29 3 Vol.29, No.3
2005 6 JOURNAL OF FISHERIES OF CHINA June, 2005

: 1000- 0615(2005) 03— 0429- 04

1.2 1 | 1
wEIE S, M &, FOE, FERE
(1L , 510275
2. , 510300)

’ ’ ’ s

:5941. 41 tA

Molecular doning and sequence analysis of complete coat protein gene of
nervous necrosis virus from Epinephelus akaara

HUANG Jian-nan"?, LIN Li', WENG Shae-ping', HE Jiar guo'
( 1. State Key Laboratory for Biocontrol, School  Ljfe Sciences, Zhongshan University, Guangzhou 510275, China;
2. South China Sea Fisheries Research Institute, Chinese Academy ¢ Fishery Sciences, Guanghou 510300, China)

Abstract: Viral nervous necrosis ( VNN) is a worldwide disease among teleost fish. In the mainland of China, VNN was first
identified in 2 species of hatchery-reared groupers, Eping helus akaaa and E. coioides. In the present study, samples were collected
from larvae of E. akaara wih signs of VNN in Dayawan bay which is located in souhern China. The complete viral coat protein
gene was amplified using extracted total RNA as template. The reverse transcription polymeras chain reaction ( RT-PCR)

amplification was performed using primers containing a heterolo gous restriction site for Notl. PCR products were doned into pcDNA3
vector and sequenced. The results indicated that the coat protein gene of Dayawan isolate (RG-CN) was 1056 bases in length and
contained a single openreading frame (ORF) of 1017 bases encoding a protein of 338 amino acids. The sequence similarities between
the coat protein gene of RG-CN and other 8 isolates of NNV from Dayawan, Taiwan, Japan, Singapore and France were 79. 1% —

99.5% at the nucleotide level and 83.7% — 100% at the amino acid level, respectively. The homology between RG-CN and the other
5 isolates from groupers was high and relatively lower between RG-CN and guppy nervous necrosis virus (GNNV) , sea bass nervous
necrosis virus (DIEV), but more divergences exised between RG-CN and siriped jack nevous necwosis virus (SINNV). Compared
wih SINNV, RG-CN and the other 7 iwlates all lacked 6 nucleotides and 2 amino acids in the same positions. Based on the result of
molecular phylogenetic analysis, Dayawan isolate belongs to red spotted grouper nervous necrosis virus (RGNNV') genotype.
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Tab.1 Sources of NNV isolates used for molecular phylogenetic analysis
GenBank
isolate Chiese name scientific name English name distribution accession number
SINNV il Pseudocarany dentex striped jack D30814
DNNV Epinaphelus lanceolatus dragon AF245004
MNNV Epinephelus maldbari cus brows spotted grouper AF245003
ECNNV Epingphelus coioides orange-spot ted growper AF534998
DIEV dicentrarchus lalrax Ewopean sa hass U39876
GNNV Poicelia rdiculata Zuppy AF499774
GGNNV Epinephelus tauwina greasy grouper AF318942
SGNNV Epinephelus septenfasciatus sevenband grouper AY 24870
RG-CN Epinephelus akaara red- potted grouper AY 601879
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Fig.2 Molecular phylogenetic tree deduced from analysis of
nucleotide sequences of complete coat poten gene of 9 isolates
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