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Fig. 1 Clinical signs of diseased fish

1. swimming bladder generally exhibited petechiae (arrow); 2. meninges
petechiae (arrow); 3, 4. gastric distention(arrow), enteritis; 5. splenomega-

lia; 6. hydropericardium
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Plate | Histopathological lesions

1. the epithelial cell of submucosal edema (arrow); 2. intestinal epithelium showed degeneration, necrosis (*) and detachment (arrow); 3. the liver edema

(*), the hepatic cord was disorganized; 4. the hepatocyte showed necrosis; 5. marked coagulative necrosis showed in the spleen (*); 6. meningeal edema

(arrow), cortical edema and medullary edema (*); 7. epicardium edema (arrow); 8. hemosiderin pigmentation in the kidney; 9. gill filament arranged

disorderly

RPIET-E/%

cumulative moltality rate
(9,
S

38 I —- NTJEYLZH  treatment group
I —- FEXEL control group

12345678910111213141516
S [E)/d
day after infection
B2 HAZRATIRERBER
Fig. 2 Results of artificial infection experiment with the

tissue suspension
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Plate [[ Cytopathic effect of FHM cells
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- 1148 VT 8 7 K T 9 B 4 46 £ 1 R
lggg 1527 bp THN 61", A S50 i — A 4R T8 T DU 14 352

2000

3 RT-PCRIEIHNVIEE
LBIPEXT IR 2. g e f, 3.0 N TGl 6, 4. A0 5~7.
H SR B G AN [R] AN . M: DL2000%3 18 i v
Fig. 3 Multiplex reverse transcriptase PCR assay for
simultaneous detection of three viruses

1. negative control; 2. the health fish; 3. the fish artificially infected; 4.
diseased cells; 5-7. the fish naturally infected; M. DL2000 DNA ladder
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Fig. 4 Phylogenetic tree of nucleic acid sequence within the G gene from IHNV, Neighbor-Joining method
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Isolation, identification and of an infectious hematopoietic necrosis virus
isolated from Oncorhynchus myKkiss at Penzhou city, Sichuan province

LIU Tao ?, WEI Wenyan’, LIU Jiaxing’, YANGMa’, YANG Qian ',
HE Shengyu', HE Qiyao', XIE Heng', WANG Kaiyu >"
(1. Fisheries Department of Sichuan Agricultural University, Chengdu 611130, China;
2. Key Laboratory of Animal Disease and Human Health of Sichuan Province, Sichuan Agricultural University,
Chengdu 611130, China;
3. Institute of Fisheries of Chengdu Agriculture and Forestry Academy, Chengdu 611130, China)

Abstract: An outbreak of an infectious disease occurred amongst farmed Oncorhynchus mykiss at Penzhou city,
Sichuan Province, in October 2017 with heavy mortality of 90%. Major symptoms of the diseased fish included
darkening of the body, yellow mucoid fluid fecal casts on anal. Internally, the symptoms were hemorrhage in the
swim bladder and peritoneum, gastric distention, enteritis and hydropericardium. Bacteriologic test was negative.
Histopathologically, the spleen showed typical coagulative necrosis with marked degeneration and necrosis in the
haematopoietic tissue. Hepatocytes showed degeneration and necrosis and edema in some areas. After filtration
treatment, the tissue suspension was injected intraperitoneally into 60 O. mykiss. The O. mykiss displayed similar
clinical symptoms as fish that were naturally infected. The O. mykiss died acutely in the trial group (cumulative
mortality rate of 85%), while there was no abnormal fish in the control group. After filtration treatment, the spleen
tissue suspension was inoculated to the Fathead minnow cells (FHM). The typical cytopathic effects were observed
after three blind passages in FHM. RT-PCR assay of tissue filtrates from the fish naturally infected, the fish
artificially infected and diseased cells were IHNV-positive. The amplification products shared 98.2% identity to
that of IHNV nucleoprotein gene at nucleotide level. Phylogenetic analysis based on the G gene showed that the
viral isolate was classified into Asian isolates, and belonged to the JRt genotype.

Key words: Oncorhynchus mykiss; infectious hematopoietic necrosis virus; pathology; isolation and identification;
phylogenetic analysis
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