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Abstract

Four hundred endophytic fungi isolates with different colony morphologies were isolated from roots of Hordeum vulgare L.
collected from un-engineered landfills (the measured cadmium was 0.9 mg kg ') of Kermanshah province in West Iran. Based on
morphology and phylogeny of DNA sequence data for the internal transcribed spacer (ITS) rDNA and comparing the sequences
with that available in NCBI database, 11 isolates are identified as dark septate endophytes (DSE) including Alternaria alternata,
Microdochium bolleyi, Bipolaris zeicola, Alternaria sp., and Pleosporales sp., and the other nine are not dark septate endophytes
(non-DSE) including Fusarium redolens, Fusarium tricinctum, Fusarium monliforme, Clonostachys rosea, and Epicoccum
nigrum. Tolerance of DSE and non-DSE strains for Cd were investigated in potato dextrose agar medium. Minimum inhibitory
concentrations (MIC) of Cd from nitrate salt source (Cd (NOs),) and ECs, were determined. The means of MIC and ECs values
for DSE fungi species were 1254.5 and 209.74 mg/kg, compared to 800 and 150.3 mg/kg for non-DSEs. Among the endophytic
fungi isolated, Alternaria sp. (TBRS) and Bipolaris zeicola (Tw26) showed the highest tolerance to Cd with a MIC value 02000
mg/L and 1800 mg/L, respectively. Barley plants were inoculated with TBRS and Tw26 in Cd-added sands (0, 10, 30, 60 mg Cd/
kg sand). In terms of Cd accumulation, our results showed that TBRS5 and Tw26 inoculation increased the amount of Cd in the
barley roots. TBR5 and Tw26 significantly improved (p < 0.05) plant growth in the presence of Cd by enhancing plant growth
attributes such as chlorophyll content, root weight, plant length, fresh weight, and dry weight of plants. This is the first study on
the abundance and identification of endophytic root fungi of barley in a cadmium-contaminated soil in Iran. The results of this
study showed that DSE and non-DSE have the potential to improve the efficiency of phytoremediation.

Keywords Internal transcribed spacer (ITS) rDNA - Dark septate endophytes (DSE) - Heavy metals - Minimum inhibitory
concentration (MIC) - Phytoremediation

Introduction

Contamination of the farming soil with heavy metals (HM)
has an immensely hazardous effect on human and animal
health as these metals can enter the food chain through crops.
Besides, they are extremely persistent in the environment
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because of being non-biodegradable [1, 2]. Cadmium (Cd),
one of the most toxic HMs, has a very high mobility in soil-
plant systems, and even low levels of Cd can harm for plants
and microorganisms [3, 4]. It has been approved that absorb-
ing Cd through nutrition is the main source of Cd to be ex-
posed by human. In point of fact, contamination of food chain
with Cd is started by its transition from soil to plant [5]. In the
recent years, human activities such as the landfill of municipal
wastes cause a remarkable increase in the level of heavy
metals in soils, especially in agricultural lands [6].
Farmlands contaminated with HMs have a hazardous effect
on animals and human health since HMs enter to food chain
through agricultural products [7, 8].

Recently, phytoremediation has been proposed as an effi-
cient in situ method for treatment of HM-contaminated soils,
which is both more environmentally friendly and cost-
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effective than conventional technologies [1]. Plant species
used for phytoremediation must have the ability to accumulate
a higher concentration of HM and also be able to tolerate toxic
metals; most of these plants are known as hyperaccumulators
[2]. Several studies indicated that grass species such as corn,
oat, and barley have an ability of significant HMs tolerance
and hyperaccumulation [9-12].

There are several evidences that endophytic fungi (fungi
that infect living plant tissue without causing symptom) play
various important roles in host plant growth [13]. In nature,
almost all plants are associated with endophytic fungi, and
they are taxonomically highly diverse [13]. It has been dem-
onstrated that endophytic fungi infection can improve plant
fitness, the growth of their host plant, biomass production, and
plant tolerance to pollutant. It means that they can enhance the
productivity of phytoremediation of contaminated soils [14,
15]. For instance, Soleimani et al. [12] reported that
Neotyphodium endophytes enhanced biomass production
and accumulation of Cd in roots and shoots of two grass spe-
cies (Festuca arundinacea and Festuca pratensis) [12]. In
addition, Solanum nigrum inoculated with Glomerella
truncate, and Phomopsis fukushii fungal endophytes showed
higher production of biomass and Cd accumulation than
plants not inoculated with endophytes in various Cd-
contaminated soils. These studies indicated that HM resistant
endophytic fungi can be successfully used in
phytoremediation. [16]. These studies indicated that HM re-
sistant endophytic fungi can be successfully used in
phytoremediation. Assessment of root endophytic fungal di-
versity seems to be essential in the HM-contaminated ecosys-
tems, owing to their important roles on in tolerating stressful
condition of host plants [17]. Resulting from several studies
indicated that a group of endophytic fungi, dark septate endo-
phytes, was observed frequently in HM-contaminated soils
[17].

Dark septate endophytes (DSE) are a polyphyletic assem-
blage of fungi that ubiquitous in various stressful environmen-
tal conditions [18]. They are ascomycetous fungi belong to
class 4 of non-clavicipitaceous endophytes that colonize liv-
ing plant roots. DSE fungi are frequently isolated from roots
of plants growing on heavy metal-contaminated soils [19, 20].
Thus, DSE may contribute to metal tolerance and nutrient
acquisition on these sites. Cheshmehsefid landfill, located in
Kermanshah, West of Iran, is the largest site of domestic gar-
bage disposal in Kermanshah. Due to its high amount of
leachate production and its geographic situation, can pollute
the soils of nearby farmland with HMs [21]. Thus far, there
has not been adequate information available concerning the
amount of Cd and also endophytic fungi isolated from barley
in contaminated soils in Iran. Hence, the purposes of this study
were to (1) measure the concentration of Cd in the un-
engineered landfills in Kermanshah province, Iran; (2) isolate
and identify endophytic fungi in the cadmium
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hyperaccumulator barley; (3) determinate the minimum inhib-
itory concentration (MIC) and ECs, of Cd for each strain; (4)
compare the Cd tolerance between DSE and non-DSE iso-
lates; and (5) investigation the interactions among isolates
with the host plant, Hippuris vulgaris, in a Cd-contaminated
environment.

Materials and methods
Soil sampling

The study area has a temperate climate, annual precipitation of
approximately 408 mm, and the mean annual temperature is
22.6 °C. In spring 2014, twenty soil samples were collected
from the depth of 0-20 cm depth, from un-engineered landfills
in Kermanshah province, Iran (34° 14’ N and 47 ° 01’ E).
Moreover, four soil samples as natural fields of the region
(34° 32" N and 47 ° 09" E), from distant area which were not
affected by low cost, were taken to investigate the extent of
pollution. The geographic characteristics of the sites were re-
corded using GPSMAP device model 76CSx. These soil sam-
ples, weighing about 2 kg each, were brought to the central
laboratory in the Department of Plant Protection of Razi
University, Kermanshah, for extraction of total concentration
of metals.

Measuring total concentration of Cd in soil

The total concentration of Cd was done using the method
described by McGrath and Cunliffe, 1985. The concentrations
of Cd were determined by inductively coupled plasma spec-
troscopy (ICP) (Varian SpectrAA 220). The pollution index
(PI) was used to determine the level of soil pollution with Cd,
which is obtained by the equation PI = C';/C’,, [22].

Collection of plant sample

During the spring to autumn of 2014, healthy barley plants
were collected from the contaminated site. Healthy plants
were carefully uprooted and immediately transferred to the
laboratory (in the Department of Plant Protection of Razi
University, Kermanshah) in plastic bags under cold conditions
for further examination.

Isolation of endophytic fungi from roots

The processing of samples in the laboratory took place using
the method described by Larran et al. [23]. The root samples
were rinsed under running tap water to completely remove soil
and debris. Roots pieces (5 mL) were surface sterilized by
96% ethanol for 1 min, soaking for 3 min in sodium hypo-
chlorite (5% available chlorine v/v) and 96% ethanol for 30 s,
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and finally rinsing three times in sterile distilled water to re-
move surface sterilization agents after which were dry-blotted
onto the sterilized filter paper under sterilized conditions.
Next, nine pieces of root samples were placed in potato dex-
trose agar (PDA) medium amended with chloramphenicol (50
mg/L), and dishes were incubated at 25 °C for 9 days.

Morphological and molecular identification

Micromorphological characteristics of reproductive structures
of each isolate were studied using a light microscope
(Olympus model BH2), and then, they were divided to DSE
and non-DSE as described by Sieber and Griinig [24]. Images
were captured with a camera (Canon Powershot model SX10).
Fifty measurements of the observed fungal structures, includ-
ing phialides, chlamydospores, and spore, were made using
the BioloMICS software [25].

For molecular study, genomic DNA was extracted from the
10-day-old fungal mycelium from 18 isolates cultured on
PDA using the methods described by Gardes and Bruns
[26]. PCR amplification carried out by using primer pairs
ITS1 (5-CCGTAGGTGAACCTGCGC-3) and ITS4 (5-
TCCTCCGCTTATTGATATGC-3) [27] corresponding to
the ITS1 + 5.8S+ITS2 of the ribosomal RNA in a final volume
of 25 pL, by the following program: an initial denaturation
step at 94 °C for 3 min; then 30 cycles, consisting of denatur-
ation (30 s at 94 °C), annealing (30 s at 50 °C), and extension
(2 min at 72 °C); and a final extension step of 10 min was
allowed at 72 °C before cooling or removing the tubes. The
amplified DNA were sequenced (Macrogene, South Korea),
and sequence similarity searching was performed using
BLAST service in NCBI (http://blast.ncbi.nlm.nih.gov).
Poorly aligned positions and divergent regions of the
sequences were eliminated using Gblocks software version
0.91b [28]. Homologous fungal ITS regions were retrieved
from NCBI and a phylogenetic tree was constructed using
the neighbour-joining method in MEGAS [29], with 1000
bootstrap resamplings [30].

Examining the Cd tolerance of fungi isolates

Cadmium tolerance of the isolates was examined with mini-
mum inhibitory concentration (MIC) and the effective con-
centration which inhibits 50% of mycelial growth (ECs).
For this purpose, the PDA medium was prepared containing
Cd from nitrate salt source (Cd (NOs),) with 0 (control), 100,
200, 400, 600, 800, 1000, 1200, 1400, 1600, 1800, and
2000 mg Cd L™'. A PDA agar plugs containing 7-day-old
fungal mycelium of isolates were placed in the center of petri
dishes of 9 cm in size and were incubated on a 12-h:12-h
light:dark cycle in a 25 °C incubator for 7-10 days.
Subsequently, the diameter of each colony was measured,
and MIC was recorded. Next, the inhibition percentage (IP)

of Cd was measured for each endophytic isolate by using of
equation IP = ((C; — T;)/C;) x100. In this equation, IP indicates
inhibition percentage, C; indicates the diameter of control col-
ony, and 7} indicates diameter of colony in different treatments
of Cd. Finally, the amounts of ECs, were calculated according
to IP data (SPSS version 16.0). Significance of difference
between DSE and non-DSE in both MIC and ECs, was de-
termined by independent-sample 7-tests at the 95 % confi-
dence level (SPSS version 16.0).

Interaction between barley and Alternaria sp. (TBR5)
and Bipolaris zeicola (Tw26) under Cd stress

Commercial sand (particle size 1.0 mm, pH = 7) was spiked
with a Cd(NOs), aqueous solution to achieve the final con-
centrations of 0, 10, 30, and 60 mg Kg_1 as described by Khan
et al. [16]. All concentrations of Cd-spiked sand were stabi-
lized under greenhouse conditions for 2 weeks. In the mean-
while, barley (Sararood cultivar) also was colonized with
TBRS and TW26 as described by Khan et al. [16]. Next,
plastic pots were filled with 300 g of the stabilized Cd spiked
(experimental) and non-spiked (control) sand, after which
seedlings were transplanted into plastic pots (three seedlings
in each pot). This experiment consisted of two treatments: (i)
control plants with four concentrations of Cd (0, 10, 30, and
60 mg Cd kg ' sand); (ii) plants inoculated with TBR5 and
Tw26 with four concentrations of Cd (0, 10, 30, and 60 mg Cd
kg ! sand). Five replicates were used for each treatment, and a
total of 60 pots were randomly placed in the greenhouse (tem-
perature 26 °C, relative humidity 50%, 14-h daylight) for 2
months.

Growth parameters of barley

After 8 weeks, the chlorophyll contents were measured by a
chlorophyll meter (SPAD-502 Minolta, Japan). Subsequently,
the harvested plant samples were washed with distilled water,
and their roots were removed carefully from the sand and then
separated into roots and shoots; at this point, the lengths and
fresh weight of shoots and roots were measured. Finally, the
samples were oven-dried (60 °C), and their weights were de-
termined before Cd analysis.

Cd analysis and determination of related parameters

All harvested plants were digested for inductively
coupled plasma spectroscopy (ICP) (Varian SpectrAA
220). The amounts of dry plant materials were so small
for usual methods, and because of that, we searched to
find the best method for digestion. Finally, 1 mg or
50 mg dry plants were weighted and then added 1 mL
of HNO; trace metal grade. Samples stayed overnight
and then heated to 60-70 °C for 2 h, then 0.7 mL
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H,0O, added and heated again for 2 h to become color-
less. The final volume of solutions after digesting was 15
mL, approximately. For preparing the samples for ICP,
the volume of samples was raised to 2 mL first and after
vortex, then 0.25 mL of solutions were pipette in new

tubes, and then 1.25 mL of water was added too. The
dilution factor was 1:6.

The translocation factor (TF) was evaluated using the fol-
lowing formula:

TF = (Cd concentration in shoot (mg kg™")/Cd concentration in root (mgkg ")) x 100

The Cd tolerance index (TT) was calculated by the follow-
ing formula:

TI = (root length in Cd treated plants/root length in control plants) x 100

Cd removal from each pot by plants was determined as:

Cd removal (%) =

Cd Shoot(mg kg™") x Shoot biomass (kg) + Cd Root(mg kg™') x Root biomass (kg)

x 100

Total added Cd per pot (mg)

Statistical analysis

In general, this experiment was conducted twice, and signifi-
cant differences (p < 0.05) among the mean values of different
treatments were calculated and evaluated using Duncan’s
multiple range test (SPSS 16.0).

Results
Concentration of Cd in soil

The mean concentrations of Cd of 20 selected soil samples
were 0.90 mg/kg (min = 0.42 and max = 1.57), and Cd con-
centration in natural soils equal to 0.3 mg/kg. In order to
determinate the level of soil pollution these numbers were
placed in the PI = C'y/C",.

Isolation and identification of endophytic fungi

In the present study, 400 fungal isolates were obtained from
barley roots. The results of morphological study showed that,
from 400 endophytic fungal isolates obtained from barley
roots, 70% were DSEs and remaining non-DSEs. Among
the identified genera, Alternaria (35%) represented the dom-
inant genus followed by Fusarium (34%), and Microdochium
(10%).
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Sequencing and phylogenetic analyses

An average amplicon size of about 550 bp was obtained for
the isolates. Sequencing analysis of these isolates showed 99—
100% homology with other authentic endophytic fungi previ-
ously identified and deposited in GeneBank using the BLAST
program (Table 1). According to these results, Alternaria
alternatae (one isolate), Microdochium bolleyi (two isolates),
Fusarium redolens (four isolates), Fusarium tricinctum (two
isolates), Fusarium monliforme (one isolate), Bipolaris
zeicola (one isolate), six isolates at the genus level from
Alternaria sp., and one isolate at the order level from
Pleosporales were identified. Phylogenetic tree analyses
based on ITS regions allowed us to establish the precise tax-
onomic placement of each of the species. Phylogenetic tree
was drawn using neighbor-joining (NJ) method based on the
sequence of ITS region along with other authentic isolates
obtained from GenBank (Fig. 1). Based on ITS1/ITS2 se-
quences, our isolates were clustered in distinct monophyletic
clades with their known relatives with a high bootstrap value.
Moreover, our isolates showed high genetic relatedness within
the group (96—-100%). All Alternaria sp. isolates placed within
the Embellisia clade (Fig. 1). These results support the NCBI
based identification. The Embellisia comprises three species
including Alternaria chlamydosporigena, Alternaria
embellisia, and Alternaria tellustris [31].

The Cd tolerance of fungi isolates

In this study, 20 isolates (11 DSEs and 9 non-DSEs) were
used for Cd tolerance on Cd-supplemented PDA medium,
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Table 1
show the minimum inhibitory concentration (MIC) and ECs, of Cd

List of endophytic fungal isolates, homology, accession numbers, and potential of strains in Cd-contaminated medium growth. The values

Strain DSE/non- Closest related  GenBank Closest related % Similarity MIC (mg/L) ECsg
code DSE species accession species

number ECso (mg LY P-value
TBR8  DSE Alternaria sp.  KX061185  Alternaria sp. (KT270173) 99% 1400 264.272 0.700
TBL26 DSE Alternaria sp.  KX061184  Alternaria sp. (KT269979) 99% 1400 266.055 0.558
TBR5 DSE Alternaria sp.  KX061190  Alternaria sp. (KT269979) 99% 2000 282.379 0.725
TBL33 DSE Alternaria sp.  KX061186  Alternaria sp. (KT270237) 99% 1000 204.33 0.538
B26 DSE M. bolleyi KX343032  Microdochium (KY430557) 99% 1400 414.457 0.588
Tw24 DSE pleosporales KX061191  Pleosporales sp. (KT269765)  99% 1200 90.15 0.972
Tw26 DSE B. zeicola KT833867  B. zeicola strain (GQ253958)  98% 1800 264.145 0.579
Tw7 DSE Alternaria sp.  KX061187  Alternaria sp. (KT270237) 100% 1200 181.97 0.672
Two63 DSE A.alternata KX061189  A. alternata (KY026592) 100% 1200 89.679 0.840
Twol DSE Alternaria sp.  KX061188  Alternaria sp. (KT269865) 100% 600 116.14 0.806
W2 DSE M. bolleyi KX343031  Microdochium (KY430557) 99% 600 133.540 0.195
B12 Non-DSE F. redolens KX343030 F. redolens (KU527805) 99% 800 139.255 0.293
B22 Non-DSE F. redolens KY550714  F. redolens (KX008376) 99% 1000 242.598 0.612
BI13 Non-DSE F. redolens KY550713  F. redolens (KU350708) 99% 800 139.255 0.293
B4 Non-DSE F. redolens KY550712  F. redolens (KU350704) 99% 1000 242.598 0.612
B24 Non-DSE F. monliforme ~ KX343028  F. proliferatum (KY426426)  100% 600 61.102 0.695
Bl14 Non-DSE F. tricinctum KX343029 F. tricinctum (KU350728) 99% 400 55.86 0.680
B149 Non-DSE F. tricinctum KX343033 F. tricinctum (KU350729) 99% 600 55.640 0.821
BS Non-DSE C. rosea - - - 1000 209.464 0.538
B3 Non-DSE E. nigrum - - - 1000 206.912 0.928

and the MIC was determined. MIC values and ECs, are listed
in Table 1. Among 20 isolates examined in this study,
Alternaria sp. (TBRS) and B. zeicola (TW26) had the highest
tolerance to Cd with a MIC value of 2000 and 1800 mg/L
respectively. Additionally, M. bolleyi showed higher tolerance
to Cd. The ECs( value of Alternaria sp. (TBRS) and B. zeicola
(TW26) were 282.379 and 264.145 mg mL ™", respectively.
The ECs, value of M. bolleyi (414.457 mg mL™") was higher
than other strains. The B14 strain from F. tricinctum was
highly sensitive and was not able to grow at the lowest con-
centration of Cd with an MIC value of 400 mg/L. The means
of MIC and ECs, values for DSE fungi species were 1254.5
and 209.74 mg kg ' in turn, compared to 800 and 150.3 mg
kg ! for non-DSE (Fig. 2). Although, the means of MIC and
ECsq values in DSE fungi species were higher than non-DSE,
the differences between them were not significant (p > 0.05).

Plant growth and biomass production

Re-isolation of Alternaria sp. (TBRS) and B. zeicola (TW26)
indicated that the infection percentage of inoculated plants
with these isolates was 100%, which was supported by mi-
croscopy (data not shown). The effects of fungal inoculations
on plant growth under Cd contamination were determined by
measuring barley growth attributes includes chlorophyll

contents, root and shoot length, along with fresh and dry bio-
mass. Our results clearly demonstrate that all these plant prop-
erties significantly decreased (p < 0.05) with increasing levels
of Cd concentration (0-60 mg kg ") in inoculated and non-
inoculated plants. However, our results showed that inocula-
tion of TBRS5 and TW26 on barley roots significantly im-
proved (p < 0.05) the growth parameters of the host plant
under Cd stress and also alleviated Cd toxic effect in barley.
A significant (p < 0.05) augmentation root growth of 13-31%
and shoot growth of 6-20% were observed in inoculated
plants as compared to non-inoculated plants. The shoot and
root biomasses showed a similar trend. In our study, the plant
chlorophyll content was reduced significantly (p < 0.05) by
increasing the amount of Cd in the sand. In the research here,
plants infected with the endophytic fungi showed higher chlo-
rophyll contents (p < 0.05) than non-inoculated counterpart
under Cd stress.

Cd accumulation and distribution in plant tissues
influenced by fungal inoculation

In our test, the range of Cd content in the roots of barley was
262.5 to 1373.57 mg Kg ' in different treatment (Table 2).
Our results also reveal that fungal inoculation significantly
elevated (p < 0.05) the concentrations of Cd in the roots of
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Fig. 1 Phylogenetic analysis of
the isolated endophytic fungal
strains. The phylogenetic tree was
constructed using the sequence
data generated through analyzing
the ITS regions of IDNA. A
neighbor-joining algorithm was
used with bootstrap values > 50%
(1000 replicates) are shown next
to the branches. Eremothecium
coryli was included as out group

g

Embellisia telluster FI357316
Alternariasp. KT269979

Alternaria chlamydosporigens KCS84231
Alternaria sp. (TW7)

99} Alternariasp. (TBL33)

Alternariasp. (TW61)
Alternariasp. (TBRS)
Alternariasp. (TBL26)
Alternariasp. (TBRS)

Pleosporales
Embellisia allii KCS84230

 Alternaria alternata(YW63)
100 Alternaria alternata KF465761

. Bipolaris zeicola (tw26)
m_o{ Bipolaris zeicola KM230398

Pleosporales sp. (TW24)
Pleosporales sp. strain P2537
Uncultured root-associated fungus clone R9OScIH
87! Uncultured root-associated fungus clone BG1003¢16P

Wwﬁm |

"3 Microdochium bolleyi KP8S9018
E tricinctum (B149) '
Fusarium sp. KT270215
F tricinctum (B14)
'E tricinctum GQ922562

Xvlariales

E proliferatum (B24)

F. proliferatum HM855213 Hypocreales

0.05

barley in an environment containing Cd treatment (Table 2).
Cadmium content in shoots ranged from 29.80 to 75.22 mg
kg ! in various treatments. The contents of Cd accumulated in
the aboveground portions of inoculated plants in high concen-
tration of cadmium (30 and 60 mg kg ') were significantly
increased compared to non-inoculated plants (Table 2). To
illustrate Cd distribution and translocation in plants, translo-
cation factor (TF), Cd removal, and tolerance index (TI) were
calculated (Table 2). In the study here, the values of TF, that
indicate the plant’s ability to translocate Cd from roots to
shoots, were generally small at 4.95 to 11.4%. The T1% was
significantly higher in plants inoculated with TBRS and
TW?26 in all Cd concentrations. Also, plants that were inocu-
lated by TBRS and TW26 showed the higher Cd removal
factors (p < 0.05), compared to that of in non-inoculated con-
trol plants in the all environments containing Cd treatment.
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Eremothecium coryli AB478305

Discussion

Based on the obtained results, Cd has arithmetical mean
concentrations of around 0.9 mg kg™', despite the fact that
Cd concentration in natural soil equal to 0.3 mg kg '
Therefore, the soil was determined as moderate to signifi-
cant polluted based on pollution index formula [22]. The
World Health Organization has considered the maximum
amount of Cd permitted for using in agricultural soils as to
0.2 mg kg ' [32]. Additionally, the China Environmental
Protection Agency has considered this amount less than or
equal to 0.2 mg kg~ ' [33]. In general, the concentration of
Cd in the world agricultural soil measured from 0.05 (in
India) to 13.5 (in USA) mg kgfl [34].

In this research, the most obtained isolates were placed in
Pleosporales, Hypocreales, and Xylariales orders,
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Fig. 2 Effect of Cd (100 mg/L) on Colony morphology (petri dish on the
left side of each picture is control): a Clonostachys rosea, b
Microdochium bolleyi (W2), ¢ Fusarium redolens (B12), d Fusarium
tricinctum (B149), e Fusarium redolens (B22), f Alternaria sp. (TW7),
g Microdochium bolleyi (B26), h Fusarium tricinctum (B14), i Alternaria

respectively. This result is consistent with some researches on
the biodiversity of endophytic fungi of grass roots, and other
plants [35-37]. Moreover, we found that Alternaria spp. rep-
resent the most frequent fungal isolates, followed by
Fusarium spp. and Microdochium spp. It is shown that the
most frequent genera identified as endophytic fungi of plant
roots, especially in Gramineae, are Fusarium and Alternaria
[16, 35, 38]. Six isolates were identified as Alternaria spp.
MIC for an Alternaria genus (TBRS5) was measured
2000 mg L, the highest levels of Cd tolerance among all
strains, which was twice more than that of measured by
Zafar et al. [39] for Alternaria, at 1000 mg L'
Furthermore, four isolates identified as Fusarium redolens,
which was the most frequent species of Fusarium that isolated
from barley roots, but in previous studies, the F. oxysporum
was more frequent than other species of Fusarium [40, 41].
Two isolates of Fusarium spp. isolated in our study were
related to F. tricinctum [42]. Some isolates of Fusarium spp.
in this research could tolerate 1000 mg L' Cd. However, in

sp. (TBL33), j Fusarium moniliforme (B24), k Alternaria alternate
(TW63), 1 Alternaria sp. (TW61), m Fusarium redolens (B4), n
Pleosporales sp. (TW24), o Alternaria sp. (TBL26), p Fusarium
redolens (B13), q Alternaria sp. (TBRS), r Epicoccum nigrum, s
Bipolaris zeicola (TW26), t Alternaria sp. (TBRS)

the research by Zafar et al. [39], the MIC for species of
Fusarium genus was equal to 3000 mg L', Additionally,
two isolates were identified as M. bolleyi. The M. bolleyi
(syn. Idriella bolleyi) species is one of the most well-known
DSE endophytes, due to its melanized cell walls and intra- and
intercellular growth within the roots of healthy plants, and this
fungus produces many inter- and intra-cellular melanized
chlamydospores [43]. The M. bolleyi is a frequent and suc-
cessful endophyte in cereal roots, such as barley (Hordeum
vulgare L.), oats (Avena sativa L.), and native and invasive
pasture grass and beach grasses [44]. In addition, one isolate
was identified as B. zeicola. Previous studies have reported
Bipolaris genus as endophytic fungi in grasses. For instance,
Herrera et al. [36] isolated Bipolaris genus as a DSE fungus
from the root of Bouteloua gracilis plant. The MIC for this
fungus was 1800 mg L', indicating its high tolerance to
cadmium.

The MIC and ECs, were selected to measure the sensitivity
ofthe obtained isolates to tolarate Cd, which have been widely
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Table2 Cadmium accumulation in shoot and root of barley inoculated with Alternaria sp. (TBRS) and Bipolaris zeicola (Tw26) treated with 0, 10, 30,

and 60 mg Kg ' Cd

Cd treatment (mg kgf' sand DW) Association Cd concentration (mg kgﬁl plant DW) TF% Cd removal T1%
Root Shoot

0 Control ND ND - - -
Tw26 ND ND - - -
TBRS ND ND - - -

10 Control 262.5 £9.52° 29.80 +0.26" 11.4+0.51 0.229 + 0.0096 70.83
Tw26 486.0 = 17.82° 43.71 £2.22% 8.19+£0.71  0.303£0.010 80.62
TBR5 540.0 + 19.80° 48.57 £2.47° 9.1+0.79 0.337 +£0.010 89.58

30 Control 504.5+£9.10° 36.0 = 4.50° 7.1+£0.76 0.106 + 0.0069 63.02
Tw26 829.92 +35.1¢ 52.28 £0.78° 5.76 £0.32 0.125 £ 0.0047 63.74
TBR5 922.14 +39.0° 58.42 +0.87° 6.4+0.36 0.139 £ 0.0047 70.83

60 Control 768.6 + 8.58" 46.0 +4.07° 6.0 +0.49 0.0465 + 0.0004 44.79
Tw26 1236.20 + 37.80% 67.70 + 0.25%¢ 495+0.18 0.0600 +0.0031 45.93
TBRS 1373.57 £ 42.05" 75.22 +0.28¢ 5.5+0.20 0.0680 +0.0031 51.04

Values in the table are mean =+ standard error (n = 5). The different letters within each column indicate a significant difference among treatments (p <

0.05) using Duncan’s multiple range test.

used for evaluation of heavy metal tolerance of filamentous
fungi [8, 45]. Our results demonstrated that the DSEs have
higher tolerance to Cd than non-DSEs, and a significant dif-
ference was observed between them in MIC and ECsg
(Student’s #-test p >0.05). Likar and Regvar [46] suggested
that the DSE may have an important role in host survival in
these under-tension ecosystems. The MIC values suggest that
the level of Cd tolerance differs among isolates of the same
genus (Fusarium, Aternaria, and Micridochium) and even
between isolates of the same species (M. Bolleyi). All 20 fun-
gal isolates, which have been examined in this research, have
reduced the growth rate of colonies; in addition, other mor-
phological changes were also observed when exposure to Cd,
and these changes have become more and more varied by
increasing the concentration of Cd. Each of these changes
indicates a special strategy to tolerate and resistant to heavy
metal.

From 20 endophytic isolates, two isolates that were
more resistant to cadmium were selected to investigate
the effect of endophytes on plant and phytoremediation.
Our results showed that inoculation of TBRS and TW26
on barley roots significantly improved (p < 0.05) the
growth parameters of the host plant under Cd stress, alle-
viating Cd toxic effect in barley. Khan et al. [14] indicated
that inoculation of Glomerella truncata and Phomopsis
fukushii on S. nigrum enhanced the host plant growth.
They proposed that these fungi can induce biochemical
pathways of their host plant which produce phytohormones
or raise the availability of nutritional elements for the host
plant [15]. The plants inoculated with the TBRS and TW26
strains showed higher chlorophyll contents (p < 0.05) than

@ Springer

non-inoculated counterpart under Cd stress. A number of
previous reports have similarly shown that fungal inocula-
tion reduced the negative effects of HM stress in their host
plants such as Festuca arundinacea and Festuca pratensisv
[12], Brassica napus [47], and S. nigrum [48]. Our results
also reveal that TBRS and TW26 inoculation significantly
elevated (p < 0.05) the concentrations of Cd in the roots of
barley in an environment containing Cd treatment
(Table 2). Similarly, previous study indicated that endo-
phytic fungi have increased the level of Cd accumulated
in Lolium perenne L. [49] and S. nigrum [16]. The produc-
tion of chelators such as phytochelatins and organic com-
pounds like citric acid and oxalic acid by endophytic fungi
may account for these effects. These chelators are impor-
tant factors for Cd tolerance and accumulation by plants, as
they form stable complexes with HMs, enhancing their
solubilization in the soil [12, 16]. Hence, it can be sug-
gested that TBRS and TW26 can increase Cd availability
to barley by enhancing Cd mobilization in the sand. Our
results illustrated that, as Cd level concentrations in the
sand were increased, there was a downward trend in Cd
removal associated with a decreasing amount of biomass
production. Expectedly, plants that were inoculated by
TBRS5 and TW26 showed the higher Cd removal factors
(p < 0.05), compared to that of in non-inoculated control
plants in the all environments containing Cd treatment,
since it makes plants produce more biomass and uptakes
higher Cd in their root than non-inoculated plants.
Relatively higher accumulation capacities for Cd in roots
of H. vulgare might also allow for the phytostabilization of
Cd-contaminated soil.
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