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Molecular identification, genotyping, and drug
susceptibility of the basidiomycetous yeast pathogen
Trichosporon isolated from Turkish patients
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Deep-seated infections due to Trichosporon species are emerging mycoses that have a
very poor prognosis in patients with persistent neutropenia. This study elucidated the
mycological characteristics of Trichosporon strains obtained from deep-seated infec-
tions in Turkish patients and identified by DNA sequence analysis of intergenic spacer
(IGS) region 1 of the rDNA locus. In addition, we genotyped the major causative agent,
T. asahii, and evaluated the in vitro drug susceptibility of the isolates. While 87 (81.3%)
of the 107 isolates were 7. asahii, the remaining 20 were T. faecale (14.0%), T. aster-
0ids (0.9%), T. coremiiforme (0.9%), T. japonicum, (0.9%), T. lactis (0.9%), and a new
species (0.9%). In addition to the eight known 7. asahii genotypes, one novel genotype
was identified. The distribution of the 7. asahii genotypes in this study were genotype
1 (79.3%), followed by 5 (8.0%), 3 (6.9%), 6 (3.4%), 4 (1.1%), and 9 (1.1%). Turkish
isolates showed low susceptibility to amphotericin B, 5-flucytosine, and fluconazole.
Although relatively low minimum inhibitory concentrations (MICs) were found with all
drugs, voriconazole appeared to be the most active. The MICs of the non-Trichosporon
asahiiTrichosporon species were similar to those of the T. asahii strains. Our findings
suggest that Trichosporon species isolated from Turkish patients are more diverse than
those reported from other countries.
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following treatment with candin derivatives, such as mica-
fungin (MCFG) or caspofungin [5,6]. Similar to candin
derivatives, amphotericin B has limited activity against
Trichosporon species [7] and strains resistant to multiple
azole agents have been recovered from patients [8,9].
Currently, 38 species are recognized in the genus
Trichosporon of which several are considered human
pathogens, including 7. asahii in deep-seated infections
and T. asteroids, T. ovoides, and T. inkin in superficial

Introduction

Deep-seated infections due to Trichosporon species are
increasing in neutropenic patients undergoing chemother-
apy or following organ transplantation and such infections
have a very poor prognosis [1-4]. Recently, trichosporo-
nosis has been recognized as a breakthrough infection
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infections [10]. Other species that are rarely isolated from
clinical specimens include T. cutaneum, T. mucoides,
T. japonicum, and T. loubieri [11-14]. Research on deep-
seated trichosporonosis has focused on 7. asahii, which is
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the major causative agent in many countries. This micro-
organism has several genotypes based on the intergenic
spacer (IGS) 1 region located between the 26S and
5S rRNA genes. Because the DNA sequence of this
region shows geographic specificity, genotyping of the
IGS 1 region can be used as a tool in global epidemio-
logical studies [15].

In hospital laboratories, Trichosporon strains are rou-
tinely identified through their assimilation of carbon and
nitrogen compounds with commercial kits, such as the
ID32C kit (bioMérieux, Marcy I’Etoile, France), and
morphological characteristics, including the production of
arthroconidia on cornmeal agar. However, these methods
may occasionally result in misidentification of isolates,
particularly at the species level. For molecular identifica-
tion, analysis of the internal transcribed spacer (ITS)
region or 26S rDNA (large subunit) in the rRNA gene is
widely used for fungal identification. However, intergenic
spacer (IGS) regions show more diversity in their DNA
sequences than the ITS regions or 26S rDNA, suggesting
that IGS sequence analysis may be superior to analysis of
ITS sequences for differentiating closely related species,
including several of the genus Trichosporon (Fig. 1).
Although deep-seated trichosporonosis is an emerging
mycosis with high mortality, information on its causative
agents is still limited.

This study elucidated the mycological characteristics
of Trichosporon strains isolated from Turkish patients.
Characterization was based on the molecular identifica-
tion of the IGS 1 region using DNA sequence analysis,
genotyping of the major causative agent, 7. asahii, and
drug susceptibility of the isolates.

Materials and methods
Strains examined

We examined 107 Trichosporon clinical isolates obtained
from the following six university hospitals in Turkey;
Hacettepe University, Dokuz Eylul University, Mersin
University, Osmangazi University, Gazi University, and
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Uludag University. Of these, 76, 18, 7, 2, 2, 1, and 1 spec-
imens were recovered fromurine, bronchoalveolar lavage
fluid (BALF), blood, bile, nephrostomy, pleural fluid, and
catheter, respectively. They were tentatively identified as
‘T. asahii’ or ‘Trichosporon spp.” using ID32C or API 20C
AUX kits (bioM¢érieux).

DNA sequencing and identification

Fungal DNA was extracted using the method of Makimura
et al. [16] and the IGS 1 region was sequenced according
to the method of Sugita et al. [15]. Briefly, the Trichos-
poron IGS 1 region (approximately 500 bp) was ampli-
fied by PCR using the oligonucleotide primers 26SF
(5"-ATCCTTTGCAGACGACTTGA-3") and 5SR (5
AGCTTGACTTCGCAGATCGG-3"). The PCR products
were sequenced with 26SF and 5SR using an ABI 3700
DNA sequencer with an ABI PRISM BigDye Terminator
Cycle Sequencing kit (Applied Biosystems, CA, USA),
according to the manufacturer’s instructions.

Genotyping T. asahii and molecular phylogenetic analysis

The IGS 1 sequences of the T. asahii strains determined in
this study were compared with DNA sequences deposited
in GenBank. The sequences were aligned using ClustalW
[17]. For the neighbor-joining analysis [18], the distances
between sequences were calculated using Kimura’s two-
parameter model [19]. A bootstrap analysis was conducted
with 100 replications [20].

Drug susceptibility testing

The minimum inhibitory concentrations (MICs) of ampho-
tericin B (AMPH-B), 5-flucytosine (5-FC), fluconazole
(FLCZ), miconazole (MCZ), itraconazole (ITCZ), mica-
fungin (MCFG), and voriconazole (VRCZ) were deter-
mined using a colorimetric antifungal susceptibility
testing kit (ASTY; Kyokuto Pharmaceutical Industry,
Tokyo, Japan), according to the manufacturer’s instructions.
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Fig. 1 Structure of the rRNA gene of Trichosporon species. The rDNA locus of the type strain, CBS 2479, of T. asahii consists of 18S (1787 bp),
the ITS 1 region (123 bp), 5.8S (156 bp), the ITS 2 region (175 bp), 26S (3380 bp), the IGS 1 region (485 bp), 5S (118 bp), and the IGS 2 region
(1610 bp). The total length of the rDNA locus is 7,834 bp. ITS, internal transcribed spacer; IGS, intergenic spacer region.
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The previously determined agreement between the ASTY
method and CLSI M27-A2 microdilution procedure was
97.7% in studies of 50 strains of 7. asahii [21].

Results
DNA-based molecular identification

Of the 107 strains that were tentatively identified as
T. asahii or Trichosporon spp. with the ID32 and API
20C AUX kits, 87 (81.3%) were found to be 7. asahii. The
remaining 20 strains consisted of 7. faecale (15, 14.0%),
T. asteroids (1,0.9%), T. coremiiforme (1,0.9%), T. japoni-
cum (1, 0.9%), and T. lactis (1, 0.9%). Since the DNA
sequence of one (GenBank accession number, AB39006)
of the 15 T. faecale strains differed from that of the type
T. faecale (AB066413) by 5.3%, it was tentatively treated
as a new genotype 3 of the specie (Fig. 2). The one remain-
ing strain of the 20, BO4, could not be identified as any
known Trichosporon species. The closest species were
T. asteroides and T. japonicum, for which the IGS1
sequence similarities were 89.4 and 89.2%, respectively.

Genotyping the T. asahii isolates

Of the 87 T. asahii clinical isolates, the major genotype
was 1 (69 strains, 79.3%), followed by genotypes 5
(7 strains, 8.0%), 3 (6 strains, 6.9%), 6 (3 strains, 3.4%),
and 4 (1 strains, 1.1%) (Fig. 3). The remaining strain
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could not be identified as any of the eight known 7. asahii
genotypes, so we designated it as a new genotype 9
(Fig. 2). Phylogenetically, the new genotype was posi-
tioned close to genotypes 1, 2, and 8 in the tree. T. asahii
genotypes isolated from Japanese, American, and Spanish
patients were added to Fig. 3 for comparison. The IGS
1 sequences of each genotypic strain ranged in length
from 485 to 490 bp.

Drug susceptibility testing

The MICs of seven antifungal agents (AMPH-B, 5-FC, FLCZ,
MCZ, ITCZ, VRCZ, and MCFG) were determined using
the ASTY colorimetric method. Table 1 shows the MIC,/
MIC90, geometric mean (GM), and range of the MICs of
the 87 T. asahii strains and 20 non-Trichosporonasahii
Trichosporon strains. All isolates were resistant to MCFG
(116 pg/mL) and the MICs of the T. asahii strains were
similar to those of the non-Trichosporonasahii Trichos-
poron strains. Greatest inhibition was found with voricon-
azole, with a GM MIC of 0.158 for T. asahii and 0.104 for
non-asahiiTrichosporon.

No relationship was observed between the MICs of
AMPH-B and azole agents. For the 107 strains, those with
AMPH-B GM MICs 11 pg/ml and s 1 pug/ml had FLCZ
GM MICs 14.333 pg/ml and 12.530 pg/ml, ITCZ GM
MICs 1.083 pg/ml and 1.120 pg/ml, and VRCZ GM MICs
0.140 pg/ml and 0.151 pg/ml, respectively.

Genotype 8 / AB439002
Genotype 9/ AB439003
Genotype 2 / AB072606

7

82 Kenotype 1/ AB081514

Genotype 7 / AB180194
Genotype 6 / AB180192
100 197-Genotype 5 / ABO71387
Genotype 4 / AB180191
Genotype 3 / AB072611

64 Trichosporon asahii

Trichosporon coremiformis | AB066406
100 |—Genotype 2/ AB439004

Fig. 2 Molecular phylogenetic trees con-
structed using the DNA sequence of the IGS 1 100
region including the new genotype strain from
Turkey. The DDBJ/GenBank/EMBL accession
numbers are also shown. The numbers indicate
the confidence level from 100 replicate boot-
strap samplings (frequencies below 50% are
not shown). Knuc, Kimura’s parameter [19].
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Fig. 3 The distribution of each genotype of Trichosporon asahii.
Information on the distribution of Japanese, American, and Spanish
T. asahii isolates is included for comparison [15,28].

Discussion

The D1/D2 region of the large subunit (LSU) and ITS
region of the RNA gene have been widely used in the

molecular identification of pathogenic fungi, and an
enormous number of DNA sequences for these regions
are deposited in GenBank [22,23]. In general, when
there is a 01% difference in the D1/D2 LSU or ITS
regions between two strains, there is a high degree of
probability that they are distinct species [24]. However,
several species in the genus Trichosporon do not conform
to this standard. For example, 7. montevideense and
T. domesticum, which are the causative agents of summer-
type hypersensitive pneumonitis, share identical nucle-
otide sequences in their ITS regions, but differ at two
positions in D1/D2 LSU. Likewise, the nucleotide
differences in the ITS regions and D1/D2 LSU among
T. asahii, T. coremiiforme, and T. faecale are very small,
i.e., only one or two base pairs. Sugita et al. [15] first
introduced the usefulness of the IGS region for identify-
ing closely related Trichosporon species, as this region
is more diverse than ITS or LSU. There is an approxi-
mately 20% difference among 7. asahii, T. coremiiforme,
and 7. faecale and a 7% difference between T. domesti-
cum and T. montevideense in the IGS1 region. In the
genus Trichosporon, the nucleotide difference in the
IGS1 region of two strains is generally s 50% when
the nucleotide difference in the ITS regions of the same
two strains is only 2%. Recently, many researchers have
adopted the IGS region for the identification of patho-
genic yeasts [25-30].

Table 1 Antifungal susceptibility of clinical isolates of T. asahii and non-asahii Trichosporon species

MIC (ug/mL)

AMPH-B 5-FC FLCZ

Species MIC50/MIC90 GM Range  MIC50/MIC90 GM Range  MIC50/MIC90 GM Range
T. asahii (87)* 172 1.138 0.125-4 16/16 1293 0.125-32 8/16 13.66 4-64
Non-asahii spp. (20) 0.5/1 0.597 0.125-2 16/16 14.91 4-32 8/8 7.455 0.5-2

T. faecale (15) 0.570 0.125-2 17.5 8-32 7.75 4-64

T. japonicum (1) - 0.5 - 8 - 2

T. asteroides (1) - 1 - 8 - 16

T. coremiforme (1) - 0.5 - 4 - 2

T. lactis (1) - 0.5 - 8 - 8

New Trichosporon sp. (1) - 1 8 16

MIC (ug/mL)
MCZ ITCZ VRCZ

Species MIC50/MIC90 GM Range MIC50/MIC90 GM Range  MIC50/MIC90 GM Range
T. asahii (87)* 12 1.152 0.5-4 172 0.985 0.25-2 0.125/0.25 0.154  0.03-0.25
non-asahii spp. (20) 1/1 0.977 0.5-2 1/1 0.955 0.5-2 0.125/0.125 0.103  0.03-0.25

T. faecale (15) 1.031 0.5-2 0.937 0.5-1 0.105  0.06-0.25

T. japonicum (1) - 0.5 - 0.5 - 0.06

T. asteroides (1) - 1 - 2 - 0.125

T. coremiforme (1) - 0.5 - 0.5 - 0.03

T. lactis (1) - 1 - 1 - 0.125

New Trichosporon sp. (1) 1 2 -0.25

“Number of strains examined
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Interestingly, approximately 20% of the isolates in our
study were 7. coremiiforme and T. faecale, although
T. asahii (major agent) and 7. mucoides (minor agent)
are usually the causative agents of deep-seated trichos-
poronosis. T. coremiiforme and T. faecale are considered
non-pathogenic yeasts, and are mainly isolated from
the environment, e.g., soil. Rodriguez-Tudela et al. [28]
also identified Trichosporon clinical isolates from
Spanish and Argentinean patients using IGS sequence
analysis. The number of strains examined was limited,
but of 25 strains obtained from deep-seated sites, 14 were
T. asahii and 10 were non-Trichosporon asahii Trichos-
poron species, including T. coremiiforme, T. dermatis, T.
faecale, T. inkin, T. jirovecii, T. japonicum, and T. ovoides.
In Turkey, the first case of T. japonicum infection in a
child following bone-marrow transplant was reported in
2008 [14].

Strain B04 could not be identified as any known
Trichosporon species. The IGS1 sequence similarity
between B04 and the closest phylogenetic species, 7. aster-
oides and T. japonicum, was approximately 10%. As yet,
there is no consensus on taxonomic criteria for the IGS
region among yeast scinetists, although Sugita et al.
[15] reported that con-specific strains in the genus Tricho-
sporon had approximately 95% DNA sequence similarity.
According to their proposal, strain B04 is considered to be
a new species in the genus Trichosporon, although further
taxonomic investigation is needed. In this paper, we treat
strain B04 as a Trichosporon spp. Our study also demon-
strates that molecular identification using IGS sequence
analysis is a powerful tool for identifying members of the
Trichosporon genus.

T. asahii, the major pathogen causing trichosporonosis,
has eight genotypes in the IGS1 region. Sugita et al. [15]
first showed that IGS genotyping could be used as a tool
for global epidemiological studies. The distribution of
each T. asahii genotype in Japan, the United States, and
Spain is also shown in Fig. 3. The genotype distribution
pattern of Turkish isolates is similar to that of Japanese
isolates, i.e., genotype 1 strains constituted approximately
80% of all isolates. The major genotypes among American
patients are 3 and 5, whereas 1 and 5 are the major types
in Spain, although numbers are limited. In this study, we
identified a new genotype strain (type 9) from a urine
sample. Previously, our research group isolated a genotype
8 strain from a Turkish patient. Of the T. faecale strains,
a genotype 2 strain was also previously isolated from a
superficial site of a Turkish patient. In this study, we iso-
lated a new genotype strain (type 3) for 7. faecale from a
urine sample. The first case report of infection due to
T. faecale was in Germany [31]. Thus, although 7. faecale
is considered to be non-pathogenic, it may cause infection
in rare instances.

© 2010 ISHAM, Medical Mycology, 48, 141-146

The MICs of the antifungal agents examined in this
study for Turkish Trichosporon isolates were similar to
previous reports [29,32,33]. Namely, the microorganism
showed low susceptibility to AMPH-B, 5-FC, and FLCZ.
VRCZ was the most active compound. Regarding the drug
susceptibility of non-Trichosporon asahii Trichosporon
isolates, the MICs are similar to those of 7. asahii, based
on a few reports.

In conclusion, we elucidated the characteristics of
Turkish Trichosporon clinical isolates by examining
107 isolates obtained from six laboratories. Turkish
Trichosporon appears to be more diverse than in other
countries.

Acknowledgements

This study was supported in part by a Health Science
Research Grant for ‘Research on Emerging and Re-emerging
Infectious Diseases’ from the Ministry of Health, Labor,
and Welfare, and a Research Grant for ‘High-Tech Research
Center Project’ from the Ministry of Education, Culture,
Sports, Science and Technology (TS). Dr Ayse Kalkanci,
who is the first author, was funded as a visiting scientist
by an Onda Scholarship provided by Meiji Pharmaceu-
tical University.

Declaration of interest: The authors report no conflicts of
interest. The authors alone are responsible for the content
and writing of the paper.

References

—_

Erer B, Galimberti M, Lucarelli G, et al. Trichosporon beigelii: a
life-threatening pathogen in immunocompromised hosts. Bone
Marrow Transplant 2000; 25: 745-749.

2 Fleming RV, Walsh TJ, Anaissie EJ. Emerging and less common

fungal pathogens. Infect Dis Clin North Am 2002; 16: 915-933.

Walsh TJ, Groll A, Hiemenz J, et al. Infections due to emerging and

uncommon medically important fungal pathogens. Clin Microbiol

Infect 2004; 1: 48-66.

4 Girmenia C, Pagano L, Martino B, et al. Invasive infections caused

by Trichosporon species and Geotrichum capitatum in patients

with hematological malignancies: a retrospective multicenter study

from Italy and review of the literature. J Clin Microbiol 2005; 43:

1818-1828.

Matsue K, Uryu H, Koseki M, et al. Breakthrough trichosporonosis

in patients with hematologic malignancies receiving micafungin.

Clin Infect Dis 2006; 15: 753-757.

6 Bayramoglu G, Sonmez M, Tosun I, ez al. Breakthrough Trichosporon
asahii fungemia in neutropenic patient with acute leukemia while
receiving caspofungin. Infection 2008; 36: 68—70.

7 Toriumi'Y, Sugita T, Nakajima M, et al. Antifungal pharmacodynamic
characteristics of amphotericin B against Trichosporon asahii, using
time-kill methodology. Microbiol Immunol 2002; 46: 89-93.

8 Wolf DG, Falk R, Hacham M, et al. Multidrug-resistant Trichosporon

asahii infection of nongranulocytopenic patients in three intensive

care units. J Clin Microbiol 2001; 39: 4420—4425.

(98]

W

220z ¥snbny gz uo Jesn NONTOLMIY AINN OVANTN AQ vEEYPEL/L YL/ L/8F/o101E/AlW/WOod dno dlWwapede//:sdjy Wwoly papeojumoq



Kalkanci et al.

10

1

—_

12

13

14

15

16

17

19

20

2

—_

22

Falk R, Wolf DG, Shapiro M, et al. Multidrug-resistant Trichosporon
asahii isolates are susceptible to voriconazole. J Clin Microbiol
2003; 41: 911.

Guého E, Improvisi L, de Hoog et al. Trichosporon on humans: a
practical account. Mycoses 1994; 37: 3-10.

Kustimur S, Kalkanci A, Caglar K, et al. Nosocomial fungemia due
to Trichosporon asteroides: firstly described bloodstream infection.
Diagn Microbiol Infect Dis 2002; 43: 167-170.

Padhye AA, Verghese S, Ravichandran P, et al. Trichosporon loubieri
infection in a patient with adult polycystic kidney disease. J Clin
Microbiol 2003; 41: 479-482.

Kendirli T, Cift¢i E, Ince E, et al. Successful treatment of Trichos-
poron mucoides infection with lipid complex amphotericin B and
5-fluorocytosine. Mycoses 2006; 49: 251-253.

A(irbasli H, Bilgen H, Ozcan SK, et al. Two possible cases of
Trichosporon infections in bone-marrow-transplanted children: the
first case of T. japonicum isolated from clinical specimens. Jpn J
Infect Dis 2008; 61: 130-132.

Sugita T, Nakajima M, Ikeda R, er al. Sequence analysis of the
ribosomal DNA intergenic spacer 1 regions of Trichosporon species.
J Clin Microbiol 2002; 40: 1826-1830.

Makimura K, Murayama SY, Yamaguchi H. Detection of a wide
range of medically important fungi by the polymerase chain reac-
tion. J Med Microbiol 1994; 40: 358-364.

Thompson JD, Higgins DG, Gibson TJ. CLUSTAL W: improving
the sensitivity of progressive multiple sequence alignment through
sequence weighting, position-specific gap penalties and weight
matrix choice. Nucleic Acids Res 1994; 22: 4673—-4680.

Saitou N, Nei M. The neighbor-joining method: a new method for
reconstructing phylogenetic trees. Mol Biol Evol 1987; 4: 406-425.
Kimura M. A simple method for estimation of evolutionary rate of
base substitutions through comparative studies of nucleotide sequences.
J Mol Evol 1980; 16: 111-120.

Felsenstein J. Confidence limits on phylogenies: an approach using
the bootstrap. Evolution 1985; 39: 783-791.

Kalkanci A, Mehka N, Poonwan N, et al. Comparative evaluation
of Trichosporon asahii susceptibility using the ASTY colorimetric
microdilution method and the CLSI M27-A2 broth microdilution
reference method. Microbiol Immunol 2008; 52: 435-439.

Kurtzman CP, Robnett CJ. Identification of clinically important
ascomycetous yeasts based on nucleotide divergence in the 5’ end of

This paper was first published online on Early Online on 22 May
2009.

23

24

25

26

27

28

29

30

3

—_

32

33

the large-subunit (26S) ribosomal DNA gene. J Clin Microbiol 1997,
35: 1216-1223.

Sugita T, Nishikawa A. Molecular taxonomy and identification of
pathogenic fungi based on DNA sequence analysis. Nippon Ishinkin
Gakkai Zasshi 2004; 45: 55-58.

Sugita T, Nishikawa A, Tkeda R, et al. Identification of medically
relevant Trichosporon species based on sequences of internal tran-
scribed spacer regions and construction of a database for Trichos-
poron identification. J Clin Microbiol 1999; 37: 1985-1993.

Sugita T, Ikeda R, Shinoda T. Diversity among strains of Crypto-
coccus neoformans var. gattii as revealed by a sequence analysis of
multiple genes and a chemotype analysis of capsular polysaccharide.
Microbiol Immunol 2001; 45: 757-768.

Sugita T, Takeo K, Hama K, et al. DNA sequence diversity of
intergenic spacer I region in the non-lipid-dependent species
Malassezia pachydermatis isolated from animals. Med Mycol
2005; 43: 21-26.

Sutar R, David JK, Ganesan K, et al. Comparison of ITS and IGS1
regions for strain typing of clinical and non-clinical isolates of
Pichia anomala. J Med Microbiol 2004; 53: 119-123.
Rodriguez-Tudela JL, Gomez-Lopez A, Alastruey-Izquierdo A, et al.
Genotype distribution of clinical isolates of Trichosporon asahii
based on sequencing of intergenic spacer 1. Diagn Microbiol Infect
Dis 2007; 58: 435-440.

Rodriguez-Tudela JL, Diaz-Guerra TM, Mellado E, et al. Suscepti-
bility patterns and molecular identification of Trichosporon species.
Antimicrob Agents Chemother 2005; 49: 4026-4034.

Bhardwaj S, Sutar R, Bachhawat AK, et al. PCR-based
identification and strain typing of Pichia anomala using the
ribosomal intergenic spacer region IGS1. J Med Microbiol 2007;
56: 185-189.

Hahner D, Kirschner R, Piepenbring M, et al. First isolation of the
anamorphic basidiomycetous yeast Trichosporon faecale in Germany,
from the skin of a patient with tinea pedis. Mycopathologia. 2008;
165: 149-153.

Paphitou NI, Ostrosky-Zeichner L, Paetznick VL, et al. In vitro
antifungal susceptibilities of Trichosporon species. Antimicrob
Agents Chemother 2002; 46: 1144—1146.

Li HM, Du HT, Liu W, er al. Microbiological characteristics of
medically important Trichosporon species. Mycopathologia. 2005;
160: 217-225.

© 2010 ISHAM, Medical Mycology, 48, 141-146

220z ¥snbny gz uo Jesn NONTOLMIY AINN OVANTN AQ vEEYPEL/L YL/ L/8F/o101E/AlW/WOod dno dlWwapede//:sdjy Wwoly papeojumoq



