£3 RIBFEE/N27J GEHCE) OEE

No. R it (MU/g)
P Wi RRERAR
36 0.5 ND ND
37 0.5 ND ND
38 2003FE &1 0.5 ND ND
39 ND ND ND
40 ND ND ND
41 0.5 ND ND
42 0.5 ND ND
43 20044 £ 1 ND ND 0.5
44 ND ND ND
45 ND ND ND
46 ND ND ND

ND: ki H (0.5 MU/gxki#H)



%4 EEEEN 7Y (BHCE OEH

No. R B (MU/g)

. Py R FRERR
47 20054% 1—4A ND ND ND
48 ND ND ND
49 ND ND ND
50 ND ND ND
51 ND ND ND
52 20054 6H ND ND 1.0
53 ND ND 0.5
54 ND ND 0.5
55 ND ND 0.5
56 ND ND ND
57 ND ND ND
58 ND ND ND
59 ND ND ND
60 ND ND ND
61 ND ND ND
62 20065%E 3H ND ND ND
63 ND ND ND
64 ND ND ND
65 ND ND ND
66 ND ND - ND

ND: k#&Hi (0.5 MU/gR i)
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#£5-1 ILOEN2T7T7 (BHCE) 0HHE

No. AR #iE(MU/g)
poee Rl FRER<AR
67 2004411AH ND ND ND
68 ND ND ND
69 200441278 ND ND 0.5
70 ND ND 0.5
71 20054 418 ND ND 0.5
72 ND ND ND
73 ND ND ND
74 ND ND 0.5
75 ND ND ND
76 20055 58 ND ND ND
77 ND ND ND
78 ND ND ND
79 20055 6H ND ND ND
80 ND ND 0.5
81 ND ND ND
82 ND ND ND
83 ND ND ND
84 ND ND ND
85 ND ND ND
86 ND ND ND
87 0.5 ND 0.5
88 0.5 ND 0.5
89 2005& 7AH ND ND 0.5
90 ND ND 0.5
91 0.5 ND 0.5
92 ND ND ND
93 ND ND 0.5
94 ND ND 0.5
95 ND 0.5 0.5
96 ND ND ND
97 2005% 8H ND ND 0.5
98 ND ND ND
99 ND ND ND
100 ND ND 0.5

ND: k& H (0.5 MU/gFK )
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%£5-2 IWOEN27Y (EHCE) oEH

No. R Bt (MU/9)
o i FERERGE

101 2005%£ 101 ND ND 0.5
102 0.5 ND ND
103 ND ND ND
104 0.5 ND ND
105 ND 0.5 ND
106 ND ND ND
107 0.5 ND 0.5
108 2005%£11A7 ND ND ND
109 ND 0.5 0.5
110 ND ND 0.5
111 ND ND 0.5
112 ND ND ND
113 20055 12R1 ND ND 0.5
114 2006% 3AH ND ND ND
115 ND ND ND
116 20065 4H ND ND ND
117 ND ND ND
118 20065 5AH ND ND 0.5
119 ND ND ND
120 ND ND 0.5
121 ND ND ND
122 ND 0.5 ND
123 ND ND ND
124 ND ND ND
125 ND ND ND
126 ND ND ND
127 2006 6AH ND ND ND
128 ND ND ND
129 ND ND ND

ND: &#H (0.5 MU/gk i)
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Abstract

A toxic dinoflagellate responsible for paralytic shellfish poisoning (PSP), Alexandrium catenella (Ac) was fed to the
short-necked clam Tapes japonica, and the accumulation and depuration profiles of PSP toxins were investigated by means
of high-performance liquid chromatography with postcolumn fluorescence derivatization (HPLC-FLD). The short-necked
clams ingested more than 99% of the Ac cells (4 x 107 cells) supplied once at the beginning of experiment, and accumulated
a maximal amount of toxin (185nmol/10 clams) after 12h. The rate of toxin accumulation at that time was 23%, which
rapidly decreased thereafter. Composition of the PSP toxin accumulated in the clams obviously different from that of 4c¢
even 0.5h after the cell supply, the proportion of C1+2 being much higher than in A4c, although the reason remains to be
elucidated. In contrast, a higher ratio of gonyautoxin (GTX)1+4 than in Ac was detected in the toxin profiles of clam
excrements. The variation in toxin composition derived presumably from the transformation of toxin analogues in clams
was observed from 0.5h, such as reversal of the ratio of C1 to C2, and appearance of carbamate (saxitoxin (STX), neoSTX
and GTX2, 3) and decarbamoyl (dc) derivativés (dcSTX and dcGTX2, 3), which were undetectable in Ac cells. The total
amount of toxin distributed over Ac cells, clams and their excrements gradually declined, and only 1% of supplied toxin
was detected at the end of experiment.
© 2006 Elsevier Ltd. All rights reserved.

Keywords: Tapes japonica;, Alexandrium catenella; Paralytic shellfish poisoning (PSP); Toxin accumulation

1. Introduction paralytic shellfish poisoning (PSP) has become a
global concern in recent decades (Hallegraeff, 1993).

Intoxication of filter-feeding bivalves during PSP toxins produced by dinoflagellates can be
blooms of toxic dinoflagellates responsible for concentrated and retained in bivalve tissues, and
pose a significant human health risk after consump-

" *Corresponding author. Fax: +81958192844. tion of the contaminated bivalves (Bricelj and
E-mail address: arakawa@nagasaki-u.ac.jp (0. Arakawa). Shumway, 1998). Every year, along the coastal

0041-0101/$ - see front matter 2006 Elsevier Ltd. All rights reserved.
doi:10.1016/j.toxicon.2006.06.002
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water of Kyushu in Japan, many edible bivalves,
such as the short-necked clam Tapes japonica, the
mussel Mytilus galloprovincialis (formerly classified
as M. edulis), the oyster Crassostrea gigas, and the
scallop Clamys nobilis are intoxicated in association
with the occurrence of the toxic dinoflagellates
Alexandrium catenella (designated Ac below) and
Gymnodinium catenatum, causing a serious pro-
blems in the local fishery industries (Onoue et al.,
1981; Noguchi et al., 1988; Takatani et al., 1998a,b).
Accumulation and depuration profiles of PSP
toxins in bivalves differ significantly according to
different bivalve species (Hurst and Gilfillan, 1977;
Oshima et al., 1982; Takatani et al., 1998a). During
toxic algal blooms, mussels usually accumulate high
levels of toxicity rapidly, which also declines in a
short period of time (usually within several weeks)
after the disappearance of the causative dinoflagel-
lates. The scallops, Patinopecten yessoensis and
Chlamys nipponensis, are known to become much
more toxic than the mussel under the same
environmental conditions, but they require several
months until the toxicity drops down to the safety
level. On the other hand, levels of toxicity in the
short-necked clam and oyster are generally low, and
their toxicity declines as quickly as in the mussel.
PSP toxin compositions of bivalves are not
necessarily the same as those of the causative
dinoflagellates, and interspecific differences are also
observed among bivalves collected from the same
area at the same time. For example, mussels and
oysters better reflect the toxin compositions of the
causative planktons (Onoue et al., 1981; Oshima
et al., 1987; Bricelj et al., 1990), whereas the clams
such as Meretrix lamarckii, Pseudocardium sachali-
nensis and Protothaca staminea often show largely
different toxin compositions (Sullivan et al., 1983;
Murakami et al., 1999). Although the differences in
toxin profiles between bivalves and the causative
planktons are considered to come from the enzy-
matic and/or chemical transformation of toxins in
bivalve tissues (Shimizu and Yoshioka, 1981;
Sullivan et al., 1983; Oshima, 1995a; Bricelj and
Shumway, 1998; Fast et al., 2006), possible partici-
pation of selective uptake or excretion of specific
toxin component(s) in bivalves cannot be excluded
(Anderson et al., 1989; Oshima et al., 1989; Bricelj
and Shumway, 1998; Suzuki et al., 1998). In this
regard, negative results were obtained in the feeding
experiments when mussels were fed with Alexan-
drium tamarense (Ichimi et al., 2001; Suzuki et al.,
2003) or Alexandrium minutum (Blanco et al., 2003),
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but similar investigations are needed for clams,
which show larger differences in toxin profiles.

In the present study, Ac was fed to the short-
necked clam T. japonica, whose accumulation and
depuration profiles of PSP toxins were investigated
in detail. Although toxic dinoflagellates were fed
consecutively in similar feeding experiments pre-
viously reported (Lassus et al., 1989; Chen and
Chou, 2001; Ichimi et al., 2001; Sekiguchi et al,,
2001; Blanco et al., 2003; Suzuki et al., 2003), it is
expected that if such a manner of feeding is applied
to the clam, the kinetics of toxin uptake, transfor-
mation and elimination would become too compli-
cated to analyze, as the clam could metabolize/
transform PSP toxins very rapidly. To avoid this
problem, Ac was fed only once but in a large
amount at the beginning of the experiment in this
study, in order to clarify the short-term accumula-
tion/transformation profiles of PSP toxins, espe-
cially of Cl, 2 and gonyautoxin (GTX)I1, 4, the
major toxin analogues produced by Ac.

2. Materials and methods
2.1. Experimental specimens

2.1.1. Toxin-producing dinoflagellate

The strain of Ac used in this study was originally
isolated from the bloom which occurred in Miya-
nokawachi Bay, Kumamoto Prefecture, Japan in
2000. It was maintained in our laboratory in a
modified SWM-3 culture medium (pH 7.7-7.8,
salinity 33%o) at 21 °C under a 12:12 LD cycle with
fluorescent illumination (light intensity 35 pmol/m?/s).
Before feeding to the clams, the strain was mass
cultured in a 31 culture flask under the same
conditions.

2.1.2. Short-necked clam

A total of 120 non-toxic specimens of the short-
necked clam 7. japonica (body weight 14.3-16.0¢g
and shell length 2.4-3.2cm) were collected from
mudflat near the mouth of Taira River, Nagasaki
Prefecture. The specimens were immediately trans-
ported to our laboratory, and acclimatized for a
week in a large aerated polyethylene tank filled with
filtered seawater.

2.2. Feeding experiment

The clam specimens were divided into 12 groups
of 10 individuals each. Each group was then placed
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into a 1.51 tank filled with 0.91 filtered seawater,
and supplied with 100 ml (4 x 107 cells) of Ac culture
in early stationary phase once at the beginning of
the experiment. Each group was reared at 21°C
inside an incubator, and harvested at 0.5, 1, 3, 6, 12,
24, 48, 72, 96, 120, 144 or 168 h after the supply of
Ac. The whole edible tissues of 10clams in each
group were pooled, and their toxin profiles were
analyzed as described below. In addition, the
number of Ac cells that remained in reared seawater
of each tank was counted. Finally, the toxin profiles
of residue (4c cells and clam excrements) were also
examined.

2.3. Toxin extraction

2.3.1. Dinoflagellate cells

The toxin profiles of cultured cells of Ac used for
the feeding experiment were determined similarly as
reported by Ravn et al. (1995). Briefly, the
dinoflagellate cells (10%cells) harvested at early
stationary phase were first concentrated through a
plankton net (mesh size 15-20pum), and then
centrifuged at 1500g for 10min. The cell pellet
obtained was mixed with 1.5ml of 0.5M acetic acid,
and disrupted by ultrasonication for 30 s, which was
centrifuged again at 3000g for 20 min. The above
procedure was repeated two more times, and the
supernatant thus obtained was pooled together. The
final volume of supernatant was made up to 5ml
with water and then ultrafiltered (Ultrafree-PFL,
Millipore, cut-off limit of 10,000 Da). The final
filtrate thus obtained was subjected to high-perfor-
mance liquid chromatography with postcolumn
fluorescence derivatization (HPLC-FLD) analysis.

2.3.2. Clam tissues

The clam tissues were extracted according to the
standard method recommended by the Association
of Official Analytical Chemist (AOAC, 2003) with
slight modifications as follows. The clam tissues
(whole edible parts of 10 individuals in each group)
were first homogenized with 5ml of 0.1 M HCl, and
then heated in a boiling water bath for Smin. The
homogenate was centrifuged at 1500g for 15min,
and the supernatant obtained was treated with a
Sep-Pak Cl18 cartridge (Waters). The toxic eluate
from the cartridge was ultrafiltered, and the filtrate
was analyzed by HPLC-FLD.

2.3.3. Residue in rearing tanks

After each group of clams was harvested, the
seawater remaining in each tank (total 11) was
filtered through a 0.45 um filter membrane under a
negative pressure. The residue (Ac cells and excre-
ments) retained on the membrane was extracted in
the same manner as for the dinoflagellate cell pellet,
and subjected to HPLC-FLD analysis.

2.4. HPLC-FLD analysis

HPLC-FLD analyses were carried out on a
Hitachi L-7100 HPLC system, using a reversed-
phase column (LiChroCART Superspher RP-18(e),
0.4 x 25cm, Merck). Three types of mobile phases
were used to detect different groups of toxin
analogues; they were (i) 1 mM tetrabutylammonium
phosphate (pH 5.8) for C toxins (Oshima, 1995b),
(ii) 2mM heptanesulfonic acid (HSA) in 10mM
ammonium phosphate (pH 7.3) for GTXs, (iii)
2mM HSA in 30mM ammonium phosphate (pH
7.3) with 4% acetonitrile for saxitoxins (STXs)
(Arakawa et al., 1995). Each elute was subjected to
a post column reaction with 50 mM periodic acid in
0.2 mM KOH containing 1 mM ammonium formate
and 50% formamide at 65°C. Ten microliters of
each sample solution was injected in each analysis
and the various PSP toxin analogues (Fig. 1) were
detected with a fluorescence detector at 336nm
(excitation) and 392nm (emission). The reference
materials of C1, C2, GTX1-4, decarbamoylgonyau-
toxins 2, 3 (dcGTX2, 3) and neosaxitoxin
(neoSTX), which were provided by the Fisheries
Agency, Ministry of Agriculture, Forestry and
Fisheries of Japan, as well as STX and decarba-
moylsaxitoxin (dcSTX) prepared as reported pre-
viously (Arakawa et al., 1994), were used as external
standards to identify/quantify each individual ana-
logue. Since the reference materials of C3, 4, GTX5
and GTX6 were unavailable, they were quantified
after being hydrolyzed into the corresponding
carbamate derivatives (GTX1, 4, STX and neoSTX)
(Takatani et al., 1998a). All toxins were quantified
individually, but some of them are represented
together in Figs. 24.

3. Results
3.1. Toxin profile of Ac culture

The original toxin profile of Ac culture at its early
stationary phase is shown in Table 1. The toxin was
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O
Ry
Ry
\N N .
)\ ——=NH,
*H,N
\ "/OH
. . N-sulfocarbamoyl .
Carbamate toxins . Decarbamoyl toxins
toxins
R1 R2 R3 R4
-CONH, -CONHSO; H
H H H STX (2,483) GTXS5 (160) deSTX (1,274)
OH H H neoSTX (2,295) GTX6 (180) deneoSTX (33)
OH OSOy H GTX1 (2,468) C3(33) deGTX1 (1,500)
H 0SSOy H GTX2 (892) C1(15) deGTX2 (1,617)
H H 0S0;y GTX3 (1,584) C2 (239) deGTX3 (1,872)
OH H 0S0y GTX4 (1,803) C4 (143) dcGTX4 (1,080)
C: C toxin; GTX: gonyautoxin; STX: saxitoxin; dc: decarbamoyl
Value in parenthesis: specific toxicity in MU/umol
Fig. 1. Structures of the known PSP toxin analogues and their specific toxicity values (Oshima, 1995b; Oshima, 1998).
¢l =g dcSTX +dcGTX2,3 found to consist of C1-4, GTX5, GTX6, GTX1 and
=1 GTX5+6 ?T;ZC;‘B GTX4, among which C2 and GTX4 were predomi-
STX + neoSTX nant. The total toxin content of 4c culture used to
c2 -~ Number of cells
GTX1 +4 feed the short-necked clam was calculated to be
200 824.6 nmol/100 ml.
13
160 1 3.2. Toxin accumulation and depuration profiles in
clams
120 + 1o

Toxin content (nmol/ 10 clams)

Number of cells (x 107 cells/tank)

80 T
,, : i
40 :
0 4 I Lh; | i R L 0
05 1 3 6 12 24 48 72 96 120144 168

Rearing period (hrs)

Fig. 2. Changes in the toxin profile of clams and the number of
Ac cells remained in seawater during the feeding experiment.

Changes in the toxin profile of clams and the
number of A4c cells remained in seawater during the
whole rearing period are illustrated in Fig. 2. The
toxin content rapidly increased as the cell number
dropped, and reached the maximum level
(185nmol/10clams) 12h after the supply of Ac.
During this period, the clams were found to ingest
more than 99% of the supplied cells. The toxins
once accumulated in the clams rapidly decreased
from 12 to 168 h, and only 0.6% of the maximum
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o Cl GTX1+4
m GTX5+6 B deSTX +deGTX2,3
@ STX +neoSTX m C3+C4

c2 g GTX2+3
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PSP toxin composition (mol%)
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Rearing period (hrs)

Fig. 3. Changes in the PSP toxin composition of clams during the
feeding experiment.

700
a Cl H GTX1 +4
B dcSTX + deGTX2,3
GTX5+6 bl
mC3+C4
[ STX +neoSTX [0 GTX2+3

Toxin content (nmol/tank)

72 96 120 144 168
Rearing period (hrs)

05

Fig. 4. Changes in the toxin profile of tank residue (remaining Ac
cells and excrements) during the feeding experiment.

level remained in the clam tissues at the end of
experiment (after 168 h).

Changes in the toxin composition of clams are
shown in Fig. 3. The composition in clams varied
greatly from that of 4c. Even 0.5h after the supply
of Ac, the proportion of C1+2 and GTX1+4 in

Table 1

Toxin profile of Ac culture used to feed the short-necked clams
PSP analogues Toxin content (nmol/100 ml) Mol%
Cl 18.2 2.2

C2 349.7 42.4

C3 14.1 1.7

Cc4 90.2 10.9

GTXS 16.4 2.0

GTX6 84.3 10.2

GTXI 50.6 6.1

GTX4 201.1 24.4

Total 824.6 100.0

clams was much higher and lower, respectively, than
that in Ac. However, the former gradually de-
creased, while the latter gradually increased there-
after. In addition, the ratio of Cl to C2 in the clams
rapidly increased during the rearing period. Dec-
arbamoyl (dc) toxins were first detected from 1h,
and their proportion gradually increased and
exceeded 50% at the end of experiments. GTX2, 3
and STX, neoSTX appeared during 0.5-96 and
6-96h, whereas GTX5, 6 and C3, 4 almost
disappeared after 6 and 96 h, respectively.

3.3. Toxin profiles of residue in rearing tanks

Changes in the toxin profile of residue (remaining
Ac cells and excrements) during the feeding experi-
ment are illustrated in Fig. 4. The total toxin
content of residue gradually decreased from 0.5 to
168 h. The toxin composition of residue was almost
the same as that of the supplied Ac cells at 0.5h, but
dc toxins started to appear in a tiny amount at 1 h,
and they increased remarkably at 3h. In addition,
C3, 4 and GTXS, 6 disappeared at 6h, when the
clams had ingested most of the Ac cells supplied.
GTX1+4 and dc toxins became the dominant
analogues thereafter until 96 and 168 h, respectively.

3.4. Distribution of toxins in clams and residue

Fig. 5 shows changes in the relative toxin contents
among Ac cells, clams and excrements during the
feeding experiment. As described in the figure
legend, the toxin content of Ac cells (Tc-4c) after
each rearing period was estimated from the ratio of
remaining cell number to initial cell number. The
toxin content of excrements (Tc-E) was calculated
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B Clams
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3 Excrement
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Toxin content (%)
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Rearing period (hrs)

Fig. 5. Changes in the relative toxin contents among Ac cells,
clams and excrements during the feeding experiment. The toxin
content of Ac cells (Tc-Ac) after each rearing period was
estimated from the ratio of remaining cell number to initial cell
number. The toxin content of excrements (Tc-E) was calculated
from Tc-Ac and the toxin content of residue (Te-R) according to
the following equation: Tc-E = Tc-R-Tc-Ac.

from Tc-Ac and the toxin content of residue (Tc-R)
according to the following equation: Tc-E = Tc-R—
Tec-Ac.

The total toxin content (Ac cells, clams and
excrements combined) was gradually diminished
during the rearing period, and only 1% of the toxin
supplied originally remained after 168h. The
relative toxin content of Ac cells fell sharply and
disappeared at 12h, while the toxin content in
excrements became noticeable at 3h and reached
the maximum (32%) at 6 h. The clams accumulated
the maximal amount of toxin (23%) at 12h, which,
together with their excrements, decreased gradually
thereafter.

4. Discussion

In the present study, the short-necked clam
ingested more than 99% of the supplied Ac cells,
and accumulated a maximal amount of toxin after
12h (Fig. 2). The rate of toxin accumulation at that
time was 23%, which was lower than 35% of the
mussel fed with 4. tamarense (Ichimi et al., 2001) or
50% of the purple clam fed with 4. minutum (Chen
and Chou, 2001), and most of the toxin accumu-
lated disappeared after 168h (7 days). The rate of
intoxication in short-necked clams was reported to
be generally low, and the acquired toxicity rapidly
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declined after disappearance of the causative dino-
flagellate (Oshima et al., 1982; Takatani et al.,
1998a). Hence, the present findings in this study
seemed to be consistent with the intoxication
profiles of clams under the natural conditions. In
this connection, Lassus et al. (1989) also reported
that the accumulation rate and maximum burden of
toxin in clams (Ruditapes philippinarum) when fed
with A. tamarense (formerly classified as Protogo-
nyaulax tamarensis) were lower than those in the
mussels and scallops.

The PSP toxin composition accumulated in the
clams obviously varied from that of 4c even after
0.5-1h, the proportion of Cl + 2 being much higher
than in Ac (Fig. 3). During this period, ingestion,
digestion and/or absorption would be the main
processes occurring in the clams, and there was no
appreciable loss of toxin with excrements (Fig. 5).
Therefore, the possible mechanisms that could
produce the changes in toxin profile of the clams
are expected as follows:

(1) Some toxins were lost, in soluble form, from the
digestive system.

(2) Some toxins were transformed into C1, 2 during
digestion.

However, (1) does not seem to be responsible for the
enrichment in CI, 2 as they are the most soluble
analogues of the PSP group. In addition, (2) also
seems unlikely to happen in the digestive system in
which the opposite transformation could be ex-
pected. It does not seem, therefore, that either of the
mechanisms could be responsible for the change in
the toxin profile detected. Further studies, including
methodological verification (especially for collecting
algal cells and residues), are needed to elucidate this
point.

On the other hand, the variation in toxin
composition derived presumably from the transfor-
mation of components during digestive and/or after
absorption processes in clams was observed from
0.5h, such as the reversal of the ratio of C1 to C2,
and the appearance of carbamate (STX, neoSTX
and GTX2, 3) and dc derivatives (dcSTX and
deGTX2, 3), which were undetectable in Ac cells
(Figs. 2-4). The former could be attributable
to the epimerization of C2 (11B-epimer) to Cl
(11e-epimer) (Oshima et al., 1990, Oshima, 1995a),
and the latter to the enzymatic hydrolysis of
N-sulfocarbamoyl toxins (Cl-4 and GTXS, 6)
(Oshima, 1995a) or reductive conversion of GTX1,
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4 (Shimizu and Yoshioka, 1981). The similar
changes of composition were also observed in the
naturally intoxicated short-necked clams (Oshima et
al., 1990; Takatani et al., 1998a).

From 12 to 168 h, when toxin elimination would
become the main process in clams, the proportion of
C1+2 remaining in clams gradually declined,
instead those of GTX1+4 and dcGTX2+3 in-
creased steadily (Fig. 3). Since the toxin eliminated
from clams with cell debris as excrements was also
proportionally rich in GTX1+4 and dcGTX2+3
(Fig. 4), it inferred that these components could be
retained longer in the bivalves and some indigestible
cell tissues, whereas highly water-sotuble C1, 2
would be released more rapidly into seawater
possibly through branchial respiration or by elu-
tion.

The total amount of toxin distributed over Ac
cells, clams and excrements gradually declined, and
only 1% of supplied toxin was detected at the end of
experiment (Fig. 5). A preliminary experiment
suggested that a fairly large part of the lost toxin
still existed, without being decomposed, in the
seawater of the tanks, as a toxin mostly consisting
of Cl, 2. However, further studies are needed to
elaborate this point, since the methodology used in
this experiment for recovering toxin from seawater
was not sufficiently reliable for quantitative ana-
lyses. Studies along this line are now in progress.
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Toxicity of the MOLLUSCA, Pleurobranchaea maculata
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Analysis Method of Palytoxin Using High Performance Liquid Chromatography
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performance liquid chromatography:HPLC) &
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ZEL, WBELTHWROH T HDHRETY v
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BLADOZERFL, RAEDOLOLHIZPTXE
HEM500 MU/100 ll 2 A8 L T, BoRAAHED
BHEERE L1,

Kz, HBEDOFFYVEEEF M)y 4 (SDS)
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50 MU CHofDiztf L, TOFWMLIEROE
B2 MUTHo L, —F, WRELTELAL
HATLEBBLTCEZVW DOOHFEESH20 MU T
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LHBRAEHTH L EERE IR,

LD

PTX B R+ A BRoKHRAflocHD
FLBBEORFER L Y, SHSRATOAT L7
Bw 7574 — 3 PTX OBRICHFHTH L,
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