These results revealed that HPCD
extraction reasonably predicted the bioavailable concentration to the plants in the PAHs contaminated soils.

Changes in soil enzymatic activity. The changes in soil dehydrogenase activity (DHA) and water-soluble
phenols as influenced by C3 and C4 plants after 60" and 120" days are summarised in Table 2. The DHA was
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Figure 2. (a) Remediation efficacy testing with A. cepa meristem root cells exposed to unplanted contaminated
and phytoremediated soils (60" and 120* day) - Mitotic index (%); (b) Remediation efficacy testing with
A.cepa meristem root cells exposed to unplanted contaminated and phytoremediated soils (60" and 120'" day)

- total aberration (%) Bars with same letters do not differ significantly at the 5% level of significance according
to Duncan Multiple Range Test (DMRT); (c) Chromosomal aberrant cells observed in A. cepa grown in
contaminated soils (A) Prophase, (B) Metaphase, (C) Anaphase, (D) Telophase, (A1) Disturbed prophase, (A2)
Bivacuolated cells, (A3) Multivacuolar cells, (A4) Micronuclei, (B1) Fragments, (B2) C-mitosis, and bridges,
(B3) Disturbed metaphase, (B4) Sticky metaphase, (C1) Anaphase bridges, (C2) Laggards, (C3) Multipolar
anaphase, (C4) Anaphase with vagrant laggards, (D1) Anaphase fragments.

measured at the end of the experimental period in unplanted control and rhizosphere (region surrounding the
root) soil samples in order to estimate the influence of plant species on soil microbial activity. After 60 days, the
DHA in the planted soils was increased from 4-18 times the original amount when compared to the unplanted
soils. Similarly, at the end of 120 days, a huge variation in DHA was observed in the unplanted and planted
soils with a 9-fold to 47-fold increase in the planted treatments compared to the unplanted control soils. The
DHA was higher in soil planted with C4 plant species than the C3 plants. Among all the planted treatments, the
highest DHA was recorded in maize at the end of 60 days (5.35ug of TPF g~ of soil h™!) and 120 days (19.32 g
of TPF g~! of soil h™!) while the lowest in the rhizosphere soil of cowpea (1.07 pg of TPF g~! of soil h™!). The
water-soluble phenols (WSP) were estimated and expressed in terms of vanillic acid equivalents. The WSP con-
centrations followed a similar trend as that of DHA. The WSP in the planted soils ranged between 2.46-4.96 ug
and 1.3-14.5 g vanillic acid (VA) g " of soil h~! at 60 and 120" days, respectively. The soil remediated with maize
(C4) showed a 3-fold increase with the WSP concentration from 60" to 120t day. On the other hand, a minimal
increase in WSP was observed in the soils planted with C3 plants.

Cyto- genotoxicity using A. cepa bioassay. The phytoremediated soil both after 60 and 120" day was
planted with Allium cepa to analyze remediation efficacy by evaluating the reduction in genotoxic effects. The
results were compared with those obtained with unplanted control soil. An improvement in mitotic activity was
observed after remediating PAH-contaminated soils with plant species (Fig. 2a). The mitotic index (MI) (%) of
meristem onion cells grown in the 0" day contaminated soil was significantly lower (14.9%) compared to all the
phytoremediated soils. There was no significant difference in MI values between the unplanted control and con-
taminated soils before remediation. The remediated soil at the end of 120 days, showed an increase in MI value
when compared to 60" day remediated soil in all planted treatments. Of all the remediation treatments with
plants, at the end of 120 days, a four-fold increase in MI was observed in maize rhizosphere soils (62.1%), when
compared to the contaminated soil prior to remediation. The cytotoxic effect of the remediated soils from planted
treatments was significantly reduced compared to 0"-day control and unplanted contaminated soils. However, the
aberrant chromosomes were observed in all the treatments, and the highest aberration percentage was recorded
in contaminated soil grown with cowpea (60" day) (Fig. 2b) The chromosomal aberrations that were observed in
the different stages of cell cycle includes bridges, breaks, micronuclei, laggards, C-mitosis, disrupted metaphase
and sticky chromosome. The chromosomal aberrations like laggards, micronuclei, and vagrants were observed
in cowpea planted contaminated soils (Fig. 2¢). A large number of sticky chromosomes, disrupted metaphase
and C-mitosis aberrations were observed in the contaminated soil before phytoremediation and in unplanted
control soils. The total chromosomal aberration percentage and the percentage of PAHs removed from the soil
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Figure 3. (a) Levels of genotoxicity seen in A. cepa meristem root cells exposed to unplanted contaminated
and phytoremediated soils (60" day); (b) Levels of genotoxicity seen in A. cepa meristem root cells exposed to
unplanted contaminated and phytoremediated soils (120" day). The means sharing same capital letters do not
differ significantly at the 5% level of significance according to DMRT for TD (%) and OTM (%).

by the plant species, indicated a strong negative correlation at P < 0.01 with r*= —0.87 (60" day) and r*= —0.91
(120" day)). In contrast, the mitotic index and percentage of PAHs removed showed a strong positive correlation
2=0.97 (60" day) and r>=0.98 (120" day) at P< 0.01.

The DNA damage in onion meristematic cells was determined using the comet assay. The percentage tail
DNA (%TD) and olive tail moment (OTM) were used to express the genotoxicity in onion root meristem cells
(Fig. 3a,b). A significantly large amount of tail damage with higher 43.8% TD and 36.9% OTM was found in the
onion roots grown in 0 day contaminated soil and in the unplanted soil when compared with phytoremediated
soils. The % TD and OTM in phytoremediated soils varied from 37.1-15.9% and 26.8-10.4% respectively. The
correlation analysis indicated a strong positive relationship between the PAHs levels in the soils and onion root
meristem DNA damage parameters like OTM and TD (%) r*=0.87 and 0.92, respectively.

Discussion

The present study compared the potential of C3 and C4 plant species to remediate PAHs contaminated soils. The
amount of PAHs removed was observed to be higher in the planted treatments than in the unplanted control.
This suggested that the plant’s presence in the contaminated soil significantly enhanced the removal of PAHs.
In general, the extent of PAHs removed was reported to decrease when the molecular weight and ring num-
ber of PAHs increased’. Likewise, the results of the present study expand these findings, confirming that the
LMW-PAHs (2 and 3-ringed) were degraded efficiently by the plants when compared to HMW-PAH:s (4, 5 and
6-ringed). This differences in degradation of LMW and HMW - PAHs were probably due to the recalcitrant
nature of the HMW - PAHs, and thus they remain persistent in soil over time. The phytoremediation of PAHs
contaminated soils not only depends on the physicochemical property of PAHs but also depends on the nature
of plants as well as the biologically available concentration of PAHs*. Numerous methods were formulated to
detect the bioavailable concentration of hydrophobic organic contaminants®.. In our study, the HPCD extraction
method was used to detect the bioavailable concentration of PAHs in the soil. Earlier studies reported on the
positive correlation between the PAHs bioavailability using the HPCD method and biodegradable fraction of
PAHs?. Similarly, in this study, a significant positive correlation was observed between the HPCD extractable
bioavailable concentration and the removal of PAHs by plants. Therefore, the HPCD method used here predicted
the bioavailable concentration of PAHs to a reliable extent. Indeed the percentage of PAHs removed at the 120%
day was higher than the HPCD predicted bioavailable PAHs fraction especially for LMW PAHs in C3 and C4,
and to some extent for HMW PAHs in C4 plants. This could be due to the action of root exudates in improving
the bioavailability of PAHs to the plants. Among the planted treatments, C4 plants exhibited a larger percentage
of overall PAHs removal than the C3 plants (Fig. S2) which could probably due to the plant-specific rhizosphere
effect. Nevertheless, the performance of C3 plants in removing the LMW weight PAHs was comparable to the
C4 plants. Also, the bacteria able to utilise LMW-PAHs as carbon source are widespread in soils?. Of the C3 plant
species, sunflower showed the highest removal percentage of LMW-PAHs, but generally, their performance in
remediating HMW-PAHs was far below that of all the C4 plant species.

The uptake of the PAHs by the plants is influenced by several factors such as bioavailability, plant lipophilicity,
soil organic matter, and log Kow value?. Plants uptake PAHs from the soil and subsequently accumulate in the
root system or are translocated to the above-ground parts of the plants through transpiration, and some portions
are metabolized by the plant tissues?’. The variation in root accumulation of the PAHs observed here may also be
due to the difference in root lipid content of the C3 and C4 plant species®®. The RCF was observed to be signif-
icant compared to SCF which could be mainly due to the adherence of PAHs onto the root surface due to their
lipophilic nature, and they may not be significantly transferred into the inner xylem because in xylem the trans-
location is water-based. Nevertheless, the translocation of a certain fraction of PAHs to the shoots from the roots
cannot be entirely neglected®. This outcome predicts that the PAHs concentration in plant roots could primarily
be due to adsorption by the root epidermis?’.

The quantities of PAHs stored in other plant tissues were much smaller, which can be due to limited uptake
of PAHs in plant tissues, or they could also be metabolized in the tissues to some extent, thus reducing their
accumulation. While in this study the accumulation of PAHs in the plant shoots was low, and the SCF showed a
positive correlation with the percentage of PAHs removed, mainly in the C4 plants. This may be explained by the
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higher transpiration rate of C4 plants leading to the translocation of PAHs from roots to the shoots than their C3
counterparts. Further studies on the constituents of PAHs in xylem and phloem sap may determine their trans-
location rates. Even though the translocation of PAHs from root to shoot occurs at a low rate, the concentration
of PAHs in shoots and their corresponding translocation concentrations were observed to have an insignificant
effect on the removal of PAHs in all the plant species except for Sudan grass and vetiver. Nevertheless, PAHs were
not detected in the plant parts such as maize cobs, and seeds of sunflower, Sudan grass and wallaby grass. This
provides positive support for the phytoremediation of PAHs in which the contaminants were degraded mainly by
the presence of PAH-degrading microbial population in the rhizosphere. This overcomes criticisms made about
the phytoremediation technique, that it may transfer the contaminants to higher organisms through the food
chain.

Under stressful conditions plants up-regulate the shikimate and acetate pathways by producing larger amounts
of phenolic compounds as root exudates?®. Due to the structural similarity of some components of root exudates
with the contaminants, root exudates aid in the co-metabolism of contaminants, thus leading to the proliferation
of the microbial population in the rhizosphere regions®. The soil dehydrogenase activity is often correlated with
the size of active microbial populations in soil, and the water-soluble phenols in the PAHs contaminated soils
are derived from two sources: one is by the degradative intermediates of PAHs by ring cleavage, and other from
the plant-produced root exudates®. In this study, higher dehydrogenase activity and water-soluble phenols were
recorded in the planted soil. This could probably be due to the root exudates produced by the plants promoting
the proliferation of the microbial population in the rhizosphere®!. A strong positive correlation was observed
between the percentage of PAHs removal with dehydrogenase and water-soluble phenolic content. This finding
agrees with those of previous studies on the relationship between water-soluble phenols, and the amount of PAHs
removed from soil*. Results indicate the efficiency of plant species in enhancing WSP content and activity of
dehydrogenase in the soil and thereby enhancing rhizodegradation of PAHs.

The C4 plants showed a higher concentration of the water-soluble phenols and dehydrogenase activity than
the C3 plants. This is in keeping with the fact that, the C4 plants have higher photosynthetic rate compared to C3
plants which promoted the enhanced production of plant photosynthates*. The photosynthates that are produced
by plants subsequently translocated from shoot to roots as rhizodeposits or root exudates. The root exudates
contain soluble organic carbon content and those plants which have the capacity to release significant amounts of
phenols will selectively increase the microbial population able to degrade PAHs in the rhizosphere region®*. The
enhanced tolerance of plants to stressful environment mainly depends on the accumulation of higher plant bio-
mass, which is higher in case of plants with C4 photosystems. In addition, C4 plants with the enhanced nitrogen
and water use efficiency have a competitive advantage over the C3 plants®. It can, therefore, be concluded that
plants especially those with a C4 photosynthetic pathway enhanced the degradation of soil PAHs by stimulating
the microbial population in the rhizosphere region.

The cytogenetic assays were performed using A. cepa to verify the efficiency of the remediation strategy, since
PAHs both as parent compound or metabolites may impose genetic damage in living organisms, which can
lead to inheritable genetic alterations®. The A. cepa test is the most sensitive one and produces reliable results,
which are extensively used for the risk assessment of emerging contaminants®. The levels of cytogenetic dam-
age and genotoxicity were estimated by observing cytological parameters such as the mitotic index and number
of chromosomal abnormalities. The mitotic index is often used to check the cytotoxicity of a substance®®. In
this study, the mitotic index (%) of the phytoremediated soils (at 60" and 120'" day), increased when compared
to 0® day and unplanted control. This shows that PAHs contaminated soil before remediation has high cyto-
toxicity and this interferes with the cell division by prolonging the S phase and inhibiting DNA and protein
synthesis®. The pronounced chromosomal abnormalities observed in the soil before phytoremediation confirm
that PAHs contaminated soils exerted both eugenic and clastogenic effects before the phytoremediation. The
most frequent abnormalities in the unplanted control and 0*-day soil were anaphase bridges, micronuclei, and
stickiness. The chromosome bridges leading to a chromatid break indicated the clastogenic effects of PAHs in
plants. The micronuclei were formed as a result of damage in the chromosomes such as breaks and losses that
were incorrectly repaired by the parent cells®. Therefore, the induction of the micronuclei in this study suggests
that PAHs contaminated soils have a strong clastogenic effect by inhibiting the spindle fibers*’. Vagrant chro-
mosomes and C-mitosis observed in the 0'"-day soil may increase the risk of aneuploidy as reported by Leme
and Marin-Morales®. A pronounced stickiness observed in a typical metaphase and anaphase in the 0" day and
unplanted control soil was often related to the severe toxic effect of chromosomes probably leading to cell death?!.
Nevertheless, in this study, the chromosome stickiness was not detected in the maize, sunflower, Sudan grass and
vetiver planted soils, which confirms the efficacy of phytoremediation in removing toxic compounds.

Previously, the application of comet assay technique with higher plants was often limited, because of their
intact solid tissue and extremely thicker cell wall, which requires pre-treatments to free nuclei from the cells.
However, the technology was made easier with the advancement of rapid cell digestion pre-treatments, and many
higher plants, especially A. cepa was employed in the identification of genotoxic substances because of their high
reliability and lack of false negatives*. In the present study, tail length and olive tail moment were used to analyze
the efficacy of the phytoremediation treatments. Significantly, more DNA damage was detected in the unplanted
control soil when compared to the phytoremediated soils. This was mainly due to the higher concentration of
PAHs in unplanted soil compared to phytoremediated soils. A firmly positive correlation was found between the
olive tail movement and concentration of PAHs in the soil. This clearly indicates that the plants detoxified the
cytotoxic effects of PAHs in the contaminated soil. This finding demonstrates the suitability and greater sensitivity
of A. cepa comet assay in detecting ecotoxicological substances in the environment.
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Conclusion

This study explored the potential of C3 and C4 plant species to remediate PAHs contaminated soils. The plant
species used have great potential in the remediation of PAHs contaminated soils. It emerged that C4 plants can
significantly enhance the removal of PAHs, especially high molecular weight PAHs such as 4, 5 and 6 ringed PAHs
when compared to C3 plants, which is probably due to their greater ability to accelerate the microbial community
in the rhizosphere region. This study also demonstrates the usefulness of A. cepa cytogenetic assay in testing the
remediation efficacy of PAHs contaminated soils following phytoremediation. This study lays the foundation for
knowing the performance of plants with C3 and C4 photosystems in PAHs contaminated soil.

Methods

Chemicals and solutions.  Sixteen PAHs mix standards (EPA TCL Polynuclear Aromatic Hydrocarbons
mix) were purchased from Supelco (Sydney, Australia). All the other solvents and the chemicals used in the study
were analytical grades purchased from Sigma-Aldrich (Sydney, Australia).

Soil characterisation. The soil sample (PAHs contaminated) was collected from a landfill site in Dublin,
South Australia. Prior to further analysis, the soils were air dried and sieved (<2 mm). Using probes (Smart
CHEM-pH, TPS), the pH and EC of the soils were measured in soil/water (Millipore 18.0 M.Q2 cm) suspensions
(1: 5 ratios). Dissolved organic carbon (DOC) was determined from the filtered (0.45 um) supernatant resulting
from an overnight end-over-end shaking (Southern cross scientific, Australia) and centrifugation at 4000 x g
for 20 min. The same filtrate was used for TOC analysis (Shimadzu TOC- LCSH). Ion chromatography (Dionex
ICS-2000) with AS19 column was used for the estimation of inorganic anions such as (F~, Cl~, Br,NO,,NO;™,
SO,27,and POS7).

The combustion method was carried out to measure the total carbon and nitrogen using Leco induction
furnace (LECO: TruMac, CN/S analyzer). A 0.5 g of the soil sample in duplicates along with certified reference
soil (Montana Soil SRM 2711) and blank were digested in aqua regia (1 HNO;:3 HCl)** using MARS 5 micro-
wave digestion system (HP 500, CHEM). The digests were cooled to room temperature and filtered (0.45 um
Millipore™ filters) and the total concentrations of P, K, S, Cr, Mn, Ni, Co, Cu, Zn, As, Cd and Pb were determined
by USEPA method 3051 H by Inductively Coupled Plasma-Mass Spectroscopy (ICP-MS) (Agilent 7500c). The
hydrometer method** was used for the determination of sand, silt and clay contents. The water holding capacity
(WHC) was determined following the method by Grant®.

Greenhouse experiment and conditions. A preliminary screening test was conducted for 50 days before
this experiment with 14 different plant species comprising nine plants with C3 and five plants with a C4 photo-
synthetic pathway to check the ability of plant species to withstand and degrade PAHs in contaminated soils*.
Based on the performance of plant species in terms of percentage PAHs removal, biochemical and physiological
parameters, six best performing plants comprising three C3 plants (cowpea, sunflower and wallaby grass) and
three C4 plants (maize, Sudan grass and vetiver) were chosen to test for their potential applicability in the phy-
toremediation of field contaminated soils (Supplementary Table S4)%. The seeds were surface sterilized by rinsing
with 95% ethanol for 10 seconds and then with 10% hydrogen peroxide (H,0,) and 1.25% sodium hypochlorite
(NaOCl,) for 3-5min followed by rinsing with sterile water. Depending on size, 5 or 10 seeds were planted (at
5mm depth) in polypropylene pots containing 1kg of soil for 60 and pots containing 4.5kg soil for 120 days
experimental period. Unplanted control pots containing only soil were also maintained. Planted treatments and
unplanted control were maintained with three replicates and randomly arranged. The day of sowing was con-
sidered to be the 0™ day. Thinning was carried out after 10 days of germination leaving two seedlings per pot for
60 days and leaving one plant per pot for maize and sunflower and 2 plants per pot for wallaby and Sudan grass
for 120 days experiment. For vetiver, one ~100 mm slip (with 25 mm roots) was planted at 50 mm depth per pot.
Since cowpea exhibited poor performance with stunted growth and a lower rate of PAHs degradation after 60
days, cowpea plants were not included in the 120 days experimental studies. The experimental condition was a
light/dark cycle of approximately 16/8h at (25 £ 3/12 °C). This experimental condition was selected based on the
published studies on the comparison of C3 and C4 plant photosynthetic pathways that were conducted in green-
house experimental conditions*~*. The selected greenhouse temperature lies in the optimal temperature range
of C3 and C4 plants at which their photosynthesis remains unaffected®.

Around 60% (w/w) soil water holding capacity was maintained throughout the duration of the experiment.
For 60 day experiment, soils were amended with 10% Hoagland’s solution (15 mL/pot) at weekly intervals®.
Whereas, for 120 day experiment, the soils along with Hoagland’s solution were fertilized with NPK mixture @
1 gkg!of soil containing N:P,04:K,0 in the ratio of 1:0.35:0.8. At the end of 60" and 120" day, the rhizosphere
soils were collected as described by Szmigielska et al.>! and divided into two sets, one set was used for determi-
nation of dehydrogenase activity and water-soluble phenols, and the other set was used for the analysis of PAHs
(stored at —18°C). All the plant species were harvested at the end of 60 and 120'"-day experimental period. The
collected plant samples were freeze-dried and homogenized with liquid nitrogen and used for the PAHs analysis.

Soil enzyme analysis. Dehydrogenase activity (DHA) was analyzed in terms of TTC (2,3,5-triphenyl tetra-
zolium chloride) reduction to a colored product known as triphenyl formazan (TPF)?, which was then analyzed
at 485 nm in a microplate reader (Bio-Tek®SynergyTM HT equipped with KC4 software).

Water-soluble phenols were quantified spectrophotometrically according to the method described by Carter™.
Absorbance was read at 750 nm in a microplate reader (Bio-Tek®SynergyTM HT equipped with KC4 software).
The amount of phenolic compounds is expressed as vanillic acid equivalents (ug vanillic acid g~! soil).

Extraction and analysis of PAHs from soil and plants. The initial concentration of PAHs was deter-
mined by collecting 20 g of the soil and stored at —18 °C until analysis. The extraction of PAHs was done according
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to Huang, et al.>. At the end of the experimental period (60" and 120" day), the PAHs accumulation in each plant
sample was determined as suggested by Gao, et al.*. High-performance liquid chromatography (HPLC) was used
to analyze the extracted samples as described earlier*®. Zorbax Eclipse Column XDB - C18 (Agilent Technologies
1200) was used for the separation. Methanol and water (30:70) was used as the mobile phase during first 5min
and the ratio was increased gradually to 100:0 during the next 10 min and maintained for 5 min with the total
run time was 25 min including a post-run of 5 min. Ten pL was used as injection volume. The UV-Vis detector
at 254 nm and the UV-FLD detector with excitation of 297 nm and emission of 405 nm were used for detec-
tion. A certified standard mixture of PAHs (TCL Polynuclear Aromatic Hydrocarbons Mix-Ref 4-8905, Supelco,
Bellefonte, PA, USA) was used for external calibration. A solvent blank and known standard were injected after
every ten samples in order to check the instrument’s sensitivity and also to make sure that the column was clean
without traces of PAHs that are carried over between samples. The soil extracts, roots, and shoots were analysed
for concentrations of PAHs and calculated on dry weight basis. The PAHs removal percentage was calculated with
the following equation:

100 * (CI — CT)

R 1(%) =
emoval (%) I 1)

Where,

CI was the initial PAHs concentration present in the soil, and

CT was the final concentration of PAHs after remediation by plant species.

RCF is calculated as contaminant concentration in roots and their respective soil concentration, whereas, SCF
is calculated as contaminant concentration in shoots and their individual soil concentration. TF is calculated in
terms of SCF to its corresponding RCF*.

Bioavailability — Hydroxypropyl-3- cyclodextrin (HPCD) extraction method. The bioavailability
of hydrocarbons was measured using aqueous Hydroxypropyl-3- cyclodextrin (HPCD) extraction. The extraction
was adapted from the methods described by Oleszczuk®. Accordingly, 1.5 g of soil in triplicates (dried and sieved
at 2mm) placed in 40 mL Teflon centrifuge tubes were mixed with 20 mL of 50 mM aqueous solution of HPCD for
all samples along with an analytical blank. The tubes were sealed and placed on an orbital shaker (Thermo Fisher
Scientific, Australia) at 100 rpm for 24 h in the dark followed by centrifugation at 4,000 g for 30 min (Beckman
JA21/2 Centrifuge, USA). The supernatant was then discarded. The residual PAHs were measured by ultrasonic
solvent extraction method as described above. The bioavailable fraction of PAHs was then calculated as the dif-
ference between the total and residual PAHs after HPCD extraction.

Cytotoxicity and genotoxicity bioassay with Allium cepa. The phytoremediated soils (60" and 120"
day) and unplanted soil were assessed for cytogenetic and genotoxicity using the A. cepa bioassay at the end of the
experiment. The seeds of A. cepa were surface sterilized as described earlier. Ten sterilized seeds (per pot) were
then allowed to germinate in 200 g of the soils that have undergone phytoremediation in addition to unplanted
soil and also the soil prior to remediation (0'"-day control soil) in polypropylene containers in duplicates in the
greenhouse for ten days. The roots were harvested when they were about 1.5-2.0 cm long during their second
mitotic cycle and were used for cytological analysis.

The roots were analyzed for their cyto- and genotoxicity following Feulgen’s squash technique. Accordingly,
the harvested roots were fixed immediately in the mixture of absolute ethanol and acetic acid (3:1 ratio) (Carnoy’s
reagent) for 24 h at 4°C. The roots were transferred to the tube containing distilled water. After that, the roots
were hydrolyzed with 1 N HCl in a water bath at 60 °C for 10 min. The hydrolyzed roots were then washed with
distilled water and transferred to a tube containing 70% (v/v) ethanol and stored at 4 °C until further use. The
roots were then stained with basic Fuchsin dye and kept in the dark for 2h. About 2 mm stained root tips were
squashed with 45% of glacial acetic acid using coverslips and observed for any chromosomal changes using an
Olympus BX41 epifluorescent microscope at 10x and 100x magnifications. The microscopic analysis included
recording the mitotic index, a number of micronuclei in the interphase cells, and aberrant cells during metaphase,
anaphase, and telophase. The mitotic index was calculated as the number of the dividing cells per number of 500
observed cells per slide for each treatment and control. Five slides per sample were analyzed. Chromosomal aber-
rations at each stage of the division were scored for each remediation treatment*'.

Extraction of A. cepa root meristem cell nuclei and comet assay. The A. cepa meristematic root tips
(5mm) were excised, and about 10 mg of root tips were chopped finely with sterile scalpel in 500 pl of ice-cold
nuclei isolation buffer containing 0.2 M Tris-HCI (pH 7.5), 4mM MgCl,.6H,0 and 0.5% w/v Triton X-100 and
4ug 4/,6-diamidino-2-phenylindole (DAPI)*. The suspension was filtered through nylon mesh (50 um) followed
by centrifugation at 200 g for 5min (4°C). The pellet was resuspended in 100 ul of Tris-HCI buffer (pH 7.5). The
integrity of the nuclei was determined by staining the nuclei with ethidium bromide (10 ug mL-1) and observed
under a microscope (100X magnification)®.

DNA damage and tail movements were evaluated by the use of alkaline single cell gel electrophoresis or
comet assay, according to Singh, et al.* methods. Fifty microlitres of the nuclei suspension were mixed with
150 uL of low melting agarose and mixed thoroughly by pipetting. Comet assay slides were coated with 50 uL of
cells-agarose suspension and allowed it to solidify at 4 °C for five mins. The alkaline comet assay was performed
according to the manufacturer’s instructions (Trevigen comet assay protocol, 8405 Helgerman Ct.). At the end
of the assay, the slides were analyzed using a fluorescence microscope (Olympus BX41) at 10 x magnification.
DNA damage was expressed as the tail DNA and olive tail moment (OTM) using an image analysis computerized
method by CometScore software (TriTek Corp., USA). The olive tail movement was measured as the distance
between the center of gravity of head and tail.
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Statistical analysis.  All the statistical analyses were done using IBM SPSS, PASW statistical software version
21.0 and Minitab 17 statistical software package. Analysis of Variance (ANOVA) determined the overall treatment
effects, and when necessary, the data were log transferred to meet the ANOVA. Tukey’s multiple comparison tests
were used to group the plant species tested based on the percentage of PAHs removed from the soil on the level
of significance at P <0.05. The impact of the root, shoot concentrations, and translocation factors on the PAHs
removal were estimated using multifactorial ANOVA. The normal distribution of the response and per cent PAHs
removal by C3 and C4 plant species were analyzed using normal probability plot. It showed that all of the data
points were close to the line with no outlier and therefore all the data points were used for the analysis. Percentage
HPCD extractable fraction was correlated with the percentage of PAHs removed from the soil by plants using
linear regression. In order to study the significant correlation among the different parameters tested on the reme-
diation of PAHs, a correlation coefficient matrix was done using Pearson’s method. Duncan’s multiple range test
(DMRT) was used for three things: grouping PAHs removed by plants and for cytogenetic assay and the comet
assay. A dendrogram was constructed with centroid linkage and Euclidean distance, based on the performance of
different plants used in the study.
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