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Detection of Norwalk-like viruses in Bivalve Molluscan Shellfishes by RT-PCR
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Junichi BABA [ Tetsuya HONKAWA and Y oshiko NISHIHARA

Summary
During 4 fiscal years from 1998 to 2001, a total of 143 shellfish samples collected from fish market and
retail stores were examined for the contamination of Norwalk-like viruses (NLVs). Samples were

analyzed by using a nested reverse transcription-polymerase chain reaction (RT-PCR).

NLVs were isolated from 36 of 143 samples (25.2%) : 25 of 98 stripped oysters (25.5%), 5 of 21
oysters (23.8%), 2 of 15 short-necked clams (13.3%), 4 of 7 hard clams (67.1%), and O of 2 bloody
clams (0%). All of the positive samples were obtained during the winter period (November to March).

Microplate hybridization using polymerase-specific probes provided from the National Institute of Public
Health was performed to verify the RT-PCR products. It revealed that most of the products belonged to

genogroup O .
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Table 1 Detection of NLVs genes from bivalve
molluscan Shellfishes by RT-PCR

Fiscal Year
(April to March) 1998 1999 2000 2001 Totd

No. of samples 24 26 39 54 143
No. of positive 4 6 14 12 36
Detection rate@o)  16.7 23.1 35.9 22.2 25.2

Table 2 Probe type of 36 NLV's genes
obtained by RT-PCR

Fiscal Year
Probed type 1998 1999 2000 2001 Total

Gl 3 NTbD) 3
G10G2 1 3 NT 4
G2 6 11 NT 17
GP-ADB  NT NT NT 2 2
G2P-B NT NT NT 5 5
G2P-B OC NT NT NT 2 2
G2P-C NT NT NT 3 3
Total 4 6 14 12 36

aGl and G1P-AB :
: Probes for verification of genogroup O
G2 and G2P-AB,C :
: Probes for verification of genogroup O
ODNT : Not tested

Table 3 Monthly detection of NLV's genes from
bivalve molluscan shellfishes by RT-PCR

Month  No. of No. of Detection rate
samples  positive ©0)
Jul. 5 0 0
Aug. 5 0 0
Sep. 4 0 0
Oct. 8 0 0
Nov. 37 2 5.4
Dec. 19 0 0
Jan. 33 18 54.5
Feb. 28 14 50
Mar. 4 2 50
Total 143 36 25.2
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Table 4 NLVs contamination by each bivalve
molluscan shellfishes

Samples No.of No.of Detection
samples  positive rate (%6)

Stripped oysters 98 25 25.5
ready to eat (84) (20) (23.8)
for cooking (10) (5 (50.0)
unknown (@)) (0 (0 )

Oysters 21 5 23.8
ready to eat 11 (3 (27.3)
for cooking (5 (2 (40.0)
unknown (5 (0 (0 )

Short-necked clams 15 2 13.3

Hard dlams 7 4 57.1

Bloody clams | 2 0 o

Total 143 36 25.2
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