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Detection of Rhizoctonia solani AG-2-2 IV, the Causal Agent of Large Patch
of Zoysiagrass, Using Plasmid DNA as a Probe*

Susumu TAKAMATSU**, Manami NAKANO**, Hideyuki YOKOTA**
and Hitoshi KUNOH**

Abstract

Electrophoretic analysis of total DNA extracted from Rhizoctonia solani Kithn AG-2-2 IV isolate
PE-42, the causal fungus of large patch of zoysiagrass, revealed a 3.0-kb band in addition to the band of
chromosomal DNA. Because the band was regarded as a double-stranded plasmid DNA based on
restriction enzyme analyses, it was designated as a PE-42 plasmid fragment. The PE-42 plasmid DNA
recovered from agarose gel hybridized to DNA of all 22 large patch isolates used, but not to DNA of
other zoysiagrass pathogens. Southern hybridization analysis using the PE-42 plasmid DNA as a probe
showed that the DNA could be used as a marker to distingush the large patch fungus from other
intraspecific groups of Rhizoctonia solani. DN As extracted from zoysiagrasses having various stages of
large patch symptom and yellow patch symptom or having no symptoms (healthy) were subjected to
Southern hybridization. The PE-42 plasmid DNA hybridized to the DNAs from zoysiagrass with large
patch symptom, but not to DNAs from yellow patch and heathy plants. Thus, the PE-42 plasmid DNA
was considered to be useful as a probe for molecular diagnosis of large patch of zoysiagrass.

(Received January 23, 1998 ; Accepted June 23, 1998)
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INTRODUCTION

Increasing of golf courses in Japan has resulted in a
large demand of turfgrasses, and the extensive use of
agricultural chemicals in golf courses has caused vari-
ous social problems such as contamination the chemi-
cals in soil and drinking water. Although a few golf
courses are making efforts to maintain turfgrasses
without chemicals, it is very difficult to prevent diseases
and insects completely without any chemical applica-
tion. Exact diagnosis of initial stages of diseases makes
it possible to decide the timing of spot application of
chemicals and thus to reduce the amount and frequency
of chemical application.

Hybridization procedures®”'**® or the polymerase
chain reaction (PCR)%®121820242031) gre excellent tools
for developing accurate, specific diagnosis of a variety
of plant diseases. For example, Henson” used a 4.3-kb
mitochondrial DNA fragment as a hybridization probe
to identify the fungus of take-all disease of wheat,
Gaeumannomyces graminis var. tritici. Specific PCR
primers were also designed based on the DNA sequence
of the 4.3-kb fragment and successfully used to detect
this fungus in infected plants®?®. Similarly, Goodwin et
al.? designed PCR primers to detect this fungus based on

large patch, molecular diagnosis, plasmid, Rhizoctonia solani, zoysiagrass.

the DN A sequence of the internal transcribed spacers of
the rDNA region.

Rhizoctonia blight, one of the most important diseases
of turfgrasses, includes three different diseases based on
the isolates of the causal organisms and host symptoms :
‘brown patch’ caused by Rhizoctonia solani AG-1 IA and
AG-2-2 1IIB, ‘large patch’ by R. solani AG-2-2 IV, and
‘yellow patch (spring dead spot)’ by binucleate Rhiizocto-
nia AG-D*'9, Large patch is an important disease of
zoysiagrass in Japan.

In this study, we surveyed DNA sequences specific to
the large patch pathogen, R. solani AG-2-2 IV, and then
developed a diagnostic procedure to identify the disease
by using the DNA sequence as a hybridization probe.

MATERIALS AND METHODS

Fungal isolates The isolates of R. solani Kiihn
and other zoysiagrass pathogens used in this study are
listed in Table 1. Pythium graminicola Subramanian was
maintained on cornmeal agar medium and the other
fungi on potato dextrose agar (PDA) medium.

DNA extraction from fungi A mycelial agar
disk precultured on PDA was incubated in 20 ml of
potato dextrose broth at 25°C for 3 days, then grown in
shake culture (100 rpm) at 25°C for 2 days. The mycelial

* Contribution No. 137 from the Laboratory of Plant Pathology, Mie University.

** Laboratory of Plant Pathology, Faculty of Bioresources, Mie University, Tsu 514-8507, Japan
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mat was filtered through filter paper (ADOVANTEC
TOYO No. 1), rinsed several times with distilled water,
and lyophilized.

Total DNA was extracted according to the procedure
described by Miyasaka ef al.'®. One gram of lyophilized
mycelium was ground to powder in liquid nitrogen and
suspended in 16 ml 0.1 M citrate/phosphate buffer (pH
6.0) containing 0.1 M EDTA and then lysed by adding 20
ml 109% (w/v) sodium dodecyl sulfate (SDS) solution.
After adding 5 M NaCl to make a final concentration of
1 M, this mixture was kept at 4°C overnight, then centri-
fuged at 15,000 X ¢ for 40 min. The supernatant was
precipitated with 0.6 volumes of iso-propanol, and the
precipitate was collected by centrifugation. The total
DNA precipitate was resuspended in 5 ml TE-sarkosyl
solution 20 mM Tris-HCI, pH8.0; 0.25mM EDTA;
0.49 N-lauroyl sarcosine) and purified by CsCl density-
gradient centrifugation (5 g CsCl and 0.286 x1 10 mg/ml
ethidium bromide (EtBr)]. The sample was centrifuged
at 95,000x ¢ for 24 hr. The bands removed from the
gradients were extracted with z-butanol, precipitated
with ethanol and dissolved in TE buffer (10 mM Tris-
HCI, pH 8.0; 1 mM EDTA).

Isolation of plasmid DNA Total DNA extract-
ed from R. solani AG-2-2 IV isolate PE-42 was subjected
to agarose gel electrophoresis in 1.09% agarose. The
3.0-kb plasmid DNA was recovered from agarose gel by
using DEAE-cellulose paper according to the procedure
described by Sambrook et al.?®.

DNA extraction from plants Total DNA was
extracted by CTAB (cetyltrimethylammonium bromide)
method?”. Five hundred mg of lyophilized zoysiagrass
was ground to powder in liquid nitrogen with a mortar
and pestle, suspended in 1.5 ml of 1 X CTAB solution (19
CTAB; 50 mM Tris-HCI, pH 8.0; 10 mM EDTA ; 0.7 M
NaCl; 0.5% polyvinylpyrolidone) and incubated at 65°C
for 3 min. An equal volume of chloroform/isoamyl alco-
hol was added, then mixed and centrifuged at 11,000 X g
for 2 min. The aqueous phase was removed to a fresh
tube. After adding 1/10 volume 109% CTAB solution
(109 CTAB; 0.7 M NaCl), the chloroform/isoamy] alco-
hol extraction was repeated once. An equal volume of
CTAB precipitation buffer (196 CTAB; 50 mM Tris-
HCIl, pH8.0; 10 mM EDTA) was then added, and the
solution was incubated at 65°C for 1 min and centrifuged
at 10,000 X g for 2 min. The total DNA precipitate was
dissolved in 500 ¢! TE buffer containing 1 M NaCl and
precipitated again by adding ethanol. The pellet was
dissolved in 50 £l DNA buffer (10 mM Tris-HCI, pH 7.5;
0.1 mM EDTA ; 10 mM KCl) and stored at —20°C until
use. .

Southern transfer and hybridization Total
DNAs extracted from fungal mycelia or plant tissues
were fractionated by electrophoresis in a 1.09 agarose
gel, and transferred to a nylon membrane (Hybond-N*,
Amersham) by alkaline Southern blotting?®. Plasmid
DNA derived from R. solani AG-2-2 1V isolate PE-42
was used as a probe of hybridization. An ECL direct

nucleic acid labelling and detection system (Amersham)
was used for the labelling of probe, the hybridization
and the detection of signals according to the manufac-
turer’s instructions.

RESULTS

Plasmid DNA in large patch isolate

When the total DNA extracted from R. solani AG-2-2
IV isolate PE-42 was electrophoresed in an agarose gel,
a distinctive 3.0-kb band was found in addition to the
chromosomal DNA band (Fig. 1). To examine whether
this band was DNA or RNA, the band was recovered
from the agarose gel and treated with the following
eight restriction enzymes : Accl, BamHI, EcoRI, Hincll,
HindIIl, Mspl, Pstl, and Sacl. Although the band was not
digested by BamHI and EcoRI, the other six enzymes
generated more than two bands: 2.2, 1.25 and 0.54 kb in
Accl; 1.8, 1.65, 1.3 and 1.1 kb in Hincll ; 3.0, 2.1 and 1.05
kb in HindIIl ; 1.45, 0.86, 0.55 and 0.35 kb in Mspl, 3.0, 2.1,
1.15 and 1.05 kb in PstI; 3.0, 2.3 and 0.72 kb in Sacl (Fig.
2). The original 3.0 kb band was found by HindIIl, PstI
and Sacl treatments and did not disappear even after a
prolonged enzyme treatment. Because the 3.0-kb band is
mainly composed of a double-stranded DNA, it was
designated as a PE-42 plasmid fragment.

Specificity of the plasmid DNA sequence in sev-

eral zoysiagrass pathogens

Total DNAs extracted from nine large patch isolates
including PE-42 were run in agarose gel electrophoresis.
Although the plasmid band stained with EtBr in seven of
nine isolates (Fig. 3A), it was not clear in the other two
isolates (isolates R-K-50 and 38-R). These DNAs were
then blotted to a nylon membrane for hybridization

Fig. 1. Electrophoretic analysis of total DNA extract-
ed from Rhizoctonia solani AG-2-2 IV isolate
PE-42 from large patch of zoysiagrass (lane 2).
A 3.0-kb band (arrowhead) was observed in
addition to large-sized, chromosomal DNA.

Lane 1 is 2 DNA digested with HindIII.
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Fig. 2. Electrophoretic analysis of restfiction fragments of PE-42 plasmid DNA digested with Accl (lane 2), BamHI (lane
3), EcoRI (lane 4), Hincll (lane 5), HindIIl (lane 6), MspI (lane 7), PstI (lane 8), and Sacl (lane 9). Lane 1 is A DNA
digested with HindIIl. Lane 10 is ¢ X174 DNA digested with Haelll.

M 1 2 3 456 7 8 910

Fig. 3. Electrophoretic (A) and Southern hybridization

M 1 2 3 4 5

Electrophoretic (A) and Southern hybridization

(B) analyses of total DNAs from nine large Fig. 4.
patch isolates. Total DNAs (5-20 xg) from (B) analyses of total DNA from isolates of
large patch isolates were separated by electro- zoysiagrass pathogens. Total DNA (10-20 ug)
phoresis and stained with ethidium bromide. from isolates of zoysiagrass pathogen was sep-
Total DNAs in the gel were blotted onto nylon arated by electrophoresis and stained with
membrane and probed with PE-42 plasmid ethidium bromide. Total DNAs in the gel were
DNA. Lane 1, PE-42; 2, R-K-6; 3, R-K-43; 4, blotted onto nylon membrane and probed with
R-K-48;5, R-K-50; 6, R-K-62; 7, 38-R; 8, 126-2 ; PE-42 plasmid DNA. Lane 1, Rhizoctonia solani
9, SI-6; 10, PE-42 plasmid DNA (Control) ; M, 1 PE-42 (Large patch fungus); 2, Pythium
DNA digested with HindlIII. graminicola UOP380 (Pythium blight fungus) ; 3,
Curvularia sp. TGH-3c (Curvularia leaf blight
fungus) ; 4, Binucleate Rhizoctonia AG-D R-K-57
using PE-42 plasmid DNA as a probe. Distinctive hybrid- (Yellow patch fungus); 5, PE-42 plasmid DNA
ization signals were observed in all 9 isolates including (Control); M, 2 DNA digested with HindIIL
isolates R-K-50 and 38-R (Fig. 3B). Indistinct hybridiza-
tion signals were also observed at 6.0 kb and chromo-
somal DNA sites. Positions of the bands varied some- EtBr staining in the large patch isolate PE-42 used as a
what depending on lanes, probably because excess positive control, but not in the other three fungi (Fig.
amounts of DNAs were applied. 4A). Southern blot analysis also showed a distinctive

In similar experiment using total DNAs extracted signal only in PE-42, but not in the three other fungi (Fig.
from binucleate Rhizoctonia AG-D, P. graminicola and a 4B).
Curvularia sp., the plasmid DNA band was detected by



454

HAWEYREESH F64%F H55 FHRIVEIH

Table 1 (continued)

3.0-kb
. » ..
Species  ISG Isolate  Origin signal?
AG-2-2 IV) A8 Zoysiagrass =+
AG-2-2 IV) A9 Zoysiagrass +
AG-3 ST11-6 Potato —
AG-3 ST-9 Potato -

AG-4 (HGI) AH-1 Peanut -
AG-4 (HG-I) RH-74  Sugarbeet -
AG-4 (HG-II) Rh-165 Sugarbeet -
AG-4 (HG-II) HI521-21 Soil —
AG-5 GM-10  Soybean —
AG-5 ST6-1 Potato —
AG-6 (HG-I) OHT1-1 Soil —
AG-6 (HG-I) NAT3-1 Soil -
AG-6 (HG-II) NKN2-1 Soil —
AG-6 (HG-II) HN1-1 Soil -

AG-7 1535 Soil -

AG-7 1529 Soil -

AG-BI TE2-4S  Soil -

AG-BI SN1-2  Soil -

Rhizoctonia AG-D R-K-57 Zoysiagrass —

Sp. AG-D S5 Zoysiagrass —

AG-D S6 Zoysiagrass —

Pythium UOP380 Zoysiagrass -
graminicola

Curvularia TGH-3¢c Zoysiagrass —

sp.

a) Intraspecific group (ISG) nomenclature after Ogoshi?®
denotes anastomosis group (AG) along with subgroup
where known.

b) Total DNAs extracted from the respective fungi were
fractionated by agarose gel electrophoresis, blotted
onto nylon membranes, then probed with the PE-42
plasmid DNA.

12 3 45 6 7 8 910 11 12 13 14 15 16 17

Table 1. Isolates of Rhizoctonia solani and other fungi
used in this study and results of hybridization
using PE-42 plasmid DNA as a probe

Species  ISG® Isolate  Origin s?;nl;}?”

Rhizoctonia AG-1-1 (A) Cs-Ka  Rice -
solant AG-1-1(A) Cs-a Rice -
AG-1-1(B) B-19 Sugarbeet -
AG-1-1 (B) shiba-2 Soil -
AG-1-1 (Cy BV-7 Sugarbeet -
AG-1-1 (C) F-2 Unknown -
AG-2-1 Ps-4 Pea -
AG-2-1 TG-1 Tulip —
AG-2-2 (IIIB) C-96 Unknown —
AG-2-2 (1IB) C-116 Mat-rush —
AG-2-2 IV) RI64 Sugarbeet -
AG-2-2 IV) B-70 Sugarbeet —
AG-2-2 (IV) PE-42 Zoysiagrass +
AG-2-2 (IV) R-K-6 Zoysiagrass +
AG-2-2 IV) R-K-43 Zoysiagrass +
AG-2-2 IV) R-K-48 Zoysiagrass +
AG-2-2 IV) R-K-50 Zoysiagrass +
AG-2-2 IV) R-K-62 Zoysiagrass +
AG-2-2 IV) 38R Zoysiagrass +
AG-2-2 IV) 126-2 Zoysiagrass +
AG-2-2 IV) SI-6 Zoysiagrass +
AG-2-2 (IV) S1 Zoysiagrass +
AG-2-2 IV) S2 Zoysiagrass +
AG-2-2 AV) S3 Zoysiagrass +
AG-2-2 IV) &4 Zoysiagrass +
AG-2-2 (IV) Al Zoysiagrass +
AG-2-2 IV) A2 Zoysiagrass +
AG-2-2 IV) A3 Zoysiagrass +
AG-2-2 IV) A4 Zoysiagrass +
AG-2-2 IV) A5 Zoysiagrass +
AG-2-2 IV) A6 Zoysiagrass +
AG-2-2 IV) A7 Zoysiagrass +

Fig. 5.

*

bt

Detection of the PE-42 plasmid DNA in DNA (5-10 xg) from zoysiagrass with various stages of large patch and
yellow patch, and having no disease symptoms. Lanes 1-9, typical large patch symptoms; 10 and 11, early stage
symptoms of large patch ; 12 and 13, laterally infected by large patch ; 14 and 15, yellow patch symptoms ; 16 and
17, no symptoms (healthy).
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Specificity of the plasmid DNA sequence in intra-

specific groups of Rhizoctonia

Twenty-eight isolates of R. solani covering 14 intra-
specific groups were also analyzed by hybridization
using PE-42 plasmid DNA as a probe. EtBr staining
showed plasmid-like bands in three of 28 isolates used.
Band sizes were 2.4 kb in AG-1-1 C isolate BV-7, 3.5 kb
in AG-2-2 IIIB isolate C-116, and 2.7 kb in AG-4 HG-II
isolate Rh-165 (data not shown). However, the analysis
showed no 3.0-kb signals in all these isolates (Table 1).
Nor was a 3.0-kb signal observed in AG-2-2 IV isolates
RI64 and B-70 (both came from sugarbeet) which have
been considered as members of the same intraspecific
group as the large patch isolate.

Survey of the plasmid DNA sequence in field

isolates of large patch fungus

The PE-42 plasmid DNA sequence was surveyed in 13
additional large patch isolates (S1, S2, S3, S4, Al, A2,
A3, A4, A5, A6, A7, A8, and A9 in Table 1) and two
yellow patch isolates (S5 and S6 in Table 1) obtained
from zoysiagrass on golf courses in Mie and Shiga
Prefectures in 1994. These isolates were identified ac-
cording to cultural characters and anastomosis analysis.
EtBr staining of the total DNA showed 3.0-kb bands
in all the large patch isolates, but not in the yellow patch
isolates. Hybridization experiments generated distinct
signals in the large patch isolates but not in the yellow
patch isolates (Table 1).

Detection of large patch fungus in diseased zoy-

siagrass

Turfgrass showing various stages of large patch and
yellow patch, and from healthy turf areas was collected
from golf courses in Mie and Shiga Prefectures in the
spring and autumn of 1994. The diseases were diagnosed
based on isolation of pathogens and the respective symp-
toms. Total DNAs were extracted from infected leaves
by the CTAB method, and subjected to Southern hybrid-
ization using PE-42 plasmid DNA as a probe. Leaves of
healthy plants were treated similarly for the controls.
Hybridization signals of 3.0-kb were observed in all 13
large patch samples regardless of the disease stage,
although signal strengths were variable depending on
the samples (Fig. 5). No signal was found in two yellow
patch samples and two healthy samples.

DISCUSSION

The molecular diagnosis method requires an adequate
DNA sequence specific to the target pathogen. We found
a specific 3.0-kb band when the total DNA extracted
from the large patch isolate PE-42 was subjected to
agarose gel electrophoresis and stained with EtBr. A
double-stranded RNA® and plasmid DNA%!” were
found in mycelia of R. solani. The 3.0-kb band was
digested by several restriction enzymes to examine
whether it was a double-stranded RNA or plasmid DNA,
because RNA is not cleaved by any restriction enzymes.
The band was cleaved by Accl, Hincll, HindIIl, Mspl,

Pstl, and Sacl although it was not cleaved by BamHI
and EcoRI. This result indicates that the band was
composed of DNA having a double-strand at least in its
main part. We thus designated the band as a PE-42
plasmid fragment. While HindIIl, Pstl and Sacl sites
were on the PE-42 plasmid DN A, an uncleaved band was
always observed when these enzymes were used.
Furthermore, the total length of the band generated by
these restriction enzymes was usually more than 3.0 kb
which corresponded to the size of the plasmid. These
results suggest that the PE-42 plasmid fragment is
composed of more than one plasmid having similar sizes
and somewhat different sequences. Miyashita et al.'”
reported three plasmid DN As having the same size but
different restriction sites in a R. solani AG-4 isolate.

A DNA sequence used for molecular diagnosis must
commonly exist in the target pathogen, but never in
other fungi. We extracted the total DNAs from the
yellow patch fungus, binucleate Rhizoctonia AG-D, the
Pythium blight fungus, P. graminicola, the Curvularia
leaf blight fungus, Curvularia sp., and nine isolates of the
large patch fungus. These were subjected to Southern
hybridization using the PE-42 plasmid DNA as a probe.
A distinct hybridization signal was observed in all nine
isolates of the large patch fungus but not in the other
fungi. A similar result was obtained with 13 field isolates
of the large patch fungus and two isolates of the yellow
patch fungus. These results confirmed the common
presence of DNA homologous to the PE-42 plasmid
fragment in the large patch fungus, but not in the other
zoysiagrass pathogens. Thus, we propose that the PE-42
plasmid fragment is an adequate probe for molecular
diagnosis of the large patch disease.

R. solani has been regarded as a species complex
which has a large diversity of pathogenicity, sclerotial
morphology, mycelial features on media, and physiologi-
cal and molecular characteristics!®!42223263334) R solani
is known to be a common inhabitant of plant debris and
soil, because of its strong saprophytic ability*+%, By
using the plasmid DNA as a probe for molecular diagno-
sis, the large patch fungus may be distingushed from
other R. solani. We extracted total DNA from 28 iso-
lates of R. solani including intraspecific groups known in
Japan and subjected them to Southern hybridization
using the PE-42 plasmid DNA as a probe. Because the
hybridization signal was found only in the large patch
isolates, but not in other isolates, the PE-42 plasmid can
distinguish the large patch fungus from other R. solani.
Note that the hybridization signal was not found in R.
solani AG-2-2 IV sugarbeet isolates which have been
regarded within the same intraspecific group as the
large patch fungus. Hyakumachi et a/.* and Musika et
al.'® reported that the large patch fungus was different
from the sugarbeet fungus in its colony appearance,
hyphal growth rate and rDNA sequence, and proposed
to designate the intraspecific group of the large patch
fungus as AG-2-2 LP. In addition, Liu and Sinclair'®
studied the genetic diversity of R. solani anastomosis
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group AG-2 based on PCR-RFLP analysis of rDNA ITS
region ; the group had five distinct intraspecific groups.
Turfgrass isolates were all in their own intraspecific
group which was different from that of the sugarbeet
isolates. Our results may offer new evidence to support
these previous reports. However, Miyasaka et al.'®
reported that the 4.7-kb plasmid DNA of AG-2-2 IV H-16
isolate, which was derived from sugarbeet, hybridized to
the 3.0-kb plasmid band of C-616 isolate derived from
zoysiagrass. Further experiments using some other
AG-2-2 1V isolates are, therefore, necessary to confirm
our results.

To examine whether the PE-42 plasmid fragment can
be used for molecular diagnosis of the large patch, total
DNAs were extracted from zoysiagrass infected with
the large patch fungus or yellow patch fungus and also
from healthy plants for Southern hybridization. Distinct
hybridization signals were observed in the DNAs from
all samples having typical symptoms of large patch and
from half of the samples having early symptoms and
latently infected plants. No signal was detected in the
DNAs from samples having yellow patch symptoms or
from healthy plants. These results indicate that the
large patch fungus can be specifically detected by the
present procedure. However, sensitivity of the method
should be improved; the probe sometimes could not
detect low levels of the fungus.

In addition to the 3.0-kb plasmid signal, the ca. 6.0-kb
signal was usually detected in DNAs from the large
patch isolates which were hybridized with the PE-42
plasmid DNA. A similar signal was also observed when
the PE-42 plasmid DNA recovered from agarose gel was
hybridized with the homologous DNA. Miyashita et
al.'” found a similar signal in plasmid pRS64 extracted
from a R. solani AG-4 isolate and reported that the
signal was derived from a dimeric form of the plasmid
DNA. Thus, the possibility that the 6.0-kb band could be
the dimeric form of PE-42 plasmid cannot be ruled out.

Molecular diagnosis has been recently developed for a
variety of fungal diseases of plants. In most cases,
spacer regions of rDNA'®2130 or DNA fragments iso-
lated from chromosomal or mitochondrial DNA%%Y are
used as probes or primers. Plasmid DNAs rarely have
been used for the purpose, probably because plasmids
are fragile and sensitive to various treatments and not
always detected in fungal cells. However, the PE-42
plasmid DNA was common in the large patch isolates in
this study. Thus, this plasmid is adequate for diagnosis
of large patch. As far as we know, this study is the first
report to use plasmid DNA for molecular diagnosis of
fungal plant diseases.

For practical use of this technique the following
should be improved : 1) cloned fragments of the plasmid
DNA should be used for the procedure because prepara-
tion of the entire plasmid is time- and labor-consuming,
2) sensitivity, and 3) the protocol should be simplified.

This work was supported in part by the Grant-in-Aid for

Scientific Research (A) (1) (No. 07556015) from the Ministry
of Education, Science, Sports and Culture of Japan. The
authors wish to thank Mr. N. Honda, Drs. M. Hyakumachi,
T. Ichitani, K. Kobayashi, and H. Shigemitsu for providing
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