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Abstract: Whitish muscle diseases of freshwater giant prawn, Macrobrachium rosenbergii, is a new epidemic disease n the larvae and
postlarvae of M. Rosenbergii in recent years. The clinical sign of the disease is a whiish or opacity appearance of the muscles in
abdomen. Mortalities may reach more than 60% , sometimes even reach 100% . The pathogen of the disease is confirmed as
Macrobrachium rosenbergii N odavirus( MrNV) , an icosahedral and nom enveloped virus sized from 25— 26 nm with two linear ssRNA
sized 3.0 kb and 1. 3 kb respectively. MrNV was the first nodavirus founded in crustacean. To develop a rapid method for MiNV
detection, monoclonal antibody againg MiNV was prepared and used for virus detection. Briefly, mouse myeloma cells( SP2/0) were
fused with spleen cells from BALB/c¢ immunized with purified MiINV from diseased postlarvae( PL) . Positive colonies were screened
by indirect ELISA with the plates coated with purified MrNV and cloned 2- 3 times with limited dilution method. Twelve positive
hybridoma cell lines secreting monoclonal antibodies ( Mabs) againg M1NV were at last obtained and used for ascites preparation. The
titres of positive ascites M abs were ranged from I 10° to 1: 10° by indirect ELISA. These twelve M abs were isotyped by Souhern
Biotechnology clonotyping system, and the results showed that six Mabs were IgG1, four IgG2a and two IgG2b, respectively. No
cross reactions were found when the twelve Mabs were used for indirect ELISA with white spot syndrome virus( WSSV) and Taura
syndrome virus(TSV) . A triple antibody sandwich enzyme-linked immunosorbent assay(T AS-ELISA) was developed with the plates
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pre- coated with rabbit polyclonal antibodies against MiNV for virus capturing, followed by MINV and samples incubation, Mabs and
goat- ant+ mouse- oG antibodies labeled with HRP. Mab 2BS, characterized as Mab against 43 kD coat protein of MrNV by Western
blot, was selected for TAS-FLISA. The results showed that TA S ELISA can be used successfully for minimum virus detection with
the sensitiviy of 0. 98 ng MrNV, or with the viral titer of I 40960 when typical diseased PL. homogenization supernatants were used
for TAS ELISA. TAS-ELISA could be considered as a useful technique for MINV detection as well as for epidemiological sudies for

its rapid and inexpensive cost with high specificity and snsitivity.
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Tab.1 Titres of asdtic fluids of 12 mabs to MrNV

ascitic fluds 1A1 1A6 1B3 1E1 2B5

2E7 3B4 3B11 4B9 4D3 4E2 4H8

titre

L10° L 10 1100 L1 L 10°

I 10° L 10° 10 1100 10 L 10° I 10°
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SouthernBiotech Ig 2 MrNV
, 12 , Tab. 2 Isotypes of ascitic fluids of 12 mabs to MrNV
1A1 1B3 1E1 3B4 4D3 4HS IgG1; . )
mabs isotype mabs isotype
1A6 2BS 2E7 4B9 IgG2a; 3B11 AL 161 B4 G 1
4E2 IgG2b(  2) 1A6 IgG2a 3B11 IgG2h
2 4 1B3 1561 4B9 15G2a
IEI I5G1 43 IG1
12 WSSV TSV TAS 85 1¢G 22 4E2 162
ELISA , 12 K7 I1gG 2 4H8 IG1
WSSV TSV ( 3
3 WSSV TSV

Tab.3 Reaction of mabs with WSSV and TSV tested by TAS- ELISA

mabs

2E7 3B4 3B11 4B9 4D3 4E2 4H8

virus 1A1 1A6 1B3 1E1 2B5
WSsv 0.072  0.065 0.075 0.077  0.060
TSV 0.070 0.072 0.079 0.076  0.057
MrNV 2.619 2.107 2.235 2.741 2.552

control

0.068 0.064 0.077 0.063  0.067

0072 0.075 0.071 0.076 0.071 0.074 0. 059
0.073 0.08 0.072 0.074 0.069 0.08 0. 061
2491  2.555 2.747 2.638 2.619 2939 2.811

0073 0.072 0.069 0.066 0.061 0.05 0. 061
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Fig. 1 Detection of the
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