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Fig. 1 The resulis of infected fish tested by in situ hybridization
-1 k2. OGNNV ;3 4. OGNNV ;
1-5. ;1-6. OGNNV ;1-7. OGNNV
DIG
I-1 and F 2. insitu hybridization results of brain from infected fish; 1-3 and 1-4. in situ hybridization results of retina from infected fish; 1-

5. insitu hybridization results of retinafrom fish without OGNNYV infection; F 6. in situ hybridization results of retina from infected fish without
probe; F7.insitu hybridization results of retina from infected fish without antr DIG antibody
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Fig.2 Histopathology resulis of fish infected with OGNNV > Mcp RT- PCR
(H & E stained) s
21 22. OGNNV H& E
( );23 24, OGNNV H

& E ( )

21 and 22. H & E-stained section of brain from infected fish ’

( vacuolus shown by arrow); 23 and 24. H & E stained section of

brain from infected fish (vacuolus shown by arrow)
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Abstract: According to the conserved region of the major capsid protein gene of orange spotted grouper
(Ep inephelus coioids) nervous necrosis virus (OGNNYV), a pair of primers was designed. Using the prim-
ers, a RT- PCR product of 426 bp was cloned from the RNA template extracted from orange spotted grouper
infected by OGNNV. The RT-PCR product labeled by digoxigenin (DIG) was used for the norrradioactive
nucleic acid probe. A group of orange-spotted groupers were artificialiy infected by injecting infected tissue
filtrates and then the eyes and brain of moribund fish were fixed, and OGNNV was detected by in situ hy-
bridization(ISH) . T he experiment showed that in situ hybridization is very sensitive and special, So we can
use this method to detect whether grouper is infected with OGN NV or not. It can be used in inspecting and
preventing the disease of VNN. The eyes and brains from diseased orange spotted grouper were also detected
by hematoxylinand eosin (H& E) to compare with the result of in situ hybridization. We can look into the
putrescence portion of the cells to make sure that the result is credible and nice. The established ISH for de-
tecting OGNNYV is highly sensitive , special and easily manipulated, and helpful to studies on virus location
in tissue and pathogenesis.
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