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Abstract

Populus cathayana was used as a model species to investigate sexual differences in plant growth and
physiological responses to lead (Pb) stress (0, 150 and 300 mg Pb*" kg dry soil) with mycorrhizal (Myc)
fungi colonization by Leucoagaricus sp. Results showed that high concentration of Pb stress (300 mg/
kg) caused disorder in photosynthesis, inhibited plant biomass, changed antioxidant enzyme activities
and increased Malondialdehyde (MDA) content in both sexes, particularly in females. Male saplings
showed greater biomass, gas exchange capacity, antioxidant enzyme activity and lower MDA content
when exposed to Pb stress alone and to a combination of Pb and Myc fungi treatment. Furthermore,
Leucoagaricus sp. inoculation alleviated Pb toxicity in both sexes by increasing biomass accumulation,
promoting gas exchange capacity, enhancing antioxidant enzyme activities and decreasing relative
electrolyte leakage under low concentration (150 mg/kg) and high concentration Pb stress. Inoculation
with Leucoagaricus sp. promoted Pb uptake in both sexes, and induced the sequestration of more toxic
Pb in the root systems in males. Therefore, P. cathayana males associated with Leucoagaricus sp.
performed best under high concentration of Pb stress and more suitably restore Pb-polluted soils than

inoculated females due to the higher Pb uptake capacity and greater growth traits.
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Introduction

Heavy metal contamination has become one of the
most important environmental problems globally due to
its irreversible and high toxicity to living organisms [1].
Lead (Pb) is classified as a group of nonessential heavy
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metals that are harmful to plants even at very low
concentrations [2, 3]. Pb stress cause a series of adverse
effects on plants; for example, Pb toxicity can result in
changes in antioxidant enzyme activities, increases in
membrane permeability and the disturbance of mineral
nutrition balance, ultimately resulting in lower growth
and biomass accumulation in plants [4, 5]. Meanwhile,
excess Pb causes adverse effects on photosynthesis
activity, including decreases in photosynthetic pigments
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and the distortion of chloroplast ultrastructure [6-8].
Meanwhile, Pb can accumulate in plants, although it is
not necessary for plants. Therefore, phytoremediation
using plants that remove metals from the environment
or reduce their toxicity has made rapid progress
in the clean-up of metal-polluted areas in a cost-
effective and environmentally friendly manner [9, 10].
Additionally, plant growth in adverse environments can
interact with various microbial communities, such as
mycorrhizal (Myc) fungi and bacteria [11, 12]. All these
microorganism communities might play an important
role in plant adaptation to the heavy metal stress.
Plants associated with mycorrhizal fungi-mediated
phytoremediation are highly sought after. Previous
studies have reported mycorrhizal fungi can protect tree
roots against toxic metals in Pinus tabulaeformis [13]
and Populus canescens [3]. The genus Leucoagaricus
is widely distributed in China and North America,
which belong the the family Agaricaceae [14]. Among
Leucoagaricus naucinus (Fr.) Singer is a mycorrhizal
fungus also known as Leucoagaricus leucothites
and abundant in the conifer forests [15, 16]. Previous
studies suggest that L. leucothites have highest free
radical scavenging ability and anti-oxidant activity
and growing on the metal-rich soils [17, 18]. However,
limited knowledge is available on the interactions
between Leucoagaricus sp. and plants to improve
the capacity of plants to adapt to metal-contaminated
soils.

Dioecious plants are an important component of
terrestrial ecosystems, representing 6.0% of angiosperm
species and constituting 4% of vascular plants [19, 20].
Some studies have reported that dioecious plants have
sex-specific adaptations to heavy metal contamination
[6, 21], and males and females usually show distinct
morphological [22, 23], physiological [22, 24], and
ecological traits [25] as result of different reproduction
demands. For example, male plants of Morus alba
showed greater chlorophyll pigment concentrations,
antioxidant enzyme activity and lower MDA content
and relative electrolyte leakage than females when
exposed to Pb stress [26], and male Silene latifolia
individuals indicated higher growth and reproduction
than females growing in soil polluted with either Cu or
Cd [27].

Populus cathayana is a typical deciduous tree that is
widely distributed in northern, central and southwestern
China and has been used as a suitable candidate for the
phytoremediation of heavy metal-polluted soils due to
its tolerance and accumulation of high concentrations
of heavy metals [28-30]. Several studies have indicated
sexual differences in the morphology, physiology,
biochemistry, and ultrastructure of Populus under
heavy metal stress [6, 31, 32]. However, little is known
about whether there are sex-specific responses to Pb
stress and mycorrhizal fungi colonization. Hence,
P. cathayana was used to investigate sex-specific
differences in growth and physiological progress in

response to Pb stress, Leucoagaricus sp. colonization
and their combination. Based on the existing knowledge
of sex-specific responses to adverse conditions,
we further hypothesized that i) males have greater
tolerance under Pb than females; ii) Leucoagaricus sp.
fungi colonization can reduce Pb toxicity in both sexes
but to a different degree; and iii) Leucoagaricus sp.
fungi colonization can improve the phytoremediation
efficiency of P. cathayana males.

Materials and Methods
Biological Materials and Experimental Design

P. cathayana cuttings were collected from the
healthy annual shoots of female and male trees located
in their natural habitats in Sining, Qinghai Province,
China. All cuttings were sterilized with 4% NaClO
solution for 30 min and then rinsed three times by sterile
deionized water. The cuttings were cultured in fine sand
(autoclaved at 121°C for 2 h), and after sprouting and
taking root for about four weeks, 96 male and 96 female
healthy cuttings of P. cathayana with similar heights
and root lengths (the longest root was approximately
10 cm) were selected for the present study.

The culture substrate consisted of autoclaved
(121 °C for 2 h) soil and fine sand in a 1:1 (V/V) ratio.
The soil was collected from the nursery garden of
Northwest A&F University and screened through a
2 mm sieve. The sands were also screened and then
washed three times with running water. After being
mixed thoroughly, 6 kg of culture substrate was added
into a 5 L plastic pot.

The mycorrhizal fungus Leucoagaricus sp. was
isolated from mushrooms distributed under a poplar on
the campus of Northwest A&F University in Yangling,
Shaanxi Province, China. The fungus was cultured
in liquid potato dextrose broth (PDB) for 14 d (26°C,
120 rpm) in the dark. Then, the mycelium was collected
from the liquid medium and rinsed three times with
sterile deionized water. Finally, 100 g of collected wet
mycelium was suspended again into 1000 ml of sterile
deionized water and blended to prepare a slurry (30 s
under the highest speed). The slurry was used as the
fungus inoculum in this study. When transplanting
the cuttings into each pot, 20 ml of inoculum was
inoculated onto the surface of roots for inoculated
treatments, whereas for non-inoculated treatments, the
surface of roots was inoculated with the same amount
of sterilized mycelial suspension.

Forty-five days later, colonization of Leucoagaricus
sp. into the P. cathayana roots was checked and
confirmed, and half of the cuttings were exposed to Pb
stress. Deionized water containing 48 mM Pb(NO,),
was evenly added to surface of the culture substrate
until the Pb** concentrations reached 0, 150 and 300
mg per kg' of dried culture substrate. In total, there
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were twelve subgroups in this study, combined with
two types of sex, two fungal inoculation conditions
(inoculated or non-inoculated), and three degrees of
Pb stress (0, 150 and 300 mg Pb** kg' dry soil), and
each subgroup contained 8 individual plants. All of the
plants were placed outdoors in a randomized complete
block design but protected from rain with plastic film.
During the experimental period, the mean monthly
temperature and relative humidity were 24-26°C and
47-80%, respectively.

After being treated with Pb for two months,
the plants were harvested, and then the following
parameters were measured. For each parameter, at least
five individuals from each subgroup were used for the
determinations.

Estimation of the Mycorrhizal
Colonization Rate

The fresh roots of P. cathayana plants were cleaned
carefully with deionized water. More than 200 root
segments (1 cm, diameter<l mm) were collected
randomly from each tested plant. The segments were
bleached with 10% KOH at 90°C for 30 min, acidified in
1% HCI for 10 min and then stained with 0.05% trypan
blue in lactophenol at 90°C for 20 min. Finally, the
mycorrhizal colonization rate was estimated according
to the grid line intersect method [33].

Plant Growth Measurements

After being treated with Pb for two months, five
cuttings were randomly chosen from each treatment
for the determination of biomass. All samples were
carefully washed thoroughly in tap water, and the
plants were separated into leaves, stems, and roots.
The samples were soaked in 0.2% EDTA for 30 min
to eliminate possible chemical contamination and were
then rinsed with deionized water. The dry biomass of
leaves (LM), stems (SM) and roots (RM) was measured
after samples were oven-dried at 70°C for 48 h. The
total dry biomass was calculated based on the dry
biomass of LM, SM and RM.

Gas Exchange Parameters and Chlorophyll
Content Measurements

Net photosynthesis (P ), stomatal conductance (g),
intercellular CO, concentration (C) and transpiration
rate (E) of tested plants were measured by using the
third and fourth fully expanded leaves with a Li-6400
portable photosynthesis system (Li-Cor. Lincoln NE,
USA) from 8:00 to 11:30 am. The flow rate through
the sample chamber was set at 1000 ml.S", the leaf
temperature was 25+0.5°C, and the ambient CO,
concentration was 400+5 mmol.mol".

Fresh leaf samples were cleaned with deionized
water to remove any surface contamination, and

100 mg of fresh sample was homogenized in 25 ml
of acetone (80%) in the dark at room temperature
for 10 h. A UV/Vis spectrophotometer (UV-1800,
Shimadzu, Japan) was used to measure the content
of photosynthetic pigments at 646, 663 and 470 nm.
Chlorophyll contents were calculated from equations
derived by [34]. The total chlorophyll content (7,)
was the sum of chlorophyll a (Chl @) and chlorophyll b
(Chl b).

Determination of Pb Concentration

Oven-dried plant samples were ground into a
fine powder and passed through a 100-mesh screen.
A representative sample of 0.5 g was digested with
HNO,-HCIO, (5:1, V/V) in Teflon bombs in a microwave
oven and subsequently diluted in deionized water to
a final volume of 10 ml. The concentration of Pb in
plant samples was measured by atomic absorption
spectrophotometry (AA7000, Shimadzu, Japan). The Pb
transfer index (77) was calculated as the ratio of the Pb
concentrations in the aboveground (stems and leaves)
and belowground (roots) plant parts.

Malondialdehyde (MDA) Contents and Relative
Electrolyte Leakage Determinations

The malondialdehyde (MDA) concentration was
determined by the thiobarbituric acid method [35].
Fresh leaf samples (0.5 g) were ground to a fine powder
in liquid nitrogen, homogenized in 10 ml of 10%
trichloroacetic acid and centrifuged at 12,000 g at 4°C
for 15 min. The supernatant was collected and mixed
with 2 ml of 0.6% thiobarbituric acid, heated in a water
bath at 100°C for 15 min, and cooled in an ice bath. The
mixture was centrifuged for 10 min at 12,000 g. The
absorbance of the supernatant was measured at 450, 532
and 600 nm.

Relative electrolyte leakage (REL) was measured
as described by [36]. Fifteen fresh leaf discs (0.5 cm
in diameter) were incubated in tubes with 10 ml
of deionized water at 25°C for 10 h. The electrical
conductivity of the bathing solution (CI) was
determined using a conductivity instrument (LC116,
Mettler-Toledo Instruments Co., Ltd, Shanghai, China).
Then, the tubes were incubated in a boiling water bath
(100°C) for 25 min and cooled to room temperature, and
the total electrical conductivity (C2) was measured. lon
leakage was calculated using the following equation:
REL = (C1/C2) x100.

Enzyme Extractions and Activity Assays

Enzymes were extracted using potassium phosphate
buffer. Briefly, fresh leaf samples (0.5 g) were ground to
a fine powder in liquid nitrogen and then homogenized
in 6 ml of 50 mM potassium phosphate buffer (pH = 7.6),
which contained 0.1 mm ethylenediaminetetraacetic
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acid (EDTA), 1% (W/V) polyvinylpyrrolidone (PVP),
0.1 mm phenylmethylsulfonyl fluoride (PMSF) and 0.2%
(V/V) Triton X100. The homogenate was centrifuged at
12,000 g at 4°C for 15 min, and the supernatant was
used for enzyme activity assays; all operations were
performed at 0-4°C.

Superoxide  dismutase (SOD) activity was
determined by measuring the inhibition of the
photochemical reduction in nitroblue tetrazolium

(NBT) by the method of [37]. Catalase (CAT) activity
was determined by the decomposition of H,O, and
was measured spectrophotometrically by assessing
the decrease in absorbance at 240 nm [38]. Peroxidase
(POD) activity was expressed as the amount of enzyme
required to change the optical density by 0.001 per
minute at 470 nm [38].

Determination of Proline Content
The proline assay was conducted according to [39].

Fresh leaf samples (0.5 g) were ground to a fine powder
in liquid nitrogen and then homogenized in 10 ml of 3%

sulfosalicylic acid solution and centrifuged at 12,000 g
at 4°C for 15 min. The supernatant was collected and
reacted with 2 mg of ninhydrin reagent and 2 ml of
pure acetic acid. The mixture was heated in a water
bath at 100°C for one hour and cooled in an ice bath.
Next, 4 ml of toluene was added to the mixture and
shaken well for 20 s. The upper layer was collected, and
the absorbance was measured at 520 nm.

Statistical Analyses

All results are presented as the means and standard
deviations for the five repeats. Three-way ANOVAs
were performed to evaluate the overall effects of sex,
Pb, mycorrhizal fungi and their interactive effects.
One-way ANOVAs was used to determine differences
among treatments, and Tukey’s multiple range test was
employed to detect individual differences among means.
Differences were considered significant at the P<0.05
level. In all cases, statistical analyses were conducted
using SPSS 17.0 software.

Table 1. The mycorrhizal rate, leaf dry mass (LM), stem dry mass (SM), root dry mass(RM), total dry mass (TM) and shoot height (SH)

of female and male Populus cathayana saplings in response to treatments of lead (Pb), Leucoagaricus sp., and their combination.

Sex [ ooy | MRr el | ey | M@ | sME@ | ME | ™ME | SHE
0 Non-Myc - 0.55+0.03 cd | 2.940.33 | 5.14+£1.47bc | 8.6+1.74bc | 54.1£5.4 bede
0 Myc 57.7945.04 ¢ | 1.06+0.09a | 3.18+0.7 | 5.09+0.59bc | 9.3+0.22 abc | 65+7.2 abc
150 Non-Myc - 0.37£0.1 de | 2.67+0.31 4.7£0.7 ¢ 7.74£1.0 ¢ 4544.3 cde
Female 150 Myc 65.9748.14 ¢ | 0.32+0.02¢ | 2.92+0.77 | 8.69+2.59a | 11.93+2.8 ab | 45.8+2.2 cde
300 Non-Myc - 0.2940.09 ¢ | 2.23+0.55 | 4.5440.95c¢ | 7.06+1.29 ¢ 35tl4e
300 Myc 41.63+8.15d | 0.38+0.03 de | 2.24+0.4 5.26+0.8 bc 7.89+0.52 ¢ 38+1.7 de
0 Non-Myc - 0.63+£0.08 bec | 2.46+0.42 | 4.68+0.09 c 7.77+1.36 ¢ | 55.8+4.6 bede
0 Myc 65.78+4.51 ¢ | 1.11£0.08 a | 3.28+0.47 | 8.32+224ab | 12.7+2.44 a 80+4.33 a
150 Non-Myc - 0.74+0.06 bec | 2.1+0.18 | 5.06+1.15bc | 7.86+0.99c | 65.8+6.5 abc
150 Myc 77.6845.78 b | 0.74+0.03 bc | 2.49+0.25 | 6.17+0.16 abc | 9.4+0.33 abc | 68.3+2.2 ab
300 Non-Myc - 0.33+0.03 ¢ | 2.26+0.76 | 4.04+0.33 ¢ 6.62+0.3 ¢ 40.8+3.2 de
300 Myc 89.68+2.18a | 0.8+0.17b 3.05+0.4 8.73+1.06 a 12.6+1.38a | 57.54+4.3 bed
Male Pb stress (A) 2.36NS 77.65%%* 4.45NS 0.49NS 1.692NS 23.82%*
Myc fungi (B) | 1416.27#%* | 91.68%** 8.262%* 21.34%x 27.608%*% 14.827%%%
Sex (C) 50.32%%* T4.12%%% 0.39 NS 1.91 NS 2.302NS 32.22%%%*
AxB 4.25%%* 32.27%%* 0.16NS 0.77NS 1.661NS 3.34NS
AxC 13.98%** 13.12%** 3.36 NS 3.84* 1.582NS 3.61 NS
BxC 52.32%%* 6.35%* 2.9 NS 0.99 NS 4.349%* 2.46 NS
AxBxC 18.2%%* 5.43%%* 0.32 NS 12.04%%* 13.161%** 0.63 NS

Different letters indicates significant differences between treatment (mean+SE, n = 5) at P<0.05 according to Tukey’s multiple range
tests. Significance values of the factorial analysis (ANOVA) for the effects are denoted as follows: ns, non-signifificant; * P<0.05;
**P<0.01; ***P<0.001.
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Results

Sex-Related Difference in Mycorrhizal Colonization
Rate and Plant Growth Characters

Under the of absence of Pb stress (0 mg/kg),
high mycorrhizal colonization rate was observed in
males (65.6%) and females (57.5%). Increasing Pb
concentration to 150 mg/kg significantly increased
mycorrhizal colonization in males (77.68%) and
females (65.34%). However, high concentration of
Pb stress (300 mg/kg) significantly decreased
mycorrhizal colonization in females (41.67%), but not
males (Table 1).

In response to Pb stress, RM, SM, LM and TM
of male and female plants were reduced under
300 mg/kg Pb stress (Table 1); however, under 150 mg/kg
Pb stress, RM, SM, LM and TM were increased in
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males but decreased in females. Under the absence of
Pb stress (0 mg/kg), the inoculation of significantly
increased the RM and TM in male and female plants;
however, the increase in TM in males (63.4%) was
greater than that in females (8.1%). Moreover, under
300 mg/kg Pb stress, the colonization of Leucoagaricus
sp. increased the RM, LM and TM by 9%, 15.9%
and 11.8%, respectively, in females and by 142.4%,
116.1% and 90.3%, respectively, in males. Males had
significantly higher values in these indices than females
exposed to the combination of Pb and Leucoagaricus
sp. treatment (Table 1).

Sex-Related Difference in Gas Exchange
and Chlorophyll Pigments

Both male and female plants showed a lower P,
g, and E but higher C, in response to Pb treatment
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Fig. 1. Gas exchange and chlorophyll pigments of female and male Populus cathayana saplings in response to treatments of lead (Pb),
Leucoagaricus sp.( -, without Leucoagaricus sp. inoculation; +, with Leucoagaricus sp. inoculation), and their combination. Each value
is the mean£SE (n = 5). Different letters in the same column represent significant differences (P<0.05).
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compared with the control . Male plants showed a lesser
decrease in P, g and E (5.7%, 33.17% and 21.5%,
respectively) than females (35.3%, 35.9% and 28.8%,
respectively) under 300 mg/kg Pb stress compared
with the control. Under the absence of Pb stress
(0 mg/kg), the inoculation of Leucoagaricus sp.
significantly increased the P, g and E in males, but
decreased the P_in females. Moreover, under 150 mg/kg
Pb stress, the colonization of Leucoagaricus sp.
increased the P, g and £ by 39.8%, 71.8% and 20%
respectively, in females and by 21.4%, 33.5% and 12.5%,
respectively, in males. However, the colonization of
Leucoagaricus sp. decreased the Ci by 9.8% and 7.1%,
respectively, in females and males under 150 mg/kg Pb
stress (Fig. 1).

Compared to the control, low and high concentration
Pb stress (150 and 300 mg/kg ) significantly decreased
Chl a and Chl b content in both male and female
plants, but males had higher values of Ch/ a and Chl b
content than females under Pb stress. Under unpolluted
soil (0 mg/kg), the colonization of Leucoagaricus sp.
significantly increased the Chl b content by 17.8% and
18.5% respectively, in female and male plants, and the
increase in Chl a and Chl b content in males was greater
than that in females (Fig. le,f). Under 300 mg/kg Pb
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Fig. 2. The lead (Pb) contents a) and Pb b) transfer of female
and male individuals of Populus cathayana in response to
treatments of Pb, Leucoagaricus sp. (-, without Leucoagaricus
sp. inoculation; +, with Leucoagaricus sp. inoculation), and their
combination. Each value is the mean+SE (n=35). Different letters
in the same column represent significant differences (P<0.05).

stress, Leucoagaricus sp. colonization significantly
increased Chl a and Chl b content by 31.1% and 61.2%
respectively, in male and 54.2% and 95.9% respectively,
in female plants.

Sex-Related Differences in Pb Concentration

Compared with the control, in response to Pb
treatment, male and female plants showed significant
increases in the Pb concentration of leaves, stems, and
roots, and males exhibited a higher Pb concentration in
roots than females under low and high concentration of
Pb stress (150 and 300 mg/kg Pb) , whereas there was
no significant difference between the two sexes under
unpolluted treatment (Fig. 2a). Under the absence of
Pb stress (0 mg/kg Pb), Leucoagaricus sp. inoculation
significantly increased the Pb concentration in roots of
male and female plants, but there was a slight decrease
in the Pb concentration of leaves and stems in male
and female plants. Under low and high concentration of
Pb stress, Leucoagaricus sp. inoculation significantly
increased the Pb concentration in roots but decreased
the Pb content in leaves and stems in both sexes, and the
increase in Pb concentration in roots of males (32.9%
for 150 mg/kg Pb, 40.6% for 300 mg/kg Pb) was greater
than that in females (17.2% for 150 mg/kg Pb, 17.6%
for 300 mg/kg Pb) in combined Pb and Leucoagaricus
sp. treatment. 77 was significantly decreased in either
sex with Pb treatment alone or with the interaction
Leucoagaricus sp. treatment (Fig. 2b).

Sex-Related Differences in MDA
and REL Determinations

Compared with the control, in response to Pb
treatment, male and female plants showed a significant
increase in MDA content and REL. Under 300 mg/kg
Pb stress, Leucoagaricus sp. inoculation significantly
increased the MDA content by 48.5% and 53.2
respectively, in male and female plants, compared with
the control. However, females exhibited a higher MDA
content than males under low and high concentration of
Pb stress. Under the absence of Pb stress (0 mg/kg Pb),
Leucoagaricus sp. inoculation significantly decreased
the MDA content of male and female plants (Fig. 3a),
whereas the REL of male and female plants was not
significantly different under Leucoagaricus sp. (Fig.
3b). Under Pb treatment, Leucoagaricus sp. colonization
significantly decreased MDA content and REL in male
and female plants, and the decrease in MDA in females
(20.2% for 150 mg/kg Pb, 23.1% for 300 mg/kg Pb) was
greater than that in males (10.5% for 150 mg/kg Pb,
11.7% for 300 mg/kg Pb).

Sex-Related Differences in Antioxidant
Defense Systems

Compared with the control, in response to 150
mg/kg Pb treatment, male and female plants showed
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Fig. 3. a) Malondialdehyde (MDA) and b) relative electrolyte
leakage (REL) of female and male individuals of Populus
cathayana in response to treatments of lead (Pb), Leucoagaricus
sp. (-, without Leucoagaricus sp. inoculation; +, with
Leucoagaricus sp. inoculation), and their combination. Each
value is the meantSE (n = 5). Different letters in the same
column represent significant differences (P<0.05).

significant increases in SOD, CAT, and POD activity,
whereas sexually divergent responses to 300 mg/kg Pb
treatment were found in SOD, CAT and POD activity;
male seedlings showed a significant increase in SOD
(26.9%) and CAT (140%) activity, but the activities of
SOD (11.7%) and CAT (30.6%) activity were decreased
in female seedlings in response to 300 mg/kg Pb
stress (Fig. 4a, b). Under unpolluted soil (0 mg/kg),
Leucoagaricus sp. inoculation significantly increased
the activities of SOD, CAT and POD activity in male
and female plants. Under low and high concentration
of Pb treatment (150 and 300 mg/kg), Leucoagaricus
sp. colonization significantly increased SOD and
CAT activity in both sexes under 150 and 300 mg/kg
Pb stress and increased POD activity only in males
under 300 mg/kg Pb addition, while males showed
significantly higher SOD, CAT and POD activity under
Pb treatment alone or combination with Leucoagaricus
sp. treatment (Fig. 4c).

In response to Pb treatment, male and female
plants showed a significant increase in proline content,
and the increase in proline in females (95.6% for

150 mg/kg Pb, 102.5% for 300 mg/kg Pb) was greater
than that in males (6.4% for 150 mg/kg Pb, 46.4% for
300 mg/kg Pb). under the absence of Pb stress (0 mg/kg),
Leucoagaricus sp. inoculation significantly increased
the proline content by 50.3% and 24.5% respectively,
in male and female plants, and males showed a higher
proline content than females under Leucoagaricus sp.
treatment (Fig. 4d). Under low and high concentration
of Pb treatment (150 and 300 mg/kg Pb), Leucoagaricus
sp. colonization induced a significant increase in proline
content in males (20.4% for 150 mg/kg Pb, 14.3% for
300 mg/kg Pb) and females (25.9% for 150 mg/kg Pb,
17.2% for 300 mg/kg Pb).

Discussion

Previous studies have reported that sexually
dimorphic plants may have sex-specific adaptations
to heavy metal stress, with most of these studies
indicating that males exhibited a greater adaptive
capacity than females when exposed to heavy metal
stress [6, 21, 26]. Our results indicated sex differences
in biomass accumulation, photosynthetic capacity, Pb
concentration, and antioxidant defense systems in P.
cathayana males and females under Pb stress. When
compared to females, males were better adapted, which
was visible as higher root biomass, P , leaf Chl a and b,
antioxidant enzyme activity and proline contents and as
lower MDA and REL under Pb stress. In our study, Pb
stress (300 mg/kg) decreased the biomass and growth in
male and female plants; however, at a low concentration
(150 mg/kg), Pb stress only inhibited growth and
biomass in females, not in males, and the inhibition of
growth and biomass accumulation can be considered an
index of plant tolerance (Table 1). Plant growth is closely
linked with intrinsic physiological processes, including
photosynthesis and metabolism [7]. In our study, a low
net photosynthetic rate and chlorophyll pigment content
were observed in both male and female plants under Pb
treatment, but under the same stress, P, decreased more
in females than in males (Fig. 1), which is in agreement
with previous observations in P. cathayana, Thespesia
populnea and Raphanus sativus [6, 40, 41].

Damage to the plasma membrane is the most
obvious phenomenon induced by oxidative stress in
plants exposed to heavy metal stress [42, 43]. REL
reflects the extent of cellular membrane damage as well
as MDA, which is an important product of membrane
lipid peroxidation [32, 44]. Previous studies have
suggested that females exhibited higher REL and MDA
content than males under heavy metal stress [27, 31].
In agreement with these results, P. cathayana males
showed lower REL and MDA content than females
under Pb stress in this study (Fig. 3a, b). This suggests
that P. cathayana males may have a better mechanism
to protect the cellular membrane than females under
heavy metal stress. The increase in oxidative stress
also induces the expression of antioxidant systems by
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Fig. 4. a) Activities of superoxide dismutase (SOD), b) catalase (CAT), c¢) peroxidase (POD) and d) proline content of female and male
individuals of Populus cathayana in response to treatments of lead (Pb), Leucoagaricus sp. (-, without Leucoagaricus sp. inoculation;
+, with Leucoagaricus sp. inoculation), and their combination. Each value is the mean+SE (n = 5). Different letters in the same column

represent significant differences (P<0.05).

signalling molecules [21]. SOD, CAT and POD activity
significantly increased under a low concentration of Pb
(150 mg/kg) in male and female plants; however, SOD
and CAT activity decreased under a high concentration
of Pb (300 mg/kg) in female plants but not in males (Fig.
3a,b). Moreover, males always showed higher SOD and
POD activity than females, suggesting that male plants
have a higher free radical scavenging capacity than
female plants. Indeed, proline is a major constituent
of osmoregulation in the leaves of many plant species,
and increases in proline content are beneficial for
a plant cell to adapt to adverse environments [45].
Males showed higher proline content than did females
under Pb stress (Fig. 4d), and indeed, Tripathi and
Gaur [46] also confirmed that proline has hydroxyl
radical scavenging capacity. Therefore, P. cathayana
males were the lower sensitive to the variations of Pb
concentration than females because they possess a more
efficient antioxidant system and higher photosynthesis
capacity to alleviate Pb stress, particularly in the higher
concentration of Pb stress.

Our results indicated that the exotic Leucoagaricus
sp. successfully colonized roots of both sexes of P.
cathayana, the mycorrhizal colonization rate was
increased in response to Pb stress in P. cathayana males
confirms the tolerance of heavy metal to this fungus,
and thus, the Leucoagaricus sp. might have a potential

application in the phytoremediation of polluted soils by
heavy metal. In this study, sex-specific in mycorrhizal
colonization rate response to Pb stress might be related
to the sensitivity both of the fungi species and of the
host to metal stress, and on the interaction between
the fungal species and the host [47]. Furthermore, our
results suggsted that Leucoagaricus sp. colonization
significantly increased biomass accumulation, Chl a
and b content, SOD and CAT activity, proline content,
and Pb concentration in roots and decreased MDA
content and Pb concentration in the aerial parts (stems
and leaves), implying that Leucoagaricus sp. fungi
colonization can mitigate Pb-induced toxicity. Previous
studies have also shown that mycorrhizal symbiosis
contributes to alleviating metal cation toxicity for the
host plant by improving plant growth and reducing
lipid peroxidation [3, 13, 48]. Indeed, Leucoagaricus
sp. colonization significantly increased the Pb
concentration in roots and decreased Pb transfer from
roots to shoots, particularly in males. Increased heavy
metal concentrations in mycorrhizal fungi-colonized
plants have been found in previous studies [13, 49],
which can mainly be ascribed to the chelation of Pb by
fungal exudates and modified Pb ion mobility in the
root apoplast [50, 51], and the prevention of Pb transfer
to the shoots, thereby mitigating the toxic effect on
sensitive leaves by Pb stress.
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Conclusions

Our study revealed that P. cathayana had significant
sexual differences in biomass accumulation, enzyme
activity, MDA content and Pb accumulation in response
to Pb stress and Leucoagaricus sp. colonization. Males
are more tolerant of Pb stress than females, owing to
better biomass accumulation and antioxidant enzyme
activities and lower ion electrolyte leakage when exposed
to Pb alone. Meanwhile, Leucoagaricus sp. fungi
colonization alleviated the phytotoxic effects of Pb by
promoting gas exchange capacity, antioxidant enzyme
production and biomass accumulation and restricting Pb
transfer to the shoots in both sexes, and the alleviation
effects were greater in females than males. Moreover,
compared to non-mycorrhizal males, mycorrhizal males
exhibit a higher biomass accumulation and more Pb
uptake in root, without obvious negative effects on
growth and physiological traits. Therefore, males in
association with Leucoagaricus sp. can be considered
as an appropriate candidate for the remediation of
soils polluted by Pb, due to their greater tolerance and
phytoremediation ability.

Acknowledgements

This work was supported by the National Key
R&D Program of China (2017YFD0600604) and
the Fundamental Research Funds for the Central
Universities of Northwest A&F University (2452019059).

Conflict of Interest

The authors declare no conflict of interest.

References

1. LAJAYER B.A., MOGHADAM N.XK. MAGHSOODI
M.R., GHORBANPOUR M., KARIMAN K.
Phytoextraction of heavy metals from contaminated
soil, water and atmosphere using ornamental plants:
mechanisms and efficiency improvement strategies.
Environ. Sci. Pollut. Res. 26 (9), 8468, 2019.

2. FAHR M., LAPLAZE L., BENDAOU N., HOCHER V.,
EL MZIBRI M., BOGUSZ D., SMOUNTI A. Effect of lead
on root growth. Front. Plant Sci. 4, 175, 2013.

3. SZUBA A., KARLINSKI L., KRZESLOWSKA M.,
HAZUBSKA-PRZYBYL T. Inoculation with a Pb-tolerant
strain of Paxillus involutus improves growth and Pb
tolerance of Populusx canescens under in vitro conditions.
Plant Soil. 412 (1-2), 253, 2017.

4. REDDY M.S., KOUR M., AGGARWAL S., AHUJA
S., MARMEISSE R., FRAISSINET-TACHET L. Metal
induction of a Pisolithus albus metallothionein and its
potential involvement in heavy metal tolerance during
mycorrhizal symbiosis. Environ. Microbiol. 18 (8), 2446,
2016.

5. WANG P, ZHANG S., WANG C., LU J. Effects of Pb
on the oxidative stress and antioxidant response in a Pb

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

bioaccumulator plant Vallisneria natans. Ecotoxicol.
Environ. Saf. 78, 28, 2012.

HAN Y.L., HUANG S.Z., YUAN HY., ZHAO J.Z., GU
J.G. Organic acids on the growth, anatomical structure,
biochemical parameters and heavy metal accumulation
of Iris lactea var. chinensis seedling growing in Pb mine
tailings. Ecotoxicology. 22 (6), 1033, 2013.

CHEN J.,, HAN Q., DUAN B., KORPELAINEN H.,
LI C. Sex-specific competition differently regulates
ecophysiological responses and phytoremediation of
Populus cathayana under Pb stress. Plant Soil. 421 (1-2),
203, 2017.

FIGLIOLI F., SORRENTINO M.C., MEMOLI V.,
ARENA C., MAISTO G., GIORDANO S., CAPOZZI F,,
SPAGNUOLO V. Overall plant responses to Cd and Pb
metal stress in maize: Growth pattern, ultrastructure, and
photosynthetic activity. Environ. Sci. Pollut. Res. 26 (2),
1781, 2019.

ARIAS M.S.B., PENA-CABRIALES J.J.,, ALARCON
A., MALDONADO VEGA M. Enhanced Pb absorption
by Hordeum vulgare L. and Helianthus annuus L.
plants inoculated with an arbuscular mycorrhizal fungi
consortium. Int. J. Phytorem. 17 (5), 405, 2015.

LUO Z.B., HE J., POLLE A., RENNENBERG H. Heavy
metal accumulation and signal transduction in herbaceous
and woody plants: paving the way for enhancing
phytoremediation efficiency. Biotechnol. Adv. 34 (6), 1131,
2016.

FERROL N., TAMAYO E., VARGAS P. The heavy metal
paradox in arbuscular mycorrhizas: from mechanisms
to biotechnological applications. J. Exp. Bot. erw403,
2016.

MA Y., RAJKUMAR M., OLIVEIRA R.S., ZHANG
C., FREITAS H. Potential of plant beneficial bacteria
and arbuscular mycorrhizal fungi in phytoremediation of
metal-contaminated saline soils. J. Hazard. Mater. 379,
120813, 2019.

WEN Z., SHI L., TANG Y., SHEN Z., XIA Y., CHEN
Y. Effects of Pisolithus tinctorius and Cenococcum
geophilum inoculation on pine in copper-contaminated soil
to enhance phytoremediation. Int. J. Phytorem. 19 (4), 387,
2017.

ZHOU L., YANG Z., WEN H., BAU T., LI T. A revised
checklist of edible fungi in China. Mycosystema. 29 (1),
1, 2010.

BEIG M.A., DAR G.H.,, KHAN N.A., GANAI N.A.
Seasonal production of epigeal fungal sporocarps in mixed
and pure fir (4bies pindrow) stands in Kashmir forests. J.
Agric. Technol. 7 (5), 1375, 2011.

NING Y.J, WANG S.S., CHEN Q.J, LING ZR,
WANG S.N., WANG W.P, ZHANG G.Q., ZHU M.J. An
extracellular yellow laccase with potent dye decolorizing
ability from the fungus Leucoagaricus naucinus LAC-04.
Int. J. Biol. Macromol. 93, 837, 2016.

ASLIM B., OZTURK S. Phenolic composition and
antimicrobial and antioxidant activities of Leucoagaricus
leucothites (Vittad.) Wasser. J. Med. Food. 14 (11), 1419,
2011.

SEVINDIK M., RASUL A., HUSSAIN G., ANWAR H.,
ZAHOOR M K., SARFRAZ I., KAMRAN K.S., AKGUL
H., AKATA 1., SELAMOGLU Z. Determination of anti-
oxidative, anti-microbial activity and heavy metal contents
of Leucoagaricus leucothites. Pak. J. Pharm. Sci. 31 (5),
2163, 2018.

DARWIN C. The different forms of flowers on plants of
the same species. John Murray. 1877.



1600

Feng H., et al.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

JING S.W., COLEY P.D. Dioecy and herbivory: the effect
of growth rate on plant defense in Acer negundo. Oikos. 58
(3), 369, 1990.

CHEN L., HAN Y., JIANG H., KORPELAINEN H., LI
C. Nitrogen nutrient status induces sexual differences in
responses to cadmium in Populus yunnanensis. J. Exp.
Bot. 62 (14), 5037, 2011.

SANCHEZ-VILAS J., RETUERTO R. Sex-specific
physiological, allocation and growth responses to water
availability in the subdioecious plant Honckenya peploides.
Plant Biol. 11 (2), 243, 20009.

SANCHEZ-VILAS J., BERM DEZ R., RETUERTO R.
Soil water content and patterns of allocation to below-and
above-ground biomass in the sexes of the subdioecious
plant Honckenya peploides. Ann Bot. 110 (4), 839, 2012.
ASHMAN T.L., BRADBURN M., COLE D.H., BLANEY
B.H., RAGUSO R.A. The scent of a male: the role of
floral volatiles in pollination of a gender dimorphic plant.
Ecology. 86 (8), 2099, 2005.

CHEN L., ZHANG D., YANG W,, LIU Y., ZHANG L.,
GAO S. Sex-specific responses of Populus deltoides
to Glomus intraradices colonization and Cd pollution.
Chemosphere. 155, 196, 2016.

QIN F, LIU G., HUANG G., DONG T,, LIAO Y., XU X.
Zinc application alleviates the adverse effects of lead stress
more in female Morus alba than in males. Environ. Exp.
Bot. 146, 68, 2018.

VILAS J.S., CAMPOY J., RETUERTO R. Sex and heavy
metals: Study of sexual dimorphism in response to soil
pollution. Environ. Exp. Bot. 126, 68, 2016.

DAI H.P,, SHAN C.J, JIA G.L.,, YANG T.X., WEI A.Z.,
ZHAO H., WU S.Q., HUO K.XK., CHEN W.Q. CAO
X.Y. Responses to cadmium tolerance, accumulation and
translocation in Populusx canescens. Water, Air, Soil,
Pollut. 224 (4), 1504, 2013.

JAKOVLJEVIC T, BUBALO M.C, ORLOVIC 8,
SEDAK M. BILANDZIC N. BROZINCEVIC 1.,
REDOVNIKOVIC LR. Adaptive response of poplar
(Populus nigra L.) after prolonged Cd exposure period.
Environ. Sci. Pollut. Res. 21 (5), 3792, 2014.
REDOVNIKOVIC I.R., DE MARCO A. PROIETTI
C., HANOUSEK K., SEDAK M. BILANDZIC N.,
JAKOVLIEVIC T. Poplar response to cadmium and lead
soil contamination. Ecotoxicol. Environ. Saf. 144, 482,
2017.

CHEN L., WANG L. CHEN F., KORPELAINEN
H., LI C. The effects of exogenous putrescine on sex-
specific responses of Populus cathayana to copper stress.
Ecotoxicol. Environ. Saf. 97, 94, 2013.

JIANG H., KORPELAINEN H., LI C. Populus
yunnanensis males adopt more efficient protective
strategies than females to cope with excess zinc and acid
rain. Chemosphere. 91 (8), 1213, 2013.

KOSKE R., GEMMA J. A modified procedure for staining
roots to detect VA mycorrhizas. Mycol Res (Print). 92 (4),
486, 1989.

WELLBURN R. The spectral determination of
chlorophylls a and b, as well as total carotenoids, using
various solvents with spectrophotometers of different
resolution. J. Plant Physiol. 144 (3), 307, 1994.

KRAMER G.F, NORMAN H.A., KRIZEK DT,
MIRECKI R.M. Influence of UV-B radiation on
polyamines, lipid peroxidation and membrane lipids in
cucumber. Phytochemistry. 30 (7), 2101, 1991.

36.

37.

38.

30.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51,

XIAO X., YANG F.,, ZHANG S., KORPELAINEN H.,
LI C. Physiological and proteomic responses of two
contrasting Populus cathayana populations to drought
stress. Physiol. Plant. 136 (2), 150, 2009.

CHEN C.N.,, PAN S.M. Assay of superoxide dismutase
activity by combining electrophoresis and densitometry.
Bot. Bull. Acad. Sin. 37, 1996.

KAR M., MISHRA D. Catalase, peroxidase, and
polyphenoloxidase activities during rice leaf senescence.
Plant Physiol. 57 (2), 315, 1976.

ZHANG L., HAN S, L1 Z., LIUN., LI L., LUO L., PENG
T., LIU W. Effects of the infestation by Actinote thalia
pyrrha (Fabricius) on the physiological indexes of Mikania
micrantha leaves. Acta Ecol. Sin. 26 (5), 1330, 2006.
GOPAL R., RIZVI A.H. Excess lead alters growth,
metabolism and translocation of certain nutrients in radish.
Chemosphere. 70 (9), 1539, 2008.

KABIR M., IQBAL M.Z., SHAFIQ M. Effects of lead on
seedling growth of Thespesia populnea L. Adv. Environ.
Biol. 184, 2009.

MALAR S., VIKRAM S.S., FAVAS P.J., PERUMAL V.
Lead heavy metal toxicity induced changes on growth and
antioxidative enzymes level in water hyacinths [Eichhornia
crassipes (Mart.)]. Bot. Stud. 55 (1), 1, 2016.

TAMAS L., MISTRIK 1., ZELINOVA V. Heavy metal-
induced reactive oxygen species and cell death in barley
root tip. Environ. Exp. Bot. 140, 34, 2017.

MALAR S., MANIKANDAN R., FAVAS P.J., SAHI SV,
VENKATACHALAM P. Effect of lead on phytotoxicity,
growth, biochemical alterations and its role on genomic
template stability in Sesbania grandiflora: a potential plant
for phytoremediation. Ecotoxicol. Environ. Saf. 108, 249,
2014.

SZABADOS L., SAVOURE A. Proline: a multifunctional
amino acid. Trends Plant Sci. 15 (2), 89, 2010.

TRIPATHI B., GAUR J. Physiological behavior of
Scenedesmus sp. during exposure to elevated levels of Cu
and Zn and after withdrawal of metal stress. Protoplasma.
229 (1), 1, 2006.

SUDOV R., DOUBKOV P, VOS TKA M. Mycorrhizal
association of Agrostis capillaris and Glomus intraradices
under heavy metal stress: combination of plant clones and
fungal isolates from contaminated and uncontaminated
substrates. Appl. Soil Ecol. 40 (1), 19, 2008.
MOHAMMADHASANI F., AHMADIMOGHADAM A.,
ASRAR Z., MOHAMMADI S.Z. Effect of Zn toxicity
on the level of lipid peroxidation and oxidative enzymes
activity in Badami cultivar of pistachio (Pistacia vera L.)
colonized by ectomycorrhizal fungus. Ind. J. Plant Physiol.
22 (2), 206, 2017.

KRUPA P., KOZDROJ J. Accumulation of heavy metals
by ectomycorrhizal fungi colonizing birch trees growing
in an industrial desert soil. World J. Microbiol. Biotechnol.
20 (4), 427, 2004.

COLPAERT JV.,, WEVERS JH.,, KRZNARIC E.,
ADRIAENSEN K. How metal-tolerant ecotypes of
ectomycorrhizal fungi protect plants from heavy metal
pollution. Ann. For. Sci. 68 (1), 17, 2011.

LANGER I, SANTNER J., KRPATA D., FITZ W.J.,,
WENZEL WW., SCHWEIGER P.F. Ectomycorrhizal
impact on Zn accumulation of Populus tremula L.
grown in metalliferous soil with increasing levels of Zn
concentration. Plant Soil. 355 (1-2), 283, 2012.



