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FIGURE 6. The C locus controlled the Cameo2 expression in a tissue-specific manner likely by a cis-regulatory manner. A, schematic diagram of the
principle of SNP analysis in F1 to elucidate whether Cameo2 expression is controlled in a cis-regulatory or trans-acting manner. B, SNP analysis in Cameo1 and
Cameo2 of the C, +<, and F1 larvae. mRNA and genomic DNA were from the middle and posterior silk glands, respectively. The stage was V2-V4. The SNP sites
are indicated in supplemental Fig. S2. Similar SNP patterns were obtained from three individuals of F1 larvae. C and D, examination of tissue distribution of
Cameo2 by Northern blotting (C) and RT-PCR (D) analyses. rpL3 is an internal control (28). The stage was WO unless otherwise noted. E and F, comparison of
carotenoid pigmentation in the silk gland, testis, and ovary between the Cand + allele strains. Stages are indicated on the figures. White around the testis or

ovary were fat body. Scale bar, 1 cm.

DISCUSSION

Recent improvements in the assembly of genome sequences
(22) and physical marker resources (32, 33, 55) have made it
feasible to clone mutant genes via positional cloning methods
in the silkworm. Using these facilities, we attempted to eluci-
date the molecular identity of the C gene, a classical cocoon-
color mutant gene mediating the cellular uptake of lutein in
coordination with the Y gene in the middle silk gland (Fig. 1).
Two paralogous membrane-spanning protein genes belonging
to the CD36 gene family, Cameol and Cameo2, were then
cloned from the narrowed 375-kb interval of the C-linked
region (see Figs. 2 and 3). Based on expression analysis (see Figs.
4 and 5) and transgenic rescue of the phenotype (see Fig. 7), the
Cgeneis considered to encode Cameo2 and control the cellular
uptake of lutein in the middle silk gland by regulating Cameo2
expression at a transcriptional level. The nucleotides responsi-
ble for the C mutation may correspond to a cis-regulatory ele-
ment of Cameo2, which controls Cameo2 expression in the
middle silk gland in a specific manner (Fig. 6).
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Based on the results presented here, along with those of pre-
vious studies of CBP, we propose a hypothetical transport path-
way for lutein in the C and +€ allele strains (see Fig. 7F). In the
larval body of the C allele strain with the background of the Y
allele, Cameo2 is expressed in the midgut, middle silk gland,
ovary, and testis. CBP is also expressed in these tissues (12, 13).
Dietary mulberry leaves containing lutein are digested in the
midgut lumen. Lutein is then absorbed into the midgut cells,
possibly by Cameo2, and binds to CBP in the midgut cell to
diffuse in the cytosol, which in turn transfers it to lipophorin in
the hemolymph. Lipophorin reaches the middle silk gland and
the genital organs via hemolymph, and then binds to the
lipophorin receptor on each tissue. The lipophorin receptor on
these tissues would be Cameo?2 itself, another membrane recep-
tor such as the vertebrate very low density lipoprotein receptor-
like protein (56), or their complexes. Lutein is transported into
these tissues by a membrane lutein transporter, which could be
Cameo?2 itself, where it binds to CBP in the cytosol again, result-
ing in yellow coloration of these tissues. In the + € allele strain
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FIGURE 7. Restoration of the phenotype of lutein accumulation by transgenic expression of Cameo2.
A, organization of the transgenic vector used. ITR, inverted terminal repeats of piggyback; term, SV40
terminator, 3xP3, eye-specific promoter. B, silk glands of the GAL4/UAS (Ser1-GAL4/UAS-Cameo?2) line,
which was supposed to express Cameo?2 in the middle silk gland by the binary system (30), and the GAL4
line as a control. The stage was W0. We confirmed similar stronger colorations in the GAL4/UAS line than
the GAL4 line by observation of eight larvae of the GAL4/UAS line and 10 larvae of the GAL4 line. C, a
representative chart of the reverse-phase HPLC analysis of carotenoid composition of the middle silk
gland in the transgenic larvae. The stage was WO. Detection was at 474 nm. Peak positions 1, 2, 3,4, 5, 6,
and 7 correspond to the elution of 3'-dehydrolutein, 13-cis-lutein, unknown lutein derivative, lutein (trans
lutein), zeaxanthin, 9-cis-lutein, and B-carotene, respectively. p-Carotene was barely detectable in the
middle silk gland of the GAL4/UAS line. D, lutein concentration in the middle silk gland of the GAL4/UAS
line and the GAL4 line (mean, S.E.; n = 3). The stage was WO. Statistical significance (p < 0.01) was analyzed
by Student's t test. £, cocoon colors of the GAL4/UAS and GAL4 lines. All individuals analyzed in B-E
exhibited the yellow hemolymph. Scale bar, 1 cm. F, model of the transport pathway for lutein in the larvae
of the C and + € allele strains. Lutein is transported into the tissues where both Cameo2 and CBP express.
Cameo2 in the internal organs would act as the lipophorin receptor and/or the membrane lutein trans-
porter. See “Discussion” for details.

Although the midgut expresses
both Cameo2 and CBP, its feature in
the cellular absorption of carote-
noids is different from that of the
middle silk gland as the midgut
absorbs a certain amount of 3-caro-
tene in addition to lutein (8, 9).
Although the present data do not
deny the involvement of Cameo2 in
the carotenoid absorption of the
midgut, there would be other mech-
anisms/factors than those of the
middle silk gland.

The function of Cameol remains
elusive. Although the present re-
sults do not exclude the possibility
that Cameol is involved in the cel-
lular uptake of lutein, detection of
Cameol expression in broad tissues
(see Figs. 5D and supplemental S4)
implies that Cameol may be associ-
ated with a more ubiquitous func-
tion rather than tissue-specific con-
trol of lutein accumulation. It is
noteworthy that tandem arrays of
several paralogous genes of the
CD36 gene family such as Cameol
and Cameo2 are frequently ob-
served in the silkworm (Fig. 3D) and
Dipterans (48), whereas the physio-
logical meaning of these tandem
arrays is unknown.

Historically, the C mutant was
originally found to produce white
cocoons even though the color of
hemolymph is yellow (57, 58). This
was in contrast to the belief at that
time that cocoon color is inevitably
correlated with hemolymph color.
The genetic mechanism of cocoon
coloration by carotenoids has been
investigated for biological and
commercial purposes in part
because cocoon-color genes are
useful genetic markers for breeding
that do not require sophisticated
equipment, and cocoon colors
impart distinctive color traits on
some kinds of silk production. The
present study identifies Cameo2 as a

OLOZ ‘01 Y2JB U0 'OPNAMNITN NISNVX NSLIINMOM 1e B100gf mmm wioy pepeojumoq

with the background of the Y allele, lutein would be similarly
transferred to lipophorin and absorbed into the genital organs,
whereas the middle silk gland rarely accumulates lutein due to
its low level of Cameo2 expression. As both the CD36 family
genes and the START domain-containing genes are prevalent
in animals, coordination between them could also occur in
other systems of selective lipid transport, as presumed for the
mammalian steroidogenic system (36).

AV ON
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molecular genetic tool for regulating cocoon color; however,
the intensity of cocoon pigmentation by transgenic expression
of Cameo2 might not be enough to generate a convenient phe-
notype for breeding or commercial value (Fig. 7E). The weak-
ness of coloration could, at least in part, be due to low uptake of
lutein in the middle silk gland (Fig. 7D), which was 5-10-fold
lower than that of the native C allele strain at W0 (data not
shown). We expect that development of a more efficient
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expression system for the transgene product in the middle silk
gland would enhance the intensity of transgenic cocoon color.

Our results demonstrate that in one mutant of a mem-
brane protein, the Cameo2 mutant, lutein uptake of the mid-
dle silk gland is affected. One possible explanation for these
observations is that Cameo2 is in the lutein-specific transfer
factor present at the cell surface of the middle silk gland,
which transports lutein from extracellular lipophorin to the
intracellular CBP. A number of questions, however, remain.
First, it is not yet known whether there are direct interac-
tions between lipophorin and Cameo2 or Cameo2 and CBP.
Although CLAMP (59), a PDZ domain-containing cytosolic
protein, fatty acid-binding protein (60), and Src family proteins
(61) have been suggested to have a physical interaction with the
cytosolic region of SR-BI or CD36, they show no significant
homology to CBP. Second, the site at which the selectivity for
lutein is determined remains elusive. As the Y gene is involved
in absorption of both lutein and B-carotene from the midgut
lumen into midgut cells (8, 9) and combination of the Y gene
and the Flesh gene, another cocoon-color mutant gene, facili-
tates the selective uptake of 3-carotene in the posterior part of
the middle silk gland (8, 62), the selectivity for lutein can be
expected to be determined solely by Cameo2. However, the
molecular properties of this CD36 family member that are
responsible for lipid selectivity have yet to be determined. Bio-
chemical and histological approaches with the C and Y mutants
to these questions may reveal mechanisms by which dietary
carotenoids are selectively transported to target tissues by
relays of multiple factors to perform their diverse physiological
functions.
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ABSTRACT

Anisakid nematodes are known to cause the zoonotic disease, anisakiasis, through the consumption of raw or
undercooked fish. The parasites most frequently associated with the disease in humans are categorized as
Anisakis type I, which comprise several species of the genus Anisakis. The larvae show primitive forms and
lack the detailed morphological characteristics required for precise species identification. Thus, molecular
characterization is necessary for determining the species of Anisakis type I larvae and acquiring important
clinical and epidemiological information. In this study, we isolated Anisakis type I larvae from hairtail fish
caught off the coasts of Taiwan and Japan. The ribosomal DNA (rDNA) internal transcribed spacer (ITS)
region was sequenced, and restriction fragment length polymorphism (RFLP) analyses using Hinfl and Hhal
was carried out for species identification. Most larvae isolated from hairtail caught in Taiwan were Anisakis
typica (84%), while those isolated from hairtail caught in Japan were almost exclusively identified either as
Anisakis simplex sensu stricto (65%) or Anisakis pegreffii (33%). This is the first report of A. typica in fish
obtained from Taiwan. Our results shed the light on the epidemiology of Anisakis type I larvae, which is a
potential cause of human anisakiasis in Taiwan and Japan.

© 2010 Elsevier B.V. All rights reserved.

1. Introduction

Larvae of anisakid nematodes are commonly found in marine fish
and squid. Many cases of human anisakiasis caused by larvae belonging
to the family Anisakidae have beenreported in Japan and other countries
due to the increasing popularity of eating raw fish (Lymbery and Cheah,
2007). Berland (1961) classified the larvae of anisakid nematodes into
only two types, namely Anisakis types I and 11, based on morphological
characteristics such as the length of the ventriculus and presence/
absence of mucron at the tip of the tail. The type I larvae were recognized
as the parasite most frequently associated with human anisakiasis
(Oshima, 1972; Smith and Wootten, 1978). Controversy regarding the
species names of Anisakis type I and II larvae still remains because the
larvae lack the detailed morphological characteristics required for
precise species identification. The use of allozyme markers made it
possible for the type I morphotypes to be identified as Anisakis pegreffii,
Anisakis simplex sensu stricto, Anisakis simplex C, Anisakis typica, and
Anisakis ziphidarum (Mattiucci et al., 1997, 2002; Paggi et al., 1998). The
former three species have been recognized as sibling species belonging

* Corresponding author. Tel.: +81 3 5285 1111; fax: +81 3 5285 1173.
E-mail address: hsugi@nih.go.jp (H. Sugiyama).

0168-1605/$ - see front matter © 2010 Elsevier B.V, All rights reserved.
doi:10.1016/j.ijfoodmicro.2010.08.011

to Anisakis simplex sensu lato. The species comprising Anisakis types |
and type II have also been characterized by sequencing and restriction
fragment length polymorphism (RFLP) analyses of the ribosomal DNA
(rDNA) internal transcribed spacer region (ITS region), namely the 5.8S
rDNA and flanking ITS regions, ITS1 and ITS2 (Mattiucci and Nascetti,
2006, 2008). The classifications based on allozyme markers were fully
consistent with the results obtained by these molecular methods.

It is imperative to identify Anisakis type I larvae detected in food fish
in order to improve food safety. Hairtail is one of the most common and
economically important food fish in the East and South China Seas. In
Japan, Taiwan, and Korea, hairtail is often sold in markets and is favored
for raw consumption as sashimi or sushi. However, few studies have
investigated the molecular identification of anisakid larvae isolated
from hairtail (Shih, 2004). Therefore, in this study, we detected Anisakis
type I larvae in hairtail collected from Taiwan and Japan and applied
these molecular methods for species identification.

2. Materials and methods
2.1. Parasite materials

Seven hairtail (Trichiurus spp.) specimens caught off the coast of
each of the following 5 localities were examined for anisakid larvae:
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Taichung, Taiwan, and Nagasaki, Kochi, Wakayama and Shizuoka
prefectures, Japan. We purchased the fish at retail fish markets in the
respective localities, except for fish from Nagasaki, which were
purchased from a retail fish market in Tokyo. Fish were examined
immediately after transfer to our laboratory in Taichung (samples
from Taiwan) or in Tokyo (samples from Japan).

Anisakid larvae were isolated from the visceral surface and body
cavity of the fish. The larvae were observed under light and dissection
microscopes for morphological identification (Ishii et al., 1989), and
third-stage larvae of Anisakis type 1 were used for further molecular
investigation.

2.2. DNA amplification

DNA samples were extracted from individual worms using a
DNeasy Blood and Tissue Kit (Qiagen K. K., Tokyo, Japan) according to
the manufacturer's instructions. The entire ITS region (ITS1, 5.8S rDNA
and ITS2) was amplified by PCR using primers NC5 (forward; 5'-
GTAGGTGAACCTGCGGAAGGATCATT-3’) and NC2 (reverse; 5'-
TTAGTTTCTTTTCCTCCGCT-3") (Abe et al., 2005). PCR was conducted
using a mixed solution (5 pl) of extracted DNA as a template, with a
reaction mixture (45 pl) containing 1.25 units of TaKaRa EX Taq, 1x PCR
buffer (10 mM Tris-HCl pH 8.3, 50 mM KCl, 1.5 mM MgCl,), 0.2 mM of
each dNTP (Takara Bio Inc., Shiga, Japan) and 0.5 pM of each primer. PCR
was performed using a LittleGene PCR machine (Bioer, Hangzhou, China)
with 35 cycles as follows: denaturation at 98 °C for 5 s, annealing at 52 °C
for 30 s, and extension at 72 °C for 60 s. A final extension was carried out at
72 °C for 10 min. The PCR products were separated by electrophoresis on
1.0% Seakem GTG agarose gels (Lonza Rockland, Inc., Rockland, ME, USA)
in Tris-borate-EDTA buffer and visualized by illumination with short-
wave ultraviolet light after ethidium bromide staining.

2.3. RFLP analysis

Restriction enzymes Hinfl and Hhal (New England Biolabs,
Ipswithch, MA, USA) were used in the RFLP analysis for identifying
the species of Anisakis type I, according to the genetic key of D'Amelio
et al. (2000). The PCR products were digested according to the
manufacturer's recommendations. The digested samples were then
separated by electrophoresis on 2.0% Seakem GTG agarose gels (Lonza
Rockland, Inc.) and visualized as previously described.

2.4. Sequencing

The PCR products were excised from the agarose gels and
sequenced using a BigDye Terminator Cycle Sequencing Kit (Applied
Biosystems Inc., Foster City, CA, USA) on an automated sequencer
(ABI3100, Applied Biosystems). Sequence similarities were deter-
mined by a BLAST search of the DNA Data Bank of Japan (DDB]J)
(http://blast.ddbj.nig.ac.jp/top-j.html). Sequence alignment and com-
parison was facilitated by the GENETYX-WIN program (ver.7.0,
Software Development Co, Tokyo, Japan).

3. Results
3.1. Detection of Anisakis type I larvae from Taiwan and Japan

Six of the 7 hairtails from Taiwan and 15 of the 28 hairtails from
Japan were positive for anisakid nematodes (Table 1), and 110 and 61
larvae were identified as Anisakis type 1 from these locations,
respectively. The identification was based on the presence of a long
ventriculus with an oblique ventricular-intestinal junction and a
rounded tail possessing a mucron.

Table 1

Molecular identification of the Anisakis type I larvae.
Locality Date of No. of fish No. of parasites

wlidion Infected/examined Collected Identified as
At* Ap® As*

Taiwan (Taichung) 14 Oct 2008 6/7 110 93 .15 2
Japan (Nagasaki) 3 Dec 2008 5/7 20 0,20 0O
Japan (Kochi) 13 Jul 2010 1/7 2 0: 0 2
Japan (Wakayama) 18 Jul 2010 2/7 6 Q078
Japan (Shizuoka) 12 Jul 2010 777 33 1.0 32
2 A. typica.
b A. pegreffii.

€ A. simplex sensu stricto.

3.2. PCR-RFLP analysis

Amplification of the entire ITS region produced a single band of
about 950 bp for all specimens. In RFLP, digestion of the PCR products
with Hinfl produced three different RFLP patterns, corresponding to A.
typica (ca. 590 and 330 bp), A. pegreffii (ca. 330, 280 and 240 bp), or A.
simplex s. str. and A. simplex C (ca. 620 and 240 bp) (Fig. 1). For
specimens showing the A. simplex s. str. and A. simplex C patterns, we
then digested their respective PCR products only with Hhal and
confirmed bands of ca. 530 and 420 bp for the A. simplex s. str. pattern
(data not shown). Based on RFLP analyses of the 110 larvae from
Taiwan, 93 (84%) were identified as A. typica, 15 (14%) were A.
pegreffii, and 2 (2%) were A. simplex s. str. However, among 61
specimens from Japan, 40 (65%) were identified as A. simplex s. str., 20
(33%) were A. pegreffii, and 1 (2%) was A. typica (Table 1, Fig. 2).

3.3. Sequence of the entire ITS region

Entire ITS region sequences were determined for 5 larvae of A.
typica, 5 larvae of A. pegreffii, and 1 larva of A. simplex s. str. from
Taiwan as well as 1 larva of A. typica from Japan. No intraspecific
differences were found in the sequences of these specimens.
Similarity searches of the GenBank/EMBL/DDBJ nucleotide database
revealed that the sequence of A. typica was identical to deposited
sequences of the same species obtained at the larval stage from chub
mackerel (Scomber japonicus, accession number AB432908) and at the

1 2 3 M

Fig. 1. RFLP analysis with Hinfl of the ITS PCR products amplified from the Anisakis type |
larvae, Lane 1: A. simplex sensu stricto; Lane 2: A. pegreffii; Lane 3: A. typica. The 100-bp
DNA ladder marker was used to estimate the size of the bands (lane M).
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Fig. 2. Distribution of A. typica (At), A. pegreffii (Ap) and A. simplex sensu stricto (As) isolated from hairtail caught in coastal areas of Taiwan and Japan. Pie charts show the distribution
of Anisakis type I larvae based on analysis of the rDNA ITS region. The numbers in square brackets and after the abbreviations of the species (At, Ap and As) represent the number of

larvae examined and identified, respectively.

adult stage from rough-toothed dolphin (Steno bredanensis,
AB479120). The nucleotide sequence of A. typica from Taiwan
determined in this study has been deposited in the DDBJ/EMBL/
GenBank database under the accession number AB551660. The
sequences of A. pegreffii and A. simplex s. str. were also found to be
identical to deposited sequences of each species obtained from chub
mackerel (S. japonicus, AB277823) and arabesque greenling (Pleuro-
grammus azonus, AB277822), respectively.

The ITS sequence of A. simplex reported by Shih (2004) was not
available from the GenBank/EMBL/DDBJ (shown in Fig. 3). Shih also
isolated larvae for sequencing analysis from hairtail from Taiwan.
Comparison with the sequence obtained in this study revealed that
the sequence reported by Shih was 99% and 77% similar to those of A.
typica and A. simplex s. str., respectively (Fig. 3).

4. Discussion

Anisakiasis is a zoonotic disease caused by the ingestion of anisakid
nematodes in raw or undercooked fish. In previous reports, almost all the
larvae recovered from humans have been identified as Anisakis type I
based on their morphological characteristics (Oshima, 1972; Smith and
Wootten, 1978). Since Anisakis type I is a morphotype comprising several
species of the genus Anisakis, molecular characterization of Anisakis type I
larvae is necessary for identifying each clinically and epidemiologically
important species.

In this study, we observed that most of the larvae isolated from
hairtail specimens from Taiwan were that of A. typica. To the best of
our knowledge, this is the first report of A. typica in fish from Taiwan.
In addition, a larva of A. typica was first detected in a hairtail specimen
from Japan, though this species has been isolated from mackerel in
Japan (Umehara et al., 2008a; Suzuki et al., 2010). In Asian countries

besides Taiwan and Japan, A. typica has been reported in China, Korea,
Indonesia and Thailand (Zhu et al.,, 2007; Chen et al., 2008; Palm et al.,
2008; Lee et al., 2009; Du et al., 2010).

Shih (2004) reported the isolation of anisakid larvae from hairtail
from Taiwan and sequenced the rDNA ITS region. Surprisingly, the so-
called A. simplex sequence determined by Shih had a 99% similarity to
the sequence of A. typica in this study. This implies that the sequence
of anisakid larvae reported by Shih was probably that of A. typica, and
not of A. simplex. According to the review by Mattiucci and Nascetti
(2006, 2008), A. typica is widely distributed between 30°S and 35°N in
warm and tropical waters. Nevertheless, there have been few reports
of A. typica detected in both paratenic host fish and definitive host
marine mammals. Kagei (2003) reported that the number of worms of
A. typica in the definitive host was less than that for A. simplex. The
lack of reports of A. typica might also be due to insufficient recognition
of the species and hence misidentification of A. typica as A. simplex.

The sequence of A. typica obtained in this study was identical to the
two sequences already deposited in the GenBank/EMBL/DDB]
(AB432908 and AB479120). However, when compared with the
sequence reported by Shih as A. simplex, the A. typica sequence
differed by 4 nucleotides in the ITS1 region and 1 nucleotide in the
ITS2 region. Previous studies have reported geographical intraspecific
variations in the entire ITS region of A. typica from Indonesia and
Brazil (Palm et al., 2008, Ifiiguez et al., 2009). This may indicate that
some genotypes of A. typica are globally distributed in the ocean.

Japanese people traditionally eat fish raw as sushi and sashimi, and
over 2000 cases of human anisakiasis are estimated to occur annually
(Chai et al, 2005). In Taiwan, consumption of raw fish is also a
common practice, and anisakiasis is therefore an important consid-
eration. However, only one case has been reported in Taiwan to date,
and the causative pathogen was not identified (Ishikura, 2003).
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ATCGAGCGAATCCAAAACGAAAAAGTC TCCCAACCGTGCATACCGCCCATTTACATCT TGCT IGTGAGCCGCACGGAAACTC
ATCGAGCGAATCCAAAACGARAAAGTC TCCCAACGT GCATACCGCCCATTTGCATGT TGT TIGTGAGCCGCACGGAAACTC
ATCGAGCGAATC CAAAACGAAAAACTC TCCCAACCTGCATACCCCCCATTTGCATCT IGT ICTGAGCCCCACGGARAC TC
ATCGAGCGAATCCAAAACGARAAAGTC TCCCAACGTGCATACCCCCCATTTGCATCT TGT TCTGAGCCGCACCGAAACTC

ARRREIREAREARAARAARATIARARARRR AR RARARRATAIARANAAARAARE AR AR AR AR RN ARAR AR ARXARRNA A

GTACACGTT TGTGGT GGT GATAGCCGTCTGCTGTGCGTTCGT TGGGCAGACAAT GGC TTACGAGTGGCT GTGCGCTTGTT
GTACACGTTTGTGGT GCTGATAGCCGT CTGCTGTGCGTT CCT TGCGCAGACAAT GGC TTACGAGTGGCT CTGCGCTTCTT
GTACACGTTTGTGGT GCTGATAGCCCTCTGCTGTGCGTTCCT TGGGCAGACAAT GGC TTACGAGTGGCTGTIGCGCTTGTT
GTACACGTT TGTGGT GGTGATAGCCGT CTGCTGTGCGTTCOT TGGGCAGACAAT GGC TTACGAGTGGCT GTGCGC TTGTT

R R R A R R A A R AR A A R AT A AT AR AR AR AT AN AR REA XA XA AN A

GAACAACGGTGACCAATT TGGCGTCTACGCCGTATCTAGCCT CCGCCTGGACCGTCGGTAGCGATGAAAGAT GCGGAGGA
GAACAACGGTGACCAATT TGGCGTCTACGC CGTATC TAGCTTCCGCCT GGACCGTCCGTAGCGATCARAGAT GCCGAGGA
GAACAACGGTGACCAATT TGGCCTCTACGCCCTATCTAGCTTCCGCCT GGACCCTCCGTAGCCATCAAAGAT CCCGAGGA
GAACAACGGTGACCAATT TGGCGTCTACGC COTATC TAGCTTCCGCCTGGACCCTCGGTAGCGATGAAAGAT GCCGAGGA

AR R AR NAR AR AR AR RAR AR AR DRI ARRNRRY IR AR TR R R AN IR AR R AN AN XN AR RRRERTR RN

AGTTCCTCCTCAGAGTTGAGCAGACTTAAT GAGCCACGC TCTAGGTGGCCGCCAGARCCCAMARCACACCAATTGTTCGTC
AGTTCCTCTTCGGAGTTGACCAGACTTAAT GAGCCACGC TCTAGG TGGCCGCCAGAACCCAMMACACACCAATTCTTCTC
AGTTCCTCT TCGGAGTTGAGCAGACTTAAT GAGCCACGC TCTAGGTGGCCGCCAGRACCCAAMACACACCAATTGTTGTIC
AGTTCCTCT TCGGAGTTCAGCAGACTTAAT GAGCCACCC TCTAGG TGGCCCCCAGAACCCAAARCACACCALTTGTIGTC
TEREEERRR £F AR A TR A T AR A e A R T R AR AR R XX AN R XA AL AL RIS
«— ITS1|585rDNA —
ATTTGACATTGI TGATGATGATTATGT ACAAAT CTTGGCGOT GGATCACTCGGT TCCTGGATCGAT GAAGAACGCAGC CA
ATTTGACAT TGT TGATGATGATTATGTACAAAT CTTGGC GGT GGATCACTCGGT TCGTGGATCGAT GAAGAACGCAGCCA
ATTTGACAT TGTTGATGATGATTATCTACAAATCTTGGCCOT GGATCACTCGCT TCCTGCATCGAT GRAGAACGCACGCCA
ATTTGACAT TCT TGATGATGATTATGT ACAAAT CTTGGCGCT GGATCACTCGCT TCCTGGATCGAT GAAGAACGCAGCCA

PR R A A R A AT R AR AR AR A R AR AR RN TR AT AEAATA NN ARRARRA NIRRT RARARRARARRAT AN

CCTGCCATAAATACT GCCAAT TCCAGACACATT GAGCAC TAAGAATTC GAACCCACATTGCGCTATCCGGTTCATTCCCG
GCTGCGATAMATAGT GCGAAT TGCAGACACATT GAGCAC TAAGAATTCGAACGCACATTGCGC TATCGGGTTCATTCCCG
GCTGCGATAAATAGT GCGAAT TGCAGACACATT GAGCAC TAAGAA TTCGAACGCACATTGCGC TATCGGGTTCATTICCCG
GCTGCGATAAATAGT GCGAAT TGCAGACACATT GAGCAC TAAGAATTCGAACGCACATTGCGCTATCGGGTITCATTCCCG
ARRRRRRRR AR RAR AR R RA AR R AR R AR AR R R AR R AR AR AR RRAR AR AR AR ACA AR AR AT ARR AR A
«— 58S xDNA | ITS2 —>
ATGGCACGT CTGGCT GAGGGT CGAATT GTGCTAGAGCAT CTT TGCAAT CACTTC TCTCAGATTGTGATT GTGAAGCAT TC
ATGGCACGT CTGGCTGAGGGT CGAATT GTGCTAGAGCAT CTT TGCAAT CACTTC TCTCACATTGTGATTGTCAAGCAT TC
ATGGCACGTCTGGCT GAGGGT CGAATTGTGCTAGAGCAT CTT TGCAAT CACTTC TCTCAGATTGTGATT GTGAAGCAT TC
ATGGCACGTCTGCCT GAGGGT CGAATTGTGCTAGAGCAT CTT TGCAAT CACTTC TCTCAGATTGTCATT GTGAAGCATTC

AR R AR AR AT AR R AN A AR A AR AN TR R R AR R TR XN AR AR AR ARN AR RN XY

GGCGAGCGATTGTTGTCGTCT TCT TG TTAAGGTGACGATTGAAT CGGCACCGC CCCACACGACACGGT TCCTTCCTTAG
GGCGAGCGATTGTTGTCGTGT TGT TGC TTAAGG TGACGATTGAAT CGGCACCGC GCCACACGACACGGT TCCTIGCTTAG
GGCGAGCGATTGTTGICGTCT TGT TGC TTAAGG TGACGATTGAAT CGGCACCGCGCGACACGACACGGTTCCTTIGCTTAG
GGCGAGCGATTGTTGTCGTCT TGT TGC TTAACC TGACGATTGAAT CGGCACCCCGCCACACGACACCGT TCCTTGCTTAG

A A A R R R R R AR T R R R AR AN R R TR R T AR R TR AR T NRR R RN ARR XY

TTTGAT GAACAAAAAGACGTCCCGCACACCCAACGT CTGCTAAACACTAGACTAGAGCTGGTGTCTAGAGGT GTTGGCTG
TTTGATGAACAAAAAGACGTCCCGCACACC CAACGT CTGCTAAACACTAGACTAGAGCTGCTGTCTAGAGCT GTT GGG TG
TTTGATGAACAAARAGACGTCCCGCACACC CAACGTCTGCTAARCACTAGACTAGAGCTGGTGTCTAGAGGTGTT GGG TG
TTTGAT GAACAAMAAGACGTC CCCCACACCCAACGT CTGCTAAACACTAGACTAGAGCTGCTGTCTAGAGCT CTT GGG TG

AR R T A R N A A R R A AR AR R A R TR AT AR AR AT RN AR AR R RXE RN

TGATTTTGATGG TCACARAAGTGCCGCCAT TTCATAGTGGCAACAACCAGCATACAT CTATGATAC TAGTACGGTTGGC TG

TGATTT TGATGGTCACAAMAGTGCCGCCAT TTCATAGTGGCAACAACCAGCATACGT CTATGATACTAGTAGGTITGGC TG

TGATTTTGATCGTCACAAAAGTCCCCCCAT TTCATAGTGGCAACAACCAGCATACCGT CTATGATAC TAGTAGCGTIGGC TG

TGATTT TGATGCTCACAAAAGCTCCCCCCAT TTCATAGTGGCAACAACCACCATACCT CTATGATAC TAGTAGGTTGGC TG

RRERARARRAARNRRAARARERARRNRARRARRRA AR AALARARARAARNRARALRARRRAARN AR RRAARRARARAAARCRARRRAAAS
— 1T52|

GTTGAT GAAACGGCAACGGAATGT GCGCAT GCATGT GAT CGAGAAGCGATAATGTTCGTA 860

CTTGATGARACCCCAACCCAATCT CCCCATGCATCTGAT CCAGAACCCATAATCGTTCGTA

GTTGAT GRAACGGCAACGGAATGT GCGCAT GCATGTGAT CGAGRAGCGATAATGTTCGTA

GTTGAT GRAACGGCAACGGAATGT GCGCAT GCATGT GAT CGAGAAGCGATAATGTTCGTA

AR AR AR R AR AT AT AR AR AR AR AN NN AAN AR NIRRT RRR RS
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Fig. 3. Alignment of the entire ITS region sequences of A. typica. As (Shih, 2004), the sequence incorrectly reported as A. simplex; At (AB432908), the sequence obtained from larva
isolated from chub mackerel; At (AB479120), the sequence obtained from adults isolated from rough-toothed dolphin; At (present study), the sequence obtained from larva isolated
from hairtail in Taiwan in this study (AB551660). Asterisk (*) indicates identity to the reference sequence. GenBank/EMBL/DDBJ accession numbers are each shown in parentheses,

where applicable.

We recently identified the species of the Anisakis type | larvae
isolated from fish and from anisakiasis patients in Japan (Umehara et
al., 2006, 2007, 2008b). Although both A. simplex s. str. and A. pegreffii
were detected in fish, almost all larvae (99%) from patients were
identified as A. simplex s. str. In other words, there is a striking
discrepancy in the predominant species between fish and humans.
Suzuki et al. (2010) explained that this was due to the higher
penetration rate of A. simplex s. str. into the muscle tissue of the fish. A.

simplex s. str. larvae were therefore ingested by humans together with
the fish muscles, while A. pegreffii larvae were usually removed from
the fish along with the internal organs prior to ingestion.

To date, although A. typica has not been recorded as a cause of
human anisakiasis and the risk of human infection by A. typica has
been assumed to be low, Palm et al. (2008) reported the isolation of a
single larva of A. typica from the musculature of the bullet tuna (Auxis
rochei rochei). Since A. typica is the predominant species in the hairtail
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found in the coastal waters of Taiwan, there is always a possibility of
human cases outbreak in that country where people have recently
begun to eat raw hairtail. As it is not possible to distinguish A. typica
from the other Anisakis type I larvae through morphology, molecular
methods are indispensable for determining the incidence of A. typica
infection in humans. This is important not only in Taiwan, but also in
other countries where the presence of A. typica and other species
comprising the Anisakis type I has been noted.
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Abstract Human dirofilariasis caused by infection with
Dirofilaria worms has been frequently reported. The
symptoms associated with infection by these filarial para-
sites, which are transmitted to humans by zooanthropophilic
mosquitoes, are characterized by mainly pulmonary and
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subcutaneous nodules. Here, we report the first case in
Vietnam of a subcutaneous dirofilariasis with a painful
nodule in the right eyelid. An immature female worm was
removed by excisional biopsy and identified as Dirofilaria
repens by histology and DNA analysis.

Introduction

The genus Dirofilaria (Nematoda; Filarioidea, Onchocerci-
dae), which includes etiologic agents such as Dirofilaria
immitis, Dirofilaria repens, Dirofilaria tenuis, and Dirofi-
laria ursi, is responsible for the increased occurrence of
zoonotic dirofilariasis in humans around the world (Pampi-
glione and Rivasi 2000). Of these species, D. repens is a
habitual parasite in the subcutaneous tissue of dogs and
other carnivores that are transmitted by zooanthropophilic
mosquitoes (Culicidac). Human infections by this parasite
also occur and more than 780 cases have been reported in
over 37 countries in Europe, Southeast Asia, and Africa
(Pampiglione et al. 1995; Pampiglione and Rivasi 2000). In
Asia, human cases of D. repens infection have been
reported in Iran, India, Sri Lanka, Malaysia, Thailand,
China (Pampiglione and Rivasi 2000) and Japan (McLean
et al. 1979), but such case has not yet been reported in
Vietnam. In its definitive hosts, D. repens can easily be
identified by its morphological features; however, in non-
definitive hosts such as humans, these filarial worms may
be more difficult to identify using morphological and
histological characteristics, particularly when the clinical
samples that have been removed from the subcutaneous
nodules have become damaged and/or immature worms
were found (Pampiglione et al. 1999). Serological exami-
nation is a useful tool for differentiating between D. repens

@ Springer

— 776 —



1004

Parasitol Res (2010) 107:1003-1007

and D. immitis infections (Santamaria et al. 1995), while
elevated levels of IgM, IgG and IgE have been used in
patients exposed to other Dirofilaria species (Simén et al.
1997; Orihel and Eberhard 1998). In order to overcome the
limitations associated with serological and histological
examinations, polymerase chain reaction (PCR)-based
methods capable of differentiating between Dirofilaria
species have been developed (Favia et al. 1996, 1997a, b,
2000; Rivasi et al. 2006; MaruSi¢ et al. 2008). Here, we
report the first human case of D. repens infection in Vietnam,
diagnosed definitively by histology and PCR-based DNA
analysis.

Case report

The patient was a 30-year-old Vietnamese man residing
in the Ha Dong district of Hanoi, the capital of Vietnam.
In 2008, the patient presented at Ha Dong Hospital
complaining of a painful, itchy, swollen and tangible
nodule, measuring 1.0x0.5 cm on the right eyelid. The
patient was treated with an antibiotic for the first week,
but the clinical symptoms did not change. No routine
laboratory data, such as white blood and ecosinophil
counts in blood were available. On April 19, 2008,
surgical biopsy was performed with the aim of diagnosis
and treatment. As a result, a long, slender, whitish and
living worm, approximately 4.5 cm in length and 0.5 mm
in width, was removed (Fig.la) and clinical signs
disappeared after the biopsy. The removed worm was
fixed in 10% formalin and was kept at the National
Institute of Malariology, Parasitology and Entomology
(NIMPE) in Hanoi, Vietnam before being sent to the
Department of Parasitology, National Institute of Infectious
Diseases in Tokyo, Japan for identification of the parasite to
the species level in 2009.

Materials and methods

A part of the formalin-fixed worm kept at the NIMPE was
processed for paraffin-embedded specimen and then trans-
verse sections were stained with hematoxylin and eosin and
were observed microscopically.

To confirm the morphological identification, molecular
analysis was performed as follows: the remaining worm
was homogenized in a small amount of the ATL buffer
supplied with a DNeasy Blood & Tissue kit (Qiagen,
Germany) before DNA was extracted overnight using the
same kit. The mitochondrial cytochrome ¢ oxidase subunit
1 (cox1) and 12S ribosomal RNA (12S rRNA) genes of the
parasite were then amplified by PCR. Since the DNA samples
were degraded by formalin fixation, short DNA sequences
were amplified using the following primer pairs: Diro cox1/

@ Springer

Fig. 1 Microscopic appearance and transverse section of the filarial
worm surgically removed from the subcutaneous tissue of a human
eyelid. a Removed immature female measuring approximately 4.5 cm
in length and 500 pm in width. H head, U uterus. b Magnification of
the anterior end of the worm. ¢ Transverse section of the worm. Note
the conspicuous external longitudinal ridges (ELR), polymyarian-type
musculature (M), enlarged lateral chords (LC), multilayered cuticle
(C), and intestine (/). Hematoxylin-eosin stain

F255 (5-GGTGCTATTAATTTTATGGTTACT-3") and Diro
cox1/R434 (5'-AAAAGAAGTATTAAAATTACGATC-3"),
which were designed based on the cox1 gene sequences of
D. repens (AM749234) and D. immitis (EU159111); and
Diro 12S rRNA/F196 (5-GTTTTGTTTAAACCGAA
AAAATATT-3") and Diro 12S rRNA/R374 (5'-TAAGCCA
AATATATATCTGTTTTAA3'), which were designed based
on the 1285 rRNA gene sequences of D. repens (AJ544832)
and D. immitis (EU182327). In addition, the following three
primer pairs specific for 12S rRNA gene of D. repens
were also used: Dr/F1 (5-TCATTTTAATTTTTAACTC
TATTT-3') and Dr/R160 (5'-ATTAATAAACTTTGATTA
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CCTGGG-3'), Dr/F121 (5'-TTGAACTGGATTAG
TAACCCAGGT-3") and Dr/R284 (5'-CTAAACAATCA
TACATGTGCCAATA-3"), and Dr/F260 (5-TATTGGCA
CATGTATGATTGTTTAG-3") and Dr/R443 (5'-CACAT
AAGAAAAAATTCTTTCTT-3'), which were designed
based on accession number AJ544832. PCR amplification
of the target DNAs was performed in a 50-pL reaction
mixture with Ex Taqg DNA polymerase (Hot Start version,
Takara Bio, Japan) and 35 cycles was performed consisting
of denaturation (94°C, 30 s), annealing (58°C, 30 s) and
extension (72°C, 60 s), with a final elongation step of 72°C
for 5 min. The amplicons were confirmed by capillary
electrophoresis (HAD-GT12, eGene Inc., CA) and were
purified for use as templates for direct DNA sequencing
using a NucleoSpin Extract II kit (Macherey-Nagel,
Germany). Samples for sequencing were prepared using
an ABI PRISM BigDye Terminator Cycle Sequencing
Ready Reaction Kit (Applied Biosystems Inc., CA) and
sequencing was performed on an ABI PRISM 3100-
Avant Genetic Analyzer (Applied Biosystems Inc., CA).
Sequence data were analyzed using the EditSeq and
MegAlign programs of the DNASTAR package Inc.
(DNASTAR, Madison, WI).

Results and discussion

The parasite exhibited movement at the time of surgical
extraction. The body length measured 4.5 cm because the
posterior part of the body was lacking (Fig. 1a). The uterus,
which was protruding from the anterior end of the body at

a

the time of removal, did not contain any larval microfilariae
(Fig. 1a, b). A transverse section of the parasite (Fig. 1c)
revealed that the parasite had a diameter of approximately
400 pm, a thick, laminated cuticle with external longitu-
dinal ridges (99 ridges all around the nematode surface),
and a well-developed, polymyarian-type musculature
interrupted by two large lateral chords, all of which are
characteristic of immature D. (Nochtiella) repens female
worms.

In the molecular analysis, the target DNAs were
successfully amplified by nested PCR using primer pairs
specific for D. repens, but not primer pairs specific for D.
immitis (data not shown). Figure 2 shows the alignment of
the PCR-amplified cox1 (a, 123 bp) and 12S rRNA genes
(b, 362 bp) nucleotide sequences. Homology search
revealed sequence similarities of 97.6% and 91.1% against
the coxl genes of the D. repens (AM749233) and D.
immitis reference sequences (EU159111), respectively. For
the 12S rRNA gene, homology with the D. repens reference
sequence (AM779772) reached as high as 99.2%; whereas,
homology with the D. immitis reference sequence
(EU182327) was lower at 85.9 %. In addition, the obtained
sequence data also confirmed that the filarial worm in this
case was D. repens.

Considerable variation has been observed in the dimen-
sions of male and female D. repens recovered from a
variety of definitive hosts around the world. Compared with
other Dirofilaria worms, the D. repens is a robust parasite
with a maximum female and male body length of 17 cm
and approximately 7 cm, respectively and a diameter of
650 pm and 450 pm, respectively, have been reported

AAAR R R/

Dr Vv
Dr
Di

b

Dr V
Dr
Di

Dr VvV

Di

Dr Vv
Dr
Di

GGTGCTATTAATTTTATCCGTTACTACTCAGAATATACCTTCTACTCGCTCTTACTTTAGATCAAATTAGTATCTTTGTTTGAACTTCTTATTTAACTTCTTTTCTTTTAGTTTTATCTGTTCCT
GGTGCTATTAATTTTATGGTTACTACTCAGAATATGCGTTCTACTGCTGTTACTTTAGATCAGATTAGTATGTTTGTTTGAACTTCTTATTTGACTTCTTTTCTTTTAGTTTTATCTGTTCCT
GGTGCTATTAATTTTATGGTTACTGTTCAGAATATACGTTCTACTGCTGTAACTTTAGATCAGATTAGTATGTTTGTTTGAACTTCTTATTTAACTTCTTTTTTATTGGTATTGTCAGTGCCT

hd AL LRI/ ¥ A

TCATTTTAATTTTTAACTCTATTTGTTGTTATATTACT - TTTTTTTTGTTCTTTT - - -TTATGTTTTTTTT TGTAAAATAT TTTGATTTTTTTGTATTTTTTTGTAATATTTARAAATTTGGTT
-CATTTTAATTTTTAACTCTATTTGTTGTTATATTACT - TTTTTTTTATTCTTTT - - - TTATGTTTTTTTTTGTAAAATGTTTTGATTTTTTTGTATTTTTTTGTAATATTTAAAATTTGTTT
ACATTTTAATTTTTAACTCTATTTGTTGTAATATTACGATTTTTTTTGTTTTTTTGTTTTATGTTTTTTTTTGTAAAATATTTAAATTTATTTATGTTTTTTTGTAATATTGAAAATTIGGTG

TTTGAACTGGATTAGTACCCAGGTAATCAAAGTTTATTAATTCGGGAGTAAAGTTTTGTTTAAACCGAAAAAATATTGACTGACTTTAGATTTTTCTTTGGAATATGTGTTTTT - ~-GGAGAGC
TTTGAACTGGATTAGTACCCAGGTAATCAAAGTTTATTAATTCGGGAGTAAAGTTTTGTTTAAACCGAAAAAATATTGACTGACTTTAGATTTTTCTTTGGAATATGTGTTTTT - ~-GGAGAGC
TTTGAACTGGATTAGTACCCAGGTAATCAAAATTTATTAATTCGGGAGTAAAGTTTTGTTTAAACCGAAAAAATATTGACTGACTTTAGATTTTTCTTTGGAATATGTGTTTTTTTGGAGAGC

Al v ¥ WYy LAL W

CCTCTTTTTTGGTGAATTTTATTGGCACATGTATGATTGTTTAGTTTTTATTTTATTTGTGTTGCTTTTTTG CATTTAAAACAGATATATATTTGGCTTATAAATTTATTTTTC
CCTCTTTTTTGGTGAATTTTATTGGCACATGTATGATTGTTTAGTTTTTATGTTATTTGTGTTGCTTTTTTGTTTTTTTGCATTTAAAACAGATATATATTTGGCTTATARATTTATTTTTC
CCTCTTTTATAGTGAATTTTGTTGGCGCATGTATGATTGTTTAGTTTTTACTTTTTTGGTAATGCTTTGT -GTTTTAT - ACATTTAAAACAGATATATATTTGGCTTATGGATTTATTTTTC

Fig. 2 Alignment of the PCR-amplified coxl and 12S rRNA gene
sequences. a Cox1 gene; Dr ¥, D. repens obtained from a Vietnamese
patient; Dr, D. repens (AM749233); and Di, D. immitis (EU159111).

b 128 rRNA gene; Dr ¥, D. repens from this case; Dr, D. repens
(AM779772); Di, D. immitis (EU182327). Arrows indicate differences
between nucleotides of D. repens and D. immitis
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(Orihel and Eberhard 1998). In cases of human infection,
D. repens measuring up to approximately 660 pm in
diameter have been observed (Gutierrez 1984; Pampiglione
et al. 1995). In this case, the maximum body width
measured approximately 500 pm. Although an extensive
review of human infections by D. repens found that female
worms were more prevalent than males (Pampiglione and
Rivasi 2000), a male and a female worm have been
observed in the same nodule (Mrad et al. 1999), and also
in separate nodules (Fernando et al. 2000). In the majority
of cases, nodules are located in subcutaneous and subcon-
junctival tissues, deep dermis and submucosa. According to
Pampiglione and Rivasi (2000), localization is more
frequent in the upper half of the body (74%), mostly in
the ocular region (35.3%) and the upper limbs (11%).
Although rare, localization in muscle tissue, lymph nodes
(Maltezos et al. 2002) and in the deep viscera (Pampiglione
and Rivasi 2000) has been reported. In this case, the nodule
was located in the eyelid.

The identification of Dirofilaria worms can only be
made with certainty after a biopsy. The morphological
features of individual parasites are as follows: body length
and width, thickness of the laminated cuticle, the presence
and/or absence of external longitudinal ridges on the
surface of the cuticle, lateral chords, and number and type
of circumferential muscle cells (Orihel and Eberhard 1998;
Ratnatunga and Wijesundera 1999; Pampiglione et al.
1999). However, depending on the quality of the histological
sections, some of these morphological features may not be
absolute. In addition, identification of the causative Dirofi-
laria agent is also closely correlated with geographic areas
affected with individual Dirofilaria species (Orihel and
Eberhard 1998).

The most precise method for identifying Dirofilaria worms
is, therefore, molecular identification using biopsied tissues
and/or parasite material. Several PCR-based diagnostic
methods have been developed using DNA samples prepared
from fresh and ethanol-fixed tissues (Chandrasekharan et al.
1994; Favia et al. 1996, 1997a, 2000; Cancrini et al. 1998;
Vakalis et al. 1999, 2002), as well as formalin-fixed and
paraffin-embedded specimens (Favia et al. 1997a; Vakalis et
al. 1999, 2002; Rivasi et al. 2006; Marusi¢ et al. 2008).
These PCR-based approaches target the internal transcribed
spacer two region and tandemly repeated sequence of the
cuticular surface antigen gene. The combination of the
PCR-based assay with DNA sequencing of the mito-
chondrial DNA (coxl and 12S rRNA genes) using
formalin-fixed specimens reported here is considered to
be useful for the precise identification of the Dirofilaria
species. Such DNA analyses are useful not only for
diagnostic investigations, but also for retrospective studies
using histopathological specimens fixed in formalin
(Yamasaki et al. 2007).
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1. Introduction

ABSTRACT

We previously showed that adult Paragonimus westermani, the causative agent of paragonimiasis and
whose habitat is the host lung, possesses both aerobic and anaerobic respiratory chains, i.e., cyanide-sen-
sitive succinate oxidase and NADH-fumarate reductase systems, in isolated mitochondria (Takamiya
et al., 1994). This finding raises the intriguing question as to whether adult Paragonimus worms possess
two different populations of mitochondria, one having an aerobic succinate oxidase system and the other
an anaerobic fumarate reductase system, or whether the worms possess a single population of mitochon-
dria possessing both respiratory chains (i.e., mixed-functional mitochondria). Staining of trematode tis-
sues for cytochrome c oxidase activity showed three types of mitochondrial populations: small,
strongly stained mitochondria with many cristae, localised in the tegument and tegumental cells; and
two larger parenchymal cell mitochondria, one with developed cristae and the other with few cristae.
The tegumental and parenchymal mitochondria could be separated by isopycnic density-gradient centri-
fugation and showed different morphological characteristics and respiratory activities, with low-density
tegumental mitochondria having cytochrome c oxidase activity and high-density parenchymal mitochon-
dria having fumarate reductase activity. These results indicate that Paragonimus worms possess three dif-
ferent populations of mitochondria, which are distributed throughout trematode tissues and function
facultatively, rather than having mixed-functional mitochondria.

© 2010 Australian Society for Parasitology Inc. Published by Elsevier Ltd. All rights reserved.

possesses a functional tricarboxylic acid (TCA) cycle and a cya-
nide-sensitive respiratory chain similar to those in mammals (Tak-

Parasitic helminths including nematodes, trematodes and ces-
todes exhibit a variety of metabolic pathways (Tielens and van
den Bergh, 1993; Komuniecki and Komuniecki, 1995; Behm,
2002; Kita and Takamiya, 2002). Their life cycle consists of two
stages, a free-living larval stage that lives in an aerobic environ-
ment and a parasitic stage inside a host, in which oxygen tension
depends on the tissues penetrated by migrating larvae or dwelt
in by adult parasites. For example, the adult stage of Ascaris suum,
a nematode that parasitises swine, dwells in the lumen of host
small intestine, where oxygen tension is very low, while its
fertilised eggs develop aerobically to form infective L3s. Therefore,
during development parasitic helminths undergo aerobic-anaero-
bic transitions in energy metabolism resulting from adaptation to
their environments. During its aerobic larval stage, A. suum

* Corresponding author. Tel.: +81 3 5802 1043; fax: +81 3 5800 0476.
E-mail address: stakamiy@juntendo.ac.jp (S. Takamiya).

amiya et al., 1993; Amino et al., 2003; Iwata et al., 2008); both of
these are localised in mitochondria and produce ATP by oxidative
phosphorylation. That is, electrons derived from substrate oxida-
tion are transported via NADH or flavin adenine dinucleotide
(FADH) to oxygen by the proton-pumping electron-transfer com-
plexes of the respiratory chain, and a proton gradient formed
across the inner membrane drives ATP-synthase, resulting in ATP
production with a backflow of protons. The respiratory chain con-
sists of four electron-transfer complexes, i.e., complexes 1 (NADH-
ubiquinone oxidoreductase), II (succinate-ubiquinone oxidoreduc-
tase, SQR), Il (ubiquinol-cytochrome ¢ oxidoreductase), and IV
(cytochrome c oxidase, CCO), and two low-molecular weight elec-
tron carriers, cytochrome c and ubiquinone. Complexes I, IIl and IV
have proton-pumping activity. Thus, mitochondria that produce
ATP at the expense of oxygen can be defined as aerobic mitochon-
dria, with 38 mol of ATP produced during the complete oxidation
of each mol of glucose. Adult Ascaris nematodes, however, possess
anaerobic mitochondria that yield ATP in the absence of oxygen.
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Mitochondria from adult Ascaris muscle have reduced levels of
complex Il and cytochrome c, and almost completely lack complex
IV. These nematode mitochondria catalyze the NADH-dependent
reduction of fumarate, which is endogenously derived from malate
dismutation and serves as a terminal electron acceptor.
NADH-linked fumarate reduction is mediated by complex I and
by complex II, an isoform of the larval complex II (Takamiya
et al,, 1986). The latter, together with rhodoquinone, catalyzes rho-
doquinol-fumarate reduction, the reverse of the succinate oxida-
tion mediated by the larval enzyme, a reaction coupled to site 1
phosphorylation of ADP. Using this pathway, approximately
5 mol of ATP are produced per mol of glucose; a value higher than
that for lactate fermentation (2 mol ATP per mol glucose) but lower
than that observed using the aerobic pathway. Since adult Ascaris
mitochondria can produce ATP by oxidative phosphorylation in
the absence of oxygen, they are termed “anaerobic” mitochondria
or more precisely, “anaerobically functioning mitochondria”.
Similar anaerobic mitochondria are present not only in parasitic
helminths but also in other hypoxically functioning eukaryotes
that live in microaerobic environments such as marine or freshwa-
ter sediments (Van Hellemond et al., 1995; Tielens et al., 2002).
Therefore, oxygen tension where anaerobic mitochondria function
is quite varied from extremely anoxic to less hypoxic or microaer-
obic. Although the molecular properties of anaerobic mitochondria,
especially of their respiratory chains, have been elucidated in
detail, the mechanisms of aerobic-anaerobic transition still remain
to be determined with respect to mitochondrial biogenesis.

Paragonimus spp., lung flukes that infect mammals including
humans, may provide appropriate material to investigate aero-
bic-anaerobic transitions in mitochondria. Adult Paragonimus
westermani and Paragonimus ohirai inhabit mammalian lungs by
forming cysts, in which oxygen tension fluctuates much more than
in the lumen of the small intestine. We previously showed that the
mitochondria of adult flukes possess both aerobic and anaerobic
respiratory chains, i.e, mammalian-type, cyanide-sensitive
respiratory chains and the NADH-fumarate reductase system
(Ma et al.,, 1987; Takamiya et al., 1994). This finding raises the
interesting question as to whether the adult Paragonimus spp. pos-
sess separate populations of aerobic and anaerobic mitochondria
or a single mitochondrial population containing both the succinate
oxidase and NADH-fumarate reductase systems. Our cytochemical
study using P. ohirai supported the former view but we did not
have sufficient biochemical evidence (Fujino et al., 1996). We have
therefore attempted to separate the aerobic and anaerobic mito-
chondria, and to further characterise each individually.

2. Materials and methods

2.1. Isolation of P. westermani mitochondria

Adult P. westermani (3n type, 62 or 88 worms) were obtained
from worm cysts from the lungs of dogs 8 or 12 months after inoc-
ulation with metacercariae. After removal of ovary tissue, the
mitochondria were prepared as described (Takamiya et al., 1994).
All procedures performed on laboratory animals were approved
by the institutional animal care and use committee of the National
Defense Medical College, Japan (the approval No. 09097) and all
the animal experiments were carried out in compliance with the
guidelines for animal experimentation of National Defense Medical
College.

2.2. Isopycnic density-gradient centrifugation

Continuous 26 ml-sucrose density gradients, 32-52% (w/w) or
35-55% (w/w) containing 10 mM Tris-HCl, pH 7.5, 1 mM EDTA

and 0.1% BSA were prepared using a density gradient fractionator
(DGF-U, Hitachi, Japan). A mitochondrial suspension (0.9-1.2 ml)
was loaded onto each gradient, which was centrifuged at
108,000¢ for 2 h in a Hitachi RP70T rotor at 4 °C. The contents of
each tube were fractionated through the fractionator and CCO
(Takamiya et al., 1994), fumarate reductase (FRD) (Kita et al.,
1988) and SQR (Takamiya et al., 1994) activities, and the protein
contents of these fractions, were measured. Using one drop of each
fraction, the buoyant density was measured by measuring the su-
crose concentration of each fraction with Abbe’s refractometer and
comparing each with a curve relating sucrose concentration to
density. For protein assays, a 0.1 ml aliquot of each fraction was
suspended in 0.9 ml of 0.025 M Tris-HCl buffer, pH 7.5, containing
0.21 M mannitol, 0.07 M sucrose and 0.1 mM EDTA. The suspen-
sions were centrifuged at 14,000g for 15 min (Tomy MRX 150) to
remove BSA and recover the mitochondria in the pellet. The super-
natant was thoroughly removed and the protein content of each
pellet was assayed (Markwell et al., 1978). For quinone determina-
tion, mitochondrial fractions were diluted with 10 vol. of 10 mM
Tris-HCl, pH 7.4, containing 0.2 mM EDTA and the mixtures were
centrifuged at 100,000g for 1 h to recover the mitochondrial parti-
cles. Each pellet was suspended in a small volume of the same buf-
fer and used for quinone determination (Takamiya et al., 1994).

2.3. Electron microscopy

For cytochemical studies of CCO, worm tissues were fixed for
20 min at 4 °C in phosphate-buffered 2% glutaraldehyde, which
had been purified overnight using active carbon. Small blocks of
tissue were rinsed for several hours in the same buffer with 7% su-
crose and sectioned at 40 pm on a Sorvall TC-2 tissue sectioner.
The sections were collected in the same buffer and incubated for
2h in medium (Seligman et al., 1968) at 37 °C. Control sections
were incubated with the inhibitor, 10 mM KCN. The tissues were
post-fixed for 45 min at 4 °C in 1% osmium tetroxide buffered to
pH 7.4 with 0.05M Veronal buffer and washed for 30 min with
0.1 M sodium acetate. Before dehydration with ethanol, the tissues
were stained for 30 min in 0.5% uranyl acetate at 4 °C and exam-
ined using a JEOL JEM 100c electron microscope. Electron micro-
graphs at magnifications of 5,000-10,000 were prepared to
measure the maximum cross-sectional length and width and areas
of mitochondria in trematode cells. The size of mitochondria in the
micrographs were recorded using analysis Five software (Soft
Imaging System GmbH, Miinster, Germany).

Isolated mitochondria were fixed in 4% glutaraldehyde buffered
with 10 mM Tris-HCl (pH 7.4), 0.21 M mannitol, 0.07 M sucrose
and 0.1 mM EDTA, post-fixed in 1% osmium tetroxide in the same
solution, dehydrated in ethanol, embedded in Quetal 812, and cut
into sections of thickness 300-500 A. These sections were stained
with 4% uranyl acetate, treated with lead citrate hydroxide and
examined under a Hitachi H-7,000 transmission electron
microscope.

Electron micrographs at magnification 7,000 were prepared to
measure the areas (um?) and brightness of cross-sections of indi-
vidual fractionated mitochondria. The micrographs were examined
using a computer-controlled image analyzer (KS400, Zeiss, Ger-
many) equipped with a scanner (Epson GT-9100). Typically, for
each fraction, 476-502 mitochondrial cross-sections were
analyzed.

2.4. Statistical analyses

The areas and brightness of mitochondrial cross-sections were
analyzed by Kaleida Graph ver. 4. For in situ observation, statistical
analyses were performed using Prism 4 software (GraphPad Soft-
ware, Inc., San Diego, CA, USA). Differences between means were
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Fig. 1. Low magnification electron micrograph of the Paragonimus body wall. Ml,
muscle layer; Pc1, parenchymal type-1 cells; Pc2, parenchymal type-2 cells; S,
spine; T, tegument; Tc, tegumental cells. The magnification is 1000x. Scale
bar =20 pm.

analyzed using the Mann-Whitney U-test. P < 0.05 was considered
statistically significant.

3. Results
3.1. In situ morphological features

Examination of the body wall sections of P. westermani by trans-
mission electron microscopy showed that body wall cells could be
categorised into two types, tegumental and parenchymal cells,
based on their shape, the density of their cytoplasm and the num-
ber and morphology of mitochondria (Fig. 1). The morphological
features of the two cell types were similar to those described for
P. ohirai; the parenchymal cells could be further divided into two
types, parenchymal cells types-1 and -2 (Pc1 and Pc2, respectively)
(Fujino et al., 1996). Pc1, with cytoplasm less dense than that of
Pc2, contain a few round or oval mitochondria with several long
cristae in rather dense matrices (Fig. 2A). In contrast, Pc2 possess

Fig. 2. Cytochrome c oxidase (CCO) staining of Paragonimus mitochondria in the (A) parenchymal type-1 cells; (B) parenchymal type-2 cells; and (C) tegument. (D)
Tegumental cells for control. No significant staining was observed in the presence of KCN, a potent inhibitor of CCO. The magnification for A-C and D is 10,000 and 2,000x,

respectively. Inserted bar represents 1 pm.
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Table 1
In situ morphology of Paragonimus westermani mitochondria.
Sourc Cross-section area (um?) Shape Crista development Matrix density CCO staining
TorTc 0.130+0.0819 Oval Well Dense Heavy
Pcl 0.330+0.193 Round or oval Moderate Dense Moderate
Pc2 0.350+0.197 Round or oval Poor Less dense Little
Cross-section areas (n = 190) were measured as described in Section 2.
T, tegument; Tc, tegumental cells; Pc1, parenchymal type-1cells; Pc2, parenchymal type-2 cells; CCO, cytochrome c oxidase.
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Fig. 3. Distribution of isolated Paragonimus mitochondria on isopycnic density gradient (32-52% (w/w) sucrose) centrifugation. Trematode mitochondria (10.0 mg protein)
were centrifuged and the specific gravity (open circles), protein concentrations (closed circles), and activity of succinate-ubiquinone oxidoreductase (SQR) (shaded bars) were
determined in each fraction. Mitochondria with high fumarate reductase (FRD)/cytochrome ¢ oxidase ratios were present in Fractions 22-35. Detailed experimental

procedures are described in Section 2.

numerous mitochondria, round or oval in shape, with less dense
matrices than Pc1 and poorly developed cristae (Fig. 2B). Since
the cristae of Pc1 mitochondria were positive for CCO, the terminal
oxidase that reduces molecular oxygen, Pc1 mitochondria appear
more aerobic than Pc2 mitochondria. In contrast to the parenchy-
mal cells, the tegumental cells contain many small mitochondria
with well-developed cristae and heavily positive for CCO activity
(Fig. 2C). Therefore, among the three types of body wall mitochon-
dria, the tegumental mitochondria appear most aerobic. Morpho-
logical features of P. westermani body wall mitochondria are
summarised in Table 1.

3.2. Buoyant density and SQR activity of mitochondria fractionated by
isopycnic density-gradient centrifugation

Paragonimus westermani mitochondria were analyzed by su-
crose density-gradient centrifugation between 32% (w/w) and
50% (w/w) sucrose, with two gradient ranges, a low-density gradi-
ent range (1.0914-1.1546 g/ml) of Fractions 1-6 and a high density
gradient range (1.1546-1.2267 g/ml) of Fractions 6-42. Since the
density of 32% (w/w) sucrose solution is 1.1426 g/ml, higher than
those for Fractions 1-4 (1.0914-1.1390 g/ml), the steep initial gra-
dient was formed by dilution with sucrose-mannitol medium used
to suspend mitochondria. The mitochondria were layered on top of
the gradient.

Using SQR activity as the mitochondrial marker enzyme, P.
westermani mitochondria were distributed at sucrose densities of
1.123-1.2267 g/ml (Fractions 2-42) with a main protein peak at

Fig. 4. Electron micrograph of Paragonimus mitochondrial preparation with lower
densities (Fraction 2, 1.1065 g/ml) fractionated by isopycnic density-gradient (32-
52% (w/w) sucrose) centrifugation. Black and white arrowheads indicate mito-
chondria and microsomal vesicles, respectively. Inserted bar represents 1 pm.

1.1946 g/ml (Fraction 25) (Fig. 3). The low-density peak at
Fractions 2-4 contained small mitochondria with well-developed
cristae, although cross-contaminating microsomal vesicles were
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Fig. 5. Electron micrographs of Paragonimus mitochondria with higher densities (Fractions 17, 19, 21, 23, 25, 27, 30 and 32) fractionated by isopycnic density-gradient (32—
52% (w/w) sucrose) centrifugation. Numbers and numerals in brackets represent fraction numbers and densities, respectively. Inserted bar represents 1 pm.
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Fig. 6. Relationship between specific gravities and cross-sectional areas of Para-
gonimus mitochondria fractionated by isopycnic density-gradient (32-52% (w/w)
sucrose) centrifugation. Medians of mitochondrial cross-sectional areas, as deter-
mined by a computer-controlled image analyzer, were plotted against the specific
gravities of Fractions 17, 19, 21, 23, 25, 27, 30 and 32. Detailed experimental
procedures are described in Section 2.

also detected (Fig. 4). Thus, the specific activity of SQR was lower in
Fractions 1-7 than in mitochondria before centrifugation. The spe-
cific activity of this mitochondrial marker enzyme in the rest of
fractions (Fractions 8-42) ranged from 0.177 (Fraction 8) to
0.595 pmol/min/mg protein (Fraction 22). This variation also
suggested heterologous mitochondrial populations that differed
in energy metabolism. The average specific activity was calculated
to be 0.405 umol/min/mg, indicating a 2.7-fold purification after
centrifugation. Intact rat liver mitochondria have been fractionated
by sucrose density gradient ultracentrifugation into two bands,
with mean densities of 1.184 and 1.216 g/ml (Pollak and Munn,
1970) and human liver mitochondria exhibited an equilibrium
density of 1.20 g/ml (Peters and Seymour, 1978). Thus, the buoyant

— 785 —

densities of most fluke mitochondria were similar to those of
mammalian aerobic mitochondria.

3.3. Morphological features of fractionated P. westermani
mitochondria

Since we found that trematode mitochondria were heterolo-
gous in situ, we analyzed the morphology of mitochondria frac-
tionated by isopycnic-density-gradient centrifugation. Electron
micrographs showed mitochondria that differed in size and stain-
ing density; the small mitochondria appeared to be fractionated at
lower densities and the large mitochondria at higher densities
(Fig. 5). The size (area, um?) and staining density (brightness) of
individual mitochondrial cross-sections in each fraction were
determined one by one using a computer-controlled image ana-
lyzer. When we plotted the sizes and brightness of mitochondria
versus their densities, we observed a linear relationship (Fig. 6),
with small mitochondria present at low sucrose densities and large
mitochondria at higher sucrose densities. However, we observed
no relationship between the brightness of mitochondria and their
density (data not shown). Rather, there were two populations of
mitochondria, bright and dark stained, irrespective of their sizes
(Figs. 7 and 8). The relative fraction of bright mitochondria ap-
peared to be higher in the high sucrose density fractions, indicating
morphological heterogeneity of the fractionated mitochondria.

3.4. Distribution of CCO and FRD activities on separated mitochondria

To further analyze P. westermani mitochondria, they were cen-
trifuged on a higher density gradient, i.e., from 35% (w/w) to 55%
(wfw) sucrose (Fig. 9). Two linear density gradients were observed,
one from Fractions 1 to 6 (1.0865-1.163 g/ml) and the other from
Fractions 6 to 37 (1.163-1.253 g/ml). Activities of CCO and FRD, the
marker enzymes of the aerobic and anaerobic respiratory chains,
were determined in each fraction, and relative ratios of their spe-
cific activities were calculated. Mitochondria with high CCO/FRD
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Fig. 7. Histograms of the brightness of Paragonimus mitochondria fractionated by isopycnic density-gradient (32-52% (w/w) sucrose) centrifugation. Numbers and numerals
in brackets represent fraction numbers and densities, respectively. Brightness of individual mitochondria was determined by a computer-controlled image analyzer. Sample
numbers for Fractions 17, 19, 21, 23, 25, 27, 30 and 32 were 477, 491, 502, 479, 502, 502, 502 and 476, respectively.

ratios were mainly recovered at low densities (Fractions 1-7,
1.0865-1.168 g/ml), and those with high FRD/CCO ratios at high
densities (Fractions 13-23, 1.192-1.1285 g/ml), indicating that
aerobic mitochondria are lighter than anaerobic mitochondria.
We also determined the ubiquinone-10 and rhodoquinone-10
contents of fractionated mitochondria to compare the ubiqui-
none/rhodoquinone ratio in low- and high-density mitochondria.
The ubiquinone/rhodoquinone molar ratio was 8.13 and 3.29 in
low- and high-density mitochondria, respectively, indicating that
the low-density mitochondria are also aerobic in terms of quinone
contents.

4. Discussion

Although there have been several studies on the morphological
and functional heterogeneity of Paragonimus mitochondria
(Hamajima et al., 1982; Yamakami et al., 1984; Fujino et al,
1995, 1996), substantial evidence for the occurrence of aerobic
and anaerobic mitochondria has been limited. We previously re-
ported that there were three types of mitochondria, which differed
in morphology and cytochemistry, in P. ohirai tissues (Fujino et al.,
1996), but the relationships between morphology and function
could not be determined due to limited amounts of material. No di-
rect evidence was presented for Pc2 mitochondria with high FRD
activity. By using P. westermani, which are larger, for mitochondrial
preparation, we were able to further characterise trematode mito-
chondria. We found that adult P. westermani possess three types of
mitochondria, small aerobic mitochondria localised in the tegu-
ment and tegumental cells and two types of large mitochondria,
one localised in Pc1 and highly stained for CCO activity, and the
other derived from Pc2 and poorly stained for CCO activity. Frac-
tionation of these trematode mitochondria by isopycnic density-
gradient centrifugation based on their buoyant densities, which

s
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Fig. 8. Electron micrograph of Paragonimus mitochondria (Fraction 21) exhibiting
different staining densities. Arrowheads show heavily stained mitochondria, with
low brightness scores, with the remainder being lightly stained mitochondria, with
high brightness scores. Inserted bar represents 1 um.

are directly proportional to their cross-section areas or sizes,
showed that the small mitochondria localised in the tegumental
cells were present in the low-density fractions. These mitochon-
dria, of average size 0.180%0.102 um? comparable to their
in situ average size of 0.130+0.0819 um? (Table 1), had high
CCO/FRD ratios and well-developed cristae. The parenchymal
mitochondria were larger, with in situ sizes of 0.33 +0.193 pm?
for Pc1 mitochondria and 0.35 % 0.197 pm? for Pc2 mitochondria
(Table 1), and were of average size 0.619 + 0.314 pm? after gradi-
ent fractionation. The larger cross-sectional areas of isolated com-
pared with in situ mitochondria may have been due to unavoidable
swelling during isolation.
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