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Fig. 3. Probability curves for wheat and ®-5 gliadin IgE

Fitted predicted probability curves for the diagnosis of wheat allergy at a

given IgE titer to wheat (A) and ®-5 gliadin (B) are shown. These curves

were created based on 59 wheat allergy patients (52 of whom were chal-

lenge positive), and 174 clinically evaluated non-wheat allergy subjects.
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Fig. 4. Correlation between wheat and ©-5 gliadin IgE
Scatter diagrams of individual IgE titers to wheat and ®-5 gliadin in pa-
tients with wheat allergy (A) and no wheat allergy (B) are shown. Spear-
man’s correlation coefficient was higher in patients with wheat allergy (A, r=
0.734, p<0.001) than those with no wheat allergy (B, r=0.357, p<0.001).
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Fig. 5. Respiratory symptoms and IgE titers
Individual titers of IgE specific to wheat (A) and ®-5 gliadin (B) are shown
in the challenge-positive patients, divided by the presence (n=31) or ab-
sence {n=21) of respiratory symptoms, designated as Resp (+) or Resp (—)
in the figure. Significant difference in median IgE titer of wheat and w5
gliadin was detected Resp (+) versus Resp (—), using Mann-Whitney U

test.
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CLINICAL EVALUATION OF w-5 GLIADIN-SPECIFIC IgE TEST

Kenta Otsuji¥?, Masaki Futamura®, Naoyuki Kando?,
Keiichi Hayashi? and Komei Ito?

U Department of Allergy, Aichi Children’s Health and Medical Center
2 Department of Pediatrics, Okinawa Kyoudou Hospital
9 Division of Allergy, National Center for Child Health and Development
4 Shanghai Family Clinic and Parkway Health

Objective: To reveal the clinical utility of an IgE test specific to @-5 gliadin in the diagnosis of
immediate-type wheat allergy.

Methods: We detected w-5 gliadin-specific IgE in sera from all patients examined for wheat-specific
IgE in our allergy clinic between January and October, 2008. The diagnostic value of the test was
analyzed against the true diagnosis of wheat allergy based on oral wheat challenge or convincing
clinical history. Subjects comprised 233 patients (median age, 3.6 years), 59 patients were diagnosed
with wheat allergy, and 174 were judged to have no wheat allergy.

Results: The prevalence of being diagnosed as wheat allergy was 68% in the patients with CAP
score 2 to -5 gliadin IgE (n=31), and 87% in those with CAP score 3 (n=15). All of the 3 patients
with CAP score 4 or more were wheat allergic. However, 24% of patients with wheat allergy
showed negative results (<0.35UA/ml). According to the data, we proposed the probability curve of @5
gliadin-specific IgE.

Conclusions: IgE testing specific to w5 gliadin can offer a useful clinical marker for the diagnosis of
immediate-type wheat allergy. But the data should always be evaluated with wheat-specific IgE titers, be-
cause of the low clinical sensitivity to detect the patients with wheat allergy.

©2011 Japanese Society of Allergology ~ Journal Web Site : http;//jjajsaweb.jp/
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ABSTRACT

Tropomyosin appears to be a major cross-reactive allergen of crustaceans and molluscs. In this study, four
species of gastropods (disc abalone, turban shell, whelk and Middendorf's buccinum) and seven species of
bivalves (bloody cockle, Japanese oyster, Japanese cockle, surf clam, horse clam, razor clam and short-
neck clam) were confirmed to be allergenic by ELISA and their major allergen identified as tropomyosin
by immunoblotting. Inhibition immunoblotting data showed the cross-reactivity of gastropod and
bivalve tropomyosins with one another and also with cephalopod and crustacean tropomyosins. Then,
amino acid sequences of tropomyosins from 10 species except for Middendorf's buccinum were eluci-
dated by cDNA cloning. The known amino acid sequence data including our results reveal that molluscan
tropomyosins share low sequence identities (about 60%) with crustacean tropomyosins and that they are
highly homologous with one another within the same group (same family or same order) but not among

Gastropod the groups.
Mollusc

Tropomyosin

© 2008 Elsevier Ltd. All rights reserved.

1. Introduction

Food allergy mediated by immunoglobulin E (igE) antibodies is
a public concern in industrialised countries. Sensitised subjects
with high levels of IgE to a specific food can develop hypersensitive
reactions, such as urticaria, asthma, diarrhoea and even anaphy-
laxis, immediately after ingestion of the food. In coastal countries,
shellfish including crustaceans and molluscs are obviously among
the most common causes of food allergy. The major allergen of
crustaceans is tropomyosin, a 35-38 kDa myofibrillar protein in-
volved in the muscle contraction, as demonstrated with the follow-
ing various species: shrimps (Daul, Slattery, Reese, & Lehrer, 1994,
Leung et al., 1994; Motoyama, Suma, Ishizaki, Nagashima, & Shi-
omi, 2007; Shanti, Martin, Nagpal, Metcalfe, & Subba Rao, 1993),
crayfishes (Leung et al., 1998a), lobsters (Leung et al., 1998a), crabs
(Leung et al., 1998b; Motoyama et al., 2007), krills (Motoyama
et al., in press; Nakano, Yoshimura, & Yamada, 2008), mantis
shrimps (Motoyama et al,, in press) and barnacles (Suma et al.,
2007). Moreover, tropomyosin is considered to be a major allergen
in molluscs primarily composed of cephalopods, gastropods and
bivalves. Molecular evidence for this has been obtained with as
many as nine species of cephalopods (cuttlefish, squid and octo-
pus) (Ishikawa, Suzuki, Ishida, Nagashima, & Shiomi, 2001; Miyaz-
awa et al., 1996; Motoyama, Ishizaki, Nagashima, & Shiomi, 2006).

* Corresponding author. Tel.: +81 3 5463 0601; fax: +81 3 5463 0669.
E-mail address: shiomi@kaiyodai.ac.jp (K. Shiomi).

0308-8146/$ - see front matter © 2008 Elsevier Ltd. All rights reserved.
doi:10.1016/j.foodchem.2008.09.100

However, despite that gastropods and bivalves include a variety of
groups, molecular studies have been limited to the following spe-
cies: Japanese abalone Haliotis diversicolor (Chuo, Wong, & Leung,
2000), turban shell Turbo cornutus (Ishikawa, Ishida, Shimakura,
Nagashima, & Shiomi, 1998a), green mussel Perna viridis (Chuo
et al., 2000), noble scallop Chlamys nobilis (Chuo et al., 2000), Jap-
anese oyster Crassostrea gigas (Ishikawa, Ishida, Shimakura, Naga-
shima, & Shiomi, 1998b; Ishikawa, Shimakura, Nagashima, &
Shiomi, 1997) and constricted tagelus Sinonovacula constricta
(Song, Li, Li, & Ran, in press).

IgE cross-reactivity is clinically and experimentally recognised
among crustaceans, among molluscs and even between crusta-
ceans and molluscs (Lehrer & McCants, 1987; Leung et al., 1996;
Motoyama et al., 2006; Reese, Ayuso, & Lehrer,1999). Accurnulated
data on the primary structures of crustacean tropomyosins prove
that they share extremely high sequence identities (mostly more
than 90%) with one another (Motoyama et al., 2007), except for
barnacle tropomyosin having considerably low identities (about
60%) with other crustacean tropomyosins (Suma et al., 2007). In
accordance with this, the eight IgE epitopes proposed for brown
shrimp Penaeus aztecus tropomyosin (Pen a 1) (Ayuso, Lehrer, &
Reese, 2002b; Ayuso, Reese, Leong-Kee, Plante, & Lehrer, 2002a;
Reese et al., 2005) are well conserved in other crustacean tropo-
myosins, being a molecular basis for the cross-reactivity among
crustaceans. On the other hand, the cross-reactivity either among
molluscs or between crustaceans and molluscs is not fully under-
stood due to the shortage of information about the primary
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structures of molluscan tropomyosins, especially those of gastro-
pod and bivalve tropomyosins. Amino acid sequences of gastropod
and bivalve tropomyosins even including those with no evidence
for allergenicity are known only for three species of abalones, three
species of mussels, three species of scallops and one species of
clam (refer to Table 2).

For a better understanding of the cross-reactivity either among
molluscs or between crustaceans and molluscs, it is essential to
elucidate amino acid sequences of allergenic tropomyosins from
various species of gastropods and bivalves. In this study, therefore,
four species of gastropods (disc abalone, turban shell, whelk and
Middendorf’s buccinum) and seven species of bivalves (bloody
cockle, Japanese oyster, Japanese cockle, surf clam, horse clam, ra-
zor clam and short-neck clam), which are situated at various taxo-
nomical positions (refer to Table 1), were selected as samples. We
report here the identification of tropomyosins as the major aller-
gens in these 11 species and the amino acid sequences of tropo-
myosins in 10 species (except for Middendorf's buccinum)
determined by a cDNA cloning technique. The sequence features
of molluscan tropomyosins are also discussed compared to those
of crustacean tropomyosins.

2. Materials and methods
2.1. Animal samples

Live specimens of four species of gastropods (disc abalone Hal-
iotis discus discus, turban shell T. cornutus, whelk Neptunea polycos-
tata and Middendorf's buccinum Buccinum middendorffi), seven
species of bivalves (bloody cockle Scapharca broughtonii, Japanese
oyster C. gigas, Japanese cockle Fulvia mutica, surf clam Pseudocar-
dium sachalinensis, horse clam Tresus keenae, razor clam Solen stric-
tus and short-neck clam Ruditapes philippinarum) and American
lobster Homarus americanus and fresh specimens of Japanese flying
squid Todarodes pacificus were all purchased at the Tokyo Central
Wholesale Market. The taxonomical positions of the gastropods
and bivalves are summarised in Table 1. Columellar muscle was
obtained from disc abalone, foot muscle from turban shell, whelk,
Middendorf's buccinum, bloody cockle, Japanese cockle, surf clam
and razor clam, adductor muscle from Japanese oyster, siphon
(major edible muscle part) from horse clam, soft tissues from
short-neck clam, abdominal muscle from American lobster and
mantle muscle from Japanese flying squid. Muscle or soft tissue
samples for extraction were stored at —20 °C until use and those
for molecular cloning experiments were immediately immersed
in liquid nitrogen and stored at —80 °C until use.

Table 1
Gastropods and bivalves used in this study.

2.2. Preparation of heated extracts

Each muscle or soft tissue sample was homogenised with four
volumes of 0.15M NaCl in 0.01 M phosphate buffer (pH 7.0). In
view of the fact that tropomyosin, a target protein in this study,
is thermostable, the homogenate was then heated in a boiling
water bath for 10 min. After centrifugation at 18,000g for 15 min,
the supernatant obtained was used as a heated extract. Protein
concentrations of the heated extracts were quantified by the meth-
od of Lowry, Rosebrough, Farr, and Randall (1951), using bovine
serum albumin as a standard.

2.3. Purification of tropomyosin

American lobster, Japanese flying squid and turban shell tropo-
myosins were purified from the abdominal, mantle and foot mus-
cles, respectively, as reported previously (Motoyama et al., 2007).
In brief, an acetone powder of myofibrillar proteins prepared from
the muscle was extracted with 25 mM Tris-HC! buffer (pH 8.0)
containing 1 M KCl, 0.1 mM CaCl,; and 1 mM dithiothreitol. The ex-
tract was subjected to salting-out with ammonium sulfate (30-60%
saturation), followed by isoelectrical precipitation (pH 4.6). Finally,
small amounts of contaminants were removed by reverse-phase
HPLC on a TSKgel ODS-120T column (0.46 x 25 cm; Tosoh, Tokyo,
Japan). The homogeneity of the final preparation was supported
by SDS-PAGE.

2.4. Human sera

Sera were donated from 10 crustacean-allergic patients (pa-
tients 1-10) with a history of hypersensitive reactions after inges-
tion of crustaceans. These patients had all been diagnosed to be
allergic to crustaceans by the capsulated hydrophilic carrier poly-
mer-radioallergosorbent test (CAP-RAST) performed at hospitals;
the determined CAP-RAST classes were 3~6 against shrimp and/
or crab. Patients 5, 6, 8 and 9 had been additionally shown to have
CAP-RAST classes of 3-6 against squid and octopus. In this study,
sera from eight healthy volunteers without adverse reactions after
ingestion of any foods were used as controls.

2.5. Fluorescence ELISA

Reactivity of the patient sera to each heated extract was evalu-
ated by fluorescence ELISA as described elsewhere (Hamada et al.,
2004). In brief, a polystyrene microtiter plate with 96 wells (Type H
(black); Sumitomo Bakelite, Tokyo, Japan) was coated with 50 pul of
the heated extract (diluted 1:2000) and reacted successively with
patient or control serum (diluted 1:500) and B-galactosidase-con-
jugated goat anti-human IgE antibody (0.25 pg/ml; American Qual-
ex, San Clement, CA, USA). Enzyme reaction was carried out using
substrate solution (0.1 mg/ml 4-methylumbelliferyl--p-galacto-
side) and stopped by the addition of 100 mM glycine-NaOH buffer
(pH 10.3). Fluorescence intensity was measured on a SPECTRAmax
GEMINI XS (Molecular Devices, Sunnyvale, CA, USA) with excita-
tion at 367 nm and emission at 453 nm. All ELISAs were performed
in triplicate and the data obtained were expressed in mean * SD.

2.6. SDS-AGE

SDS—-PAGE was performed on a PhastSystem apparatus (GE-
Healthcare, Piscataway, NJ, USA) as described in the manufac-
turer's manual. Ready-made gels (PhastGel Gradient 8-25) and
ready-made buffer strips (PhastGel SDS Buffer Strips) were
purchased from GE-Healthcare. Each sample was dissolved in
62.5 mM phosphate buffer (pH 7.5) containing 2.5% SDS and 5%
dithiothreitol, heated at 100°C for 10min and subjected to
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electrophoresis. Precision Plus Protein Standards (Bio-Rad Labora-
tories, Hercules, CA, USA) were run as a reference, along with sam-
ples. After running, proteins were visualised by staining with
Coomassie Brilliant Blue R-250.

2.7. Immunoblotting and inhibition immunoblotting

Immunoblotting was performed as reported previously (Kobay-
ashi et al., 2006). Briefly, the proteins separated by SDS-PAGE were
electrotransferred from the gel to a nitrocellulose membrane,
which was reacted successively with primary and secondary anti-
bodies. In order to detect tropomyosin, an antiserum (diluted
1:30,000) raised in rabbits against king crab tropomyosin, which
was kindly gifted from Dr. H. Ushio in our university, was used
as a primary antibody and horseradish peroxidase-conjugated goat
anti-rabbit 1gG antibody (diluted 1:20,000; Kirkegaard & Perry
Laboratories, Gaithersburg, MD, USA) as a secondary antibody. In
IgE-immunoblotting, patient or control serum (diluted 1:500)
and horseradish peroxidase-conjugated goat anti-human IgE anti-
body (diluted 1:10,000; Kirkegaard & Perry Laboratories) were
used as primary and secondary antibodies, respectively. Biots were
visualised using an ECL Plus Western Blotting Detection System
(GE-Healthcare) and an ECL Mini Camera (GE-Healthcare), as rec-
ommended by the manufacturer. For inhibition IgE-immunoblot-
ting, patient serum (diluted 1:250) was preincubated with an
equal volume of American lobster, Japanese flying squid or turban
shell tropomyosin solution (10 pg/ml) at 37 °Cfor 1 hand used asa
primary antibody.

2.8. ¢cDNA cloning of tropomyosins

The rapid amplification cDNA ends (RACE) method was em-
ployed for cDNA cloning of tropomyosins. Total RNA was extracted
from 1.5 g of each muscle sample with 15 ml of TRizol reagent
(Invitrogen, Carlsbad, CA, USA). For 3'RACE, first-stranded cDNA
was synthesised from 5 pg of total RNA using the 3'RACE System
for Rapid Amplification of cDNA Ends (Invitrogen) according to
the manufacturer’s manual and used as a template. PCR was per-
formed using HotMaster Taq DNA polymerase (Eppendorf, Ham-
burg, Germany) under the following conditions: 94 °C for 2 min;
35 cycles of 94 °C for 205, 55 °C for 20 s and 72 °C for 2 min; and
72 °C for 7 min. In PCR, the following forward primers were used
in combination of the abridged universal anchor primer (AUAP):
5'-CAGAGGTTGACCTTGAACGT-3' (corresponding to the region
172-178 of the amino acid sequence) for disc abalone, 5-GAT-
GCCATCAAGAAGAAGATG-3' (corresponding to the region 2-8) for
turban shell and short-neck clam and 5-GAGGCTGCCCGTAA-
ACT(C/T)GC-3' (corresponding to the region 164-170) for the other
species. These primers were designed on the basis of the known
¢DNAs encoding molluscan tropomyosins (refer to Table 2 for the
accession numbers of tropomyosins in the DDBJ/EMBL/GenBank
databases). The PCR products were subcloned into the pT7Blue-2
T-vector (Novagen, Darmstadt, Germany) and at least three clones
were analysed for nucleotide sequences using a PRISM Dye Termi-
nator Cycle Sequencing Ready Reaction Kit (Applied Biosystems,
Foster City, CA, USA) and a PRISM 310 genetic analyser (Applied
Biosystems). Based on the determined partial nucleotide sequence,
5'RACE was carried out using the 5'RACE System for Rapid Ampli-
fication of cDNA Ends (Invitrogen) according to the manufacturer’s
instructions. For each species, first-stranded cDNA was synthesised
from 5 pg of total RNA using the gene-specific reverse primer and
subjected as a template to PCR using another gene-specific reverse
primer and the abridged anchor primer (AAP). In the case of disc
abalone, nested-PCR was further performed. The PCR conditions
in 5'RACE were the same as those in 3'RACE. All amplified products
were subcloned and sequenced as described above.

3. Results and discussion
3.1. IgE reactivity of heated extracts from gastropods and bivalves

IgE reactivity of the heated extracts from gastropods and bi-
valves was analysed by fluorescence ELISA using five crustacean-
allergic patient sera and a control serum pooled from eight healthy
subjects. In comparison of the results with the control serum, each
patient serum was judged to react with varied potencies to all of
the heated extracts not only from American lobster but also from
four species of gastropods and seven species of bivalves (Fig. 1).
Prior to this study, the CAP-RAT determinations had demonstrated
the occurrence of specific IgE against shrimp and/or crab in the five
patient sera used and specific IgE against squid and octopus in the
patient 5 serum. In the light of the established cross-reactivity
among crustaceans (Motoyama et al., 2007; Reese et al., 1999),
the reactivity of the five patient sera to the heated extract from
American lobster is easily understood. Importantly, the results
with the heated extracts from gastropods and bivalves show that
at least the five patient sera recognise molluscs as well as crusta-
ceans. This conforms well to the fact that tropomyosin is a cross-
reactive allergen between crustaceans and molluscs as described
below.

3.2. Identification of tropomyosins as major allergens in gastropods
and bivalves

As analysed by SDS-PAGE, a 37 kDa protein, which is compara-
ble in molecular mass to the turban shell tropomyosin used as a
reference, was prominently detected in all of the heated extracts
from four species of gastropods and seven species of bivalves
(Fig. 2A). Irrespective of the species, the 37 kDa protein was judged
to be tropomyosin from the positive reactivity with the antiserum
against the king crab tropomyosin (Fig. 2B). In 1gG-immunoblot-
ting, minor blots above and/or below the 37 kDa protein (tropomy-
osin) were also observed in several species such as Japanese oyster
and horse clam. It is unclear whether these blots are attributable to
tropomyosin isoforms or other cross-reactive proteins. IgE-immu-
noblotting, using the pooled serum from 10 crustacean-allergic pa-
tients and individual six patient sera, showed that tropomyosins in
all samples were IgE-reactive (Fig. 2C), although the reactivity of
Japanese cockle tropomyosin with some patient sera was particu-
larly low. In some species such as bloody cockle and Japanese oys-
ter, IgE-reactive proteins of 100-150 kDa were also recognised.
Nevertheless, IgE-immunoblotting data allowed us to conclude
that tropomyosin is almost the sole IgE-reactive protein in all gas-
tropods and bivalves examined. When four patient serum samples
(pooled serum and three sera from patients 1-3) were individually
preadsorbed with American lobster, Japanese flying squid or tur-
ban shell tropomyosin as an inhibitor, they completely lost their
reactivity to tropomyosins from four species of gastropods and se-
ven species of bivalves (only the results with the patient 1 serum
are shown in Fig. 2D). These results qualitatively demonstrate
the cross-reactivity among molluscan tropomyosins and also be-
tween crustacean and molluscan tropomyosins, as in previous
studies (Lehrer & McCants, 1987; Leung et al., 1996; Motoyama
et al., 2006; Reese et al., 1999).

3.3. Nucleotide sequences of cDNAs encoding gastropod and bivalve
tropomyosins

In 3'RACE, no amplified products were obtained for Midden-
dorfs buccinum. Attempts were made to amplify the cDNAs
encoding the Middendorf's buccinum tropomyosin by RT-PCR
using various primer sets but were unsuccessful. However, the
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Table 2
Amino acid sequence identities (%) among molluscan and crustacean tropomyosins

3i§alvgs‘ H
Bloody. cockl

Cephalopoc
Crustaceans

Gastropods: four species of abalones, tropical abalone Haliotis asinina (AY320360), Japanese abalone Haliotis diversicolor (AF216518), California red abalone Haliotis rufescens (X75218) and disc abalone Haliotis discus discus; turban
shell Turbo cornutus; whelk Neptunea polycostata. Bivalves: bloody cockle Scapharca broughtonii: three species of mussels, blue mussel Mytilus edulis (U40035), Mediterranean mussel Mytilus galloprovincialis (ABO00907) and green
mussel Perna viridis (AF216519); three species of scallops, akazara scallop Chiamys nipponensis (AB021681), noble scallop Chlamys nobilis (AF216520) and Yesso scallop Patinopecten yessoensis (AB004G36); Japanese oyster
Crassostrea gigas: Japanese cockle Fulvia mutica; surf clam Pseudocardium sachalinensis; horse clam Tresus keenae; constricted tagelus Sinonovacula constricta (EU082209); razor clam Solen strictus: short-neck clam Ruditapes
philippinarum. Cephalopods: golden cuttlefish Sepia esculenta (AB218913), big fin reef squid Sepi i iana (AB218914), flying squid Todarodes pacificus, neon flying squid Ommastrephes bartrami (AB218916) and
common octopus Octopus vulgaris (AB218917). Crustaceans: brown shrimp Penaeus aztecus, pink shrimp Pandalus eous (AB270631), American lobster Homarus americanus (fast-type tropomyosin) (AF034954), American lobster
(slow-twitch tropomyosin) (AF034953), American lobster (slow-tonic tropomyosin) (AY521627). snow crab Chionoecetes opilio (slow-tonic tropomyosin) (AB270634), hersehair crab Frimacrus isenbekii (slow-twitch tropomyosin)
(AB270635), horsehair crab (slow-tonic tropomyosin) (AB270636), king crab Paralithodes camtschaticus (fast tropomyosin) (AB270632) and king crab (slow-tonic tropomyosins) (AB270633). Except for the species shown in Fig. 2,
accession numbers (DDBJ/EMBL/GenBank nucleotide sequence darabase) are indicated in parentheses.
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Fig. 1. Analysis by fluorescence ELISA of the IgE reactivity of patient sera to the heated extracts from four species of gastropods, seven species of bivalves and American
lobster. Each heated extract (diluted 1:2000) was coated on the ELISA plate and reacted with patient or control serum (diluted 1:500). The control serum was pooled from
eight healthy subjects. Heated extracts (protein concentration in mg/ml): 1, disc abalone (0.87); 2, turban shell (2.1); 3, whelk (3.8); 4, Middendorf's buccinum (2.1); 5, bloody
cockle (5.5); 6, Japanese oyster (4.2); 7, Japanese cockle (2.8); 8, surf clam (9.3); 9, horse clam (6.2); 10, razor clam (4.6); 11, short-neck clam (7.5); 12, American lobster (3.6).
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Fig. 2. Analysis of the heated extracts from four species of gastropods and seven species of bivalves by SDS-PAGE (A), IgG-immunoblotting (B), IgE-immunoblotting (C) and
inhibition IgE-immunoblotting (D). Lanes: 1, tropomyosin purified from turban shell; 2. extract from disc abalone; 3, extract from turban shell; 4, extract from whelk; 5,
extract from Middendorfs buccinum; 6, extract from bloody cockle; 7, extract from Japanese oyster; 8, extract from japanese cockle; 9, extract from surf clam; 10, extract
from horse clam; 11, extract from razor clam; 12, extract from short-neck clam. (A) Heated extracts (0.3 pl each) with the protein concentrations described in the legend for
Fig. 1 were subjected to SDS-PAGE. (B) Antiserum against king crab tropomyosin was used to detect tropomyosins. (C) Patient sera (pooled serum from 10 patients and
individual six patient sera) were used to detect IgE-binding proteins. (D) The patient 1 serum (diluted 1:250) was preincubated with an equal volume of inhibitor (left:
American lobster tropomyosin, middle: Japanese flying squid tropomyosin, right: turban shell tropomyosin) solution (10 pg/ml) and used as a primary antibody.

-212 -



A. Emoto et al./Food Chemistry 114 (2009) 634-641 639

full-length ¢cDNAs encoding tropomyosins from the remaining 10
species could be cloned by both 3’ and 5’RACE. After subcloning
of each PCR product into the pT7Blue-2 T-vector, at least three
clones were analysed for nucleotide sequence. For each PCR prod-
uct, there was no difference in nucleotide sequence among the
clones analysed, suggesting that isoforms of the cloned tropomyo-
sin, if present, are trace in the 10 species. The determined nucleo-
tide sequences of the tropomyosin cDNAs, although not shown in
this paper to save space, have been deposited in the DDBJ/EMBL/
GenBank databases under the following accession numbers:
AB444939 for disc abalone (1223 bp), AB444940 for turban shell
(1108 bp), AB444941 for whelk (1077 bp), AB444942 for bloody
cockle (1079 bp), AB444943 for Japanese oyster (1110 bp),
AB444944 for Japanese cockle (1119 bp), AB444945 for surf clam
(1020 bp), AB444946 for horse clam (1081 bp), AB444947 for razor
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clam (1112 bp) and AB444948 for short-neck clam (1198 bp). All
cDNAs commonly contain an open reading frame composed of
852 bp coding for 284 amino acid residues.

3.4. Amino acid sequences of gastropod and bivalve tropomyosins

The amino acid sequences of gastropod tropomyosins have so
far been elucidated for three species of abalones (ear shell, Japa-
nese abalone and California red abalone) and those of bivalve trop-
omyosins for three species of mussels (blue mussel, Mediterranean
mussel and green mussel), three species of scallops (akazara scal-
lop, noble scallop and Yezo scallop) and one species of clam (con-
stricted tagelus) (refer to Table 2). In this study, the amino acid
sequences of tropomyosins from three species of gastropods (disc
abalone, turban shell and whelk) and seven species of bivalves

Fig. 3. Amino acid sequences of the gastropod and bivalve tropomyosins determined in this study and Japanese flying and brown shrimp tropomyosins as references.
Accession numbers (DDBJ/EMBL/GenBank nucleotide sequence databases): disc abalone Haliotis discus discus, AB444939; turban shell Turbo cornutus, AB444940; whelk
Neptunea polycostata, AB444941; bloody cockle Scapharca broughtonii, AB444942; Japanese oyster Crassostrea gigas, AB444943; Japanese cockle Fulvia mutica, AB444944; surf
clam Pseudocardium sachalinensis, AB444945; horse clam Tresus keenae, AB444946; razor clam Solen strictus, AB444947; short-neck clam Ruditapes philippinarum, AB444948;
Japanese flying squid Todarodes pacificus, AB218915; brown shrimp Penaeus aztecus, DQ151457. The residues differing from brown shrimp tropomyosin are shaded. The IgE

epitope regions proposed for brown shrimp tropomyosin are boxed.
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(bloody cockle, Japanese oyster, Japanese cockle, surf clam, horse
clam, razor clam and short-neck clam) were newly clarified. It is
worth mentioning that, except for disc abalone, the gastropod
and bivalve species used in this study are not only classified into
diverse families and orders but also taxonomically discriminated
from those used in the previous sequence studies. Thus, this study
is of particular value in making it possible to understand the over-
all features of the amino acid sequences of tropomyosins from edi-
ble gastropods and bivalves.

The determined amino acid sequences of tropomyosins from
the three species of gastropods and seven species of bivalves
are aligned in Fig. 3, together with those of Japanese flying squid
tropomyosin (a representative of cephalopod tropomyosins) and
brown shrimp tropomyosin (a representative of crustacean tropo-
myosins). It is obvious that the amino acid sequences of gastropod
and bivalve tropomyosins are significantly different from that of
brown shrimp tropomyosin. As it is not easy to compare the ami-
no acid sequences among molluscs only by the sequence align-
ment shown in Fig. 3, the sequence identities among molluscan
and crustacean tropomyosins are summarised in Table 2, in which
gastropods and bivalves are listed according to the family to
which they belong. First, it should be noted that gastropod and
bivalve tropomyosins share only 60% sequence identities with
crustacean tropomyosins and considerably low identities (mostly
70-80%) with cephalopod tropomyosins. Another significant fea-
ture of the amino acid sequences of gastropod and bivalve tropo-
myosins is that they are highly homologous (mostly more than
90% identities) with one another within the same group (same
family or same order) but not (mostly 70-80% identities) among
the groups. Although further sequence data are needed, the gas-
tropods and bivalves whose tropomyosins have already been se-
quenced can be divided into the following groups based on the
sequence identities: two groups (members of the orders Vetigas-
tropoda and Neogastropoda) for gastropods and five groups
(members of the order Arcoida, the order Mytiloida, the families
Pectinidae and Ostreidae of the order Ostreoida and the order
Veneroida) for bivalves.

As described above, molluscan tropomyosins have low se-
quence identities with crustacean tropomyosins and are also dis-
tinguishable in sequence among the groups. Nevertheless, the
cross-reactivity either among molluscan tropomyosins or between
molluscan and crustacean tropomyosins was shown in this study
as well as in previous studies (Lehrer & McCants, 1987; Leung
et al., 1996; Motoyama et al., 2006; Reese et al.,, 1999). This can
be realised to some extent in consideration of the eight IgE
epitopes (regions 43-55, 88-101, 137-141, 144-151, 187-197,
249-259, 266-273 and 273-281) proposed for brown shrimp
tropomyosin (Pen a 1) (Ayuso et al., 2002a, 2002b; Reese et al.,
2005). As discussed in our previous paper (Motoyama et al,
2006), cephalopod tropomyosins have the same sequence in the
region 249-259 as Pen a 1 and have only one replacement in the
regions 88-101, 137-141, 187-197 and 273-281 compared to
Pen a 1, accounting for the cross-reactivity between cephalopod
and crustacean tropomyosins. In the case of gastropod and bivalve
tropomyosins, the sequence of the region 249-259 is completely
conserved as well. This partly supports the cross-reactivity either
among molluscan tropomyosins or between molluscan and crust-
cean tropomyosins. However, gastropod and bivalve tropomyosins
have extended replacements in the regions corresponding to the
other Pen a 1 epitopes. Elucidation of IgE epitopes of gastropod
and bivalve tropomyosins using synthetic peptides is needed to
discuss in more detail their cross-reactivity with cephalopod and
crustacean tropomyosins.

In conclusion, this study provided experimental evidence that a
variety of gastropods and bivalves are allergenic and that their ma-
jor allergen is tropomyosin cross-reacting with one another and

also with cephalopod and crustacean tropomyosins. Importantly,
our sequence data, together with the previous data, revealed that
gastropods and bivalves contain tropomyosins with amino acid se-
quence features associated with their taxonomical positions. This
might be a molecular basis for the fact that there are patients sen-
sitive to some species of gastropods or bivalves but not to others.
Therefore, future study on IgE epitopes of gastropod and bivalve
tropomyosins should be performed in consideration of the taxo-
nomical positions of species. Such study will greatly increase our
molecular knowledge on the allergenicity of gastropod and bivalve
tropomyosins.
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Bovine collagen is allergenic and its major IgE epitope has already been identified. Fish
collagen is also allergenic but shows no IgE cross-reactivity with bovine collagen, implying that it
has specific IgE epitopes. Therefore, this study was initiated to elucidate IgE epitopes of rainbow
trout collagen a2 chain. Five overlapping proteins (R1-5; 221 or 225 amino acids long with an
offset of 205 amino acids) covering the entire sequence of the rainbow trout collagen a2 chain
were expressed in Escherichia coli. Immunoblotting experiments using 10 patients’ sera reacting
to fish collagen revealed that the major IgE epitope is included in the R5 protein (region 821-
1,041). Then, 26 overlapping peptides (20 or 21 amino acids long with an offset of 8 amino acids)
encompassing the sequence of the R5 protein were chemically synthesized and examined for
IgE-binding ability by fluorescence ELISA. Region 941-960 was found to be most IgE-reactive.
When evaluated by inhibition ELISA, this region accounted for more than 50% of the IgE
reactivity to the R5 protein. Moreover, the same region was found to be IgE-reactive in bastard
halibut and zebrafish collagen a2 chains, but not in bovine collagen @2 chain. Our results strongly

suggest that region 941-960 is a major common IgE epitope of fish collagen a2 chains.

Key words:

Introduction

Collagen is ubiquitously found in animals as a major
protein in the skin, bone and intramuscular connective
tissue of animals. It is composed of three a chains (in
the form of (@l):x2 or ala2a3) of about 110-120 kDa,
which are twisted together to form a triple helix!. The
denatured collagen (gelatin) from skin or bone of bovine
and porcine is widely utilized as a raw material of jelly
and as a supplement in cosmetics and foods. Because

gelatin has long been believed to be nonimmunogenic

and nonallergenic to humans, it has also been used as a
stabilizer in vaccines, such as those for measles, mumps
and rubella. However, immunoglobulin E (IgE)-medi-
ated adverse reactions, including anaphylaxis, to the
vaccines have been reported in some children and
demonstrated to be mostly ascribable to gelatin in the
vaccines®®.  Subsequently, of the al and a2 chains
constituting bovine collagen, only the latter chain was
found to be IgE-reactive?. Moreover, the major IgE
epitope of the bovine collagen a2 chain has been
elucidated to reside in region 485-494%,

In fish, the major allergen is parvalbumin, a calcium-
binding sarcoplasmic protein with a molecular mass of
about 12 kDa, as demonstrated with various species of
fish, including cod®, carp?, Atlantic salmon® and Pacific
mackerel”. Besides parvalbumin, collagen has also been
identified as a fish allergen, although not a major

allergen; a2 chain; collagen; fish allergy; IgE epitope; rainbow trout

one!® Y In contrast to bovine collagen, hetero a-chains
of fish collagen all seem to be IgE-reactive!! 12,
Importantly, collagens from various species of fish are
cross-reactive with one another, but not with those
from mammals'® 12 implying that fish collagens have
specific IgE epitopes distinct from those of mammalian
collagens. To achieve a better understanding of the
allergenicity of fish collagens, it is requisite to elucidate
their specific IgE epitopes. Furthermore, information
about IgE epitopes of fish collagens would be helpful to
develop not only hypoallergenic processed fish prod-
ucts, but also hypoallergenic collagen molecules for
immunotherapy of fish allergy.

All three a chains of collagen have been completely
sequenced for only two species of fish, rainbow trout'®
and zebrafish Danio rerio'?. Rainbow trout is an impor-
tant edible fish that is widely consumed, while zebrafish
is often used as a model fish in biology, but is not edible.
Furthermore, the major IgE epitope has already been
identified for the bovine collagen a2 chain®. Here, we
selected the rainbow trout Oncorhynchus mykiss colla-
gen a2 chain as a target for analysis of IgE epitopes.
First, overlapping recombinant proteins covering the
entire sequence of the rainbow trout collagen a2 chain
were examined for IgE-binding ability. Next, epitope
mapping experiments were performed using synthetic
overlapping peptides encompassing the sequence of the
most IgE-reactive protein. Our results indicate that the
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A
N-telopeptide (1-12) C-telopeptide (1027-1041)
Triple helix domain (13-1026)
COL-F COL-R
R1-E R1(1-225) R1-R
R2-F R2 (206-430) R2-R
R3-E R3 (411-635) R3-R
RA4-F R4 (618-840) RA-R
R5-F R5 (821-1041) R5-R
B COL-F: 5-CAGTTTGATGGAGGAAAGGG-3', COL-R: 5'-CAGTTTGATGGAGGAAAGGG-3'

R1-F: 5'-gaattcTCAGTTTGATGGAGGAAAGGGC-3', R1-R: 5-gtcgacTTAGTTGTTACCAGGGTTACCAAC-3'
R2-F: 5§'-gaaticAGAGCCTGGTATCAATGGAGCT-3', R2-R: 5-gtcgacTTAACCACCCTTGCCAGCCTCACC-3
R3-F: 5-gaattcACCCGGTAACATCGGATTCCCC-3', R3-R: 5-gtcgacTTACTCTCCACTGGGTCCACGAAG-3
R4-F: 5-gaalicGCGGTGAGTCTGGCTCCTTCGGC-3', R4-R: 5'-gtcgacTTAAGTCATACCGGGCATGCCAAT-3
R5-F: 5-gaattcACCCGCTGGTGCCTCTGGACCC-3', R5-R: 5'-gtcgacTTAGGCTCTGTACTCATCGTAACC-3

Fig. 1. Schematic presentation of the rainbow trout collagen @2 chain and five overlapping proteins (R1-5) covering the
full sequence (A) and nucleotide sequences of the primers used to amplify the mature protein and R1-5 proteins

(B)

(A) The regions corresponding to the N-telopeptide, triple helix domain, C-telopeptide and R1-5 proteins are
indicated-in parentheses. Forward and reverse primers are shown at the left and right sides, respectively, for

each mature protein and R1-5 proteins.
forward and reverse primers, respectively.

major IgE epitope of the rainbow trout collagen a2 is
included in the region 941-960. We also provide evi-
dence that the same region is likely to be a common IgE
epitope of fish collagen a2 chains.

Materials and Methods

Fish

A live specimen of rainbow trout was kindly supplied
by Professor S. Sato of our university. The white
muscle obtained from the specimen was immediately
immersed in liquid nitrogen and kept at —80°C until
use.

Construction of a cDNA library

Total RNA was extracted from 2 g of the rainbow
trout white muscle with TRIzol reagent (Life
Technologies, Rockville, MD, USA) and poly(A)" mRNA
was purified using an mRNA Purification Kit (GE
Healthcare, Piscataway, NJ, USA). A Marathon cDNA
library was constructed by conversion of a part of the
purified mRNA to cDNA, followed by ligation of AP1
adapters, using a Marathon ¢cDNA Amplification Kit
(Clontech Laboratories, Palo Alto, CA, USA).

Expression and purification of recombinant proteins
Five overlapping proteins, R1-5 (221 or 225 amino
acids in length with an offset of 205 amino acids), which

(B) The EcoRl and Sall restriction sites are shown in small letters for

cover the entire sequence of the rainbow trout colla-
gena2 chain (Fig. 1A), were individually expressed in
Escherichia coli as a glutathione-S-transferase (GST)-
fusion form using the pGEX-6P-3 expression vector (GE
Healthcare). First, a cDNA encoding the a2 chain!® was
amplified by PCR using the Marathon cDNA library as
a template. Then, cDNAs of the R1-5 proteins, with
addition of EcoRI and Sall restriction sites at the 5" and
3’ ends, respectively, were individually amplified by
PCR using the @2 chain cDNA as a template. Nucleotide
sequences of the primers used in PCR are summarized
in Fig. 1B. Each PCR product and the expression vector
were digested with EcoRI and Sall and ligated using a
DNA Ligation Kit (Takara, Otsu, Japan). E. coli JM109
was transformed with the ligated product and cultured
overnight on LB agar containing 0.005% ampicillin at
37°C. A single colony was selected and grown in 500
mL of LB medium containing 0.005% ampicillin at 37°C
until the absorbance at 600 nm reached 0.6. Then,
isopropyl-8-p-thiogalactoside (IPTG) was added to the
culture to give a concentration of 1 mmol/L and
incubation was continued for 3 hr. Bacteria were
harvested by centrifugation and resuspended in 25 mL
of 50 mmol/L Tris—HCI buffer (pH 7.5) containing 150
mmol/L NaCl, 1 mmol/L EDTA, 1mmol/L phenyl-
methylsulfonyl fluoride and 0.01% lysozyme. The
bacterial suspension was sonicated and centrifuged,
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and the GST-fusion protein recovered in the superna-
tant was purified by affinity chromatography on a
GSTrap HP column (GE Healthcare) according to the
manufacturer’s instructions.

Human sera

Sera from 10 fish-allergic patients (patients 1-10)
were used. This study was approved by the ethics com-
mittees of Chiba University, Fujita Health University
and Yokohama City University. All patients had been
diagnosed to be allergic to fish at hospitals, based on
documented clinical histories of immediate hypersensi-
tivity reactions after ingestion of fish and capsulated
hydrophilic carrier polymer-radioallergosorbent test
(CAP-RAST) classes of 2-4 against fish such as macker-
el and tuna. In addition, their sera were all confirmed to
contain specific IgE to fish collagen by ELISA, which
was performed using either parvalbumin or collagen
purified from bigeye tuna Thunnus obesus muscle as an
antigen, as described in our previous paper!?. Sera
from two healthy volunteers without adverse reactions
after ingestion of any foods were used as controls.

Sodium dodecylsulfate-polyacrylamide gel electrophoresis
(SDS-PAGE) and immunoblotting

SDS-PAGE was performed on a ready-made gel
(PhastGel Gradient 8-25; GE Healthcare) using a
PhastSystem apparatus (GE Healthcare), as recom-
mended by the manufacturer. Each sample was dis-
solved in 62.5 mmol/L phosphate buffer (pH 7.5) con-
taining 2% SDS, 3mol/L. urea and 100 mmol/L
dithiothreitol, heated at 100°C for 10 min and subjected
to electrophoresis. Precision Plus Protein Standards
(Bio-Rad Laboratories, Hercules, CA, USA) were run as a
reference, along with samples. After running, proteins
were stained with Coomassie Brilliant Blue R-250.

Immunoblotting was carried out as reported
previously!®. In brief, the proteins separated by SDS-
PAGE were electrotransferred to a polyvinylidene
difluoride membrane, which was reacted successively
with patients’ serum (diluted 1:250) and horseradish
peroxidase-conjugated goat anti-human IgE antibody
(diluted 1:5,000; Kirkegaard & Perry Laboratories,
Gaithersburg, MD, USA). Antigen-antibody binding
was visualized using an ECL Plus Western Blotting
Detection System (GE Healthcare) and an ECL
Mini Camera (GE Healthcare) according to the
manufacturer’s manual.

Peptide synthesis

The R5 protein (region 821-1041) was found to be
most IgE-reactive, as described below. Therefore, 26
overlapping peptides (20 or 21 amino acids in length
with an offset of 8 amino acids) covering the entire
sequence of the R5 protein were chemically syn-
thesized. Peptide 16 (region 941-960) was judged to be
the most IgE-reactive as described below, and hence
peptides corresponding to region 941-960 of bastard
halibut  Paralichthys olivaceus'®, zebrafish!? and

bovine!”? collagen a2 chains were additionally syn-
thesized (named peptides Bh, Zf and Bv, respectively).

Peptide synthesis was performed on a PMMS-8 pep-
tide synthesizer (Shimadzu, Kyoto, Japan) using 9-
fluorenylmethyloxycarbonyl as an amino-protecting
group and (benzotriazol-1-yloxy)tripyrrolidino-phos-
phonium hexafluorophosphate as a coupling reagent,
according to the manufacturer’'s instructions. After
synthesis, each peptide was purified by reverse-phase
HPLC on a TSKgel ODS-120T column (0.46X25 cmy;
Tosoh, Tokyo, Japan), which was eluted with a linear
gradient of acetonitrile (49-63% in 40 min) at a flow
rate of 1 mL/min. The molecular weight of each puri-
fied peptide was confirmed by MALDI-TOFMS using
a KOMPACT MALDI I instrument (Shimadzu).

Enzyme-linked immunosorbent assay (ELISA)

IgE reactivity of synthetic peptides was assessed by
fluorescence ELISA as reported previously'®. In brief, a
Nunc Immobilizer Amino plate for peptide (Nalge Nunc
International, Rochester, NY, USA) was coated with
50uLl. of peptide solution (10pg/ml) and reacted
successively with patients’ serum (diluted 1:250) and
B-galactosidase-conjugated goat anti-human IgE anti-
body solution (0.25 pg/mL; American Qualex, San Cle-
ment, CA, USA). Enzyme reaction was carried out using
substrate solution (0.1 mg/mL 4-methylumbelliferyl-5-
p-galactoside) and stopped by addition of 100 mmol/L
glycine-NaOH buffer (pH 10.3). Fluorescence intensity
was measured on a SPECTRAmax GEMINI XS (Molecu-
lar Devices, Sunnyvale, CA, USA) with excitation at 367
nm and emission at 453 nm. Inhibition ELISA was also
carried out to estimate what percentage of IgE
reactivity to the R5 protein is accounted for by peptide
16. Pooled patients’ serum (diluted 1:125) was in-
cubated with an equal volume of inhibitor (peptide 16
or R5 protein) solution (0.002-20 pg/mL) at 37°C for 1
hr and 50 pL of the mixture was then added to a micro-
plate that had previously been coated with the R5
protein (1 ug/mL). The subsequent procedure was the
same as in ELISA. All ELISAs (including inhibition
ELISA) were performed in triplicate and the data ob-
tained were expressed as mean=SD.

Results

IgE-binding ability of recombinant RI1-5 proteins

Five proteins (R1-5) covering the entire sequence of
the rainbow trout collagen a2 chain were individually
expressed in E. coli as GST-fusions. In each expression
experiment, a 45-48 kDa band was prominently ob-
served in both soluble and insoluble fractions from
IPTG-induced bacteria as analyzed by SDS-PAGE (data
not shown). Based on the molecular masses of GST
(about 26 kDa) and R1-5 proteins (about 20 kDa), these
bands were atiributed to the GST-fusion proteins. Fol-
lowing affinity chromatography on a GSTrap HP
column, each GST-fusion protein was obtained in elec-
trophoretically pure state from the soluble fraction (Fig.

2A).
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Fig. 2. Analysis of GST and recombinant R1-5 proteins by SDS-PAGE (A) and immunoblotting (B)

Patient 4

Patients

G12345 G1234%5 G 123465

Pationt

G12345 G123435 G 12345

GST-fusion R3; 4, GST-fusion R4; 5, GST-fusion R5.

20000 ) . ; )
Patient 1 Patient 2 Patient 3 Patient 4
15000
10000
: L | I I |
[}
S | ) i \ I | .
g 1357 9 1113151719212325 1 3 5 7 9 1113151719212325 1 3 5 7 9 1113151719212325 1 3 5 7 9 1113151719212325
@
g 10000
o Patient 5 Patient 6 Patient 7 Patient 8
8000
6000
4000
2000 I] i'
i | i i N bz ow i

1357 9 1113151719212325

Fig. 3.

1357 91113151719212325

1357 91113151719212325 1 3 5 7 9 1113151719212325

Peptide

IgE reactivity of peptides 1-26 analyzed by fluorescence ELISA

Data are expressed as mean=®=SD (n=3).

When analyzed by immuncblotting, sera of 10 pa-
tients reacted to at least one of the five GST-fusion
proteins (Fig. 2B), while two control sera showed no
reactivity to any of them (data not shown). IgE
reactivity to GST was not recognized in any of the
patients’ sera, supporting the view that the reactivity
between the patients’ sera and the GST-fusion proteins
is attributable to the R1-5 portions of the fusion pro-
teins. Sera from patients 2, 3, 4, 6 and 9 reacted not only
to the R5 protein, but also to one or two of the R1-4
proteins; for example, serum of patient 2 also reacted to
the R1 protein and serum of patient 4 to the R3 and 4
proteins. The remaining five patients’ sera showed
positive reactivity only to the R5 protein. These results
indicate that the major IgE epitopes of the rainbow
trout collagen a2 chain are included in the C-terminal R

5 protein (region 821-1,041).

IgE-binding ability of synthetic peptides 1-26

To evaluate further the major IgE epitopes, 26 over-
lapping peptides covering the entire sequence of the R5
protein were synthesized and examined for IgE-binding
ability by fluorescence ELISA. Since insufficient serum
was available from patients 9 and 10, only the remain-
ing eight sera were subjected to fluorescence ELISA.
Each serum reacted to several peptides (Fig. 3), al-
though control sera reacted to none of the peptides
(data not shown). Among the 26 peptides, peptides 5, 16
and 17 were recognized at high frequencies by the
patients’ sera. Seven sera showed the highest reactivity
to peptide 16; the only exception was serum from pa-
tient 8 serum, in which the reactivity to peptide 16 was
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