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Abstract

A fish cell line was established from seabass (Lates calcarifer Bloch) kidney using the
mincing method. Scabass kidney (SK) cells grew well in Leibovitze-15 medium containing 10 %
FBS with an optimum temperature at 25°C. Over a period of 24 months, SK cells were subcultured
more than 75 passages and exhibited epithchal-like cell morphology. The chromosome number of SK
cells was 42 at the 75" passage. The cells were found free from bacterial, fungal and mycoplasma
contamination, and were stored at ~80°C or in liquid nitrogen (-196°C) for at least 24 months with 2
recovery rate of 83.20 and 74.50 %, respectively. Susceptibility of SK cells to nine viruses was
tested and six viruses, sand goby virus (SGV), chub reovirus (Chub), snake-head rhabdovirus
{SHRV), red seabream iridovirus (RSIV), seabass iridovirus (SIV) and grouper iridovirus (GIV-2)

were susceptible to SK cells.

Charactenzation of the seabass iridovirus (SIV) was carried out in SK cells. Transmission
electron microscopy revealed the presence of 200-220 nm icosahedral virions surrounded by an lipid
envelope. The virus grew well in the SK cell at 25 °C, productivity a titer of 10*% TCID,/ml. The
virus titer was reduced after a freeze-thaw cycle and was completely inactivated at 56 °C or pH 3
within 30 minutes. The virus was also sensitive to chloroform and the replication was suppressed by
IUdR, indicating the presence of essential lipids in the envelope and a DNA genome. SIV was able to

separate and purify in 10-60 % sucrose continuous gradient and the estimated molecular weight was
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determined to be 1,700 kDa. In sodium dodecy! sulfate polyacrylamide gel electrophoresis, SIV
exhibited 27 structural proteins with a size ranging from 21 to 120 kDa. Polyclonal antibody against
SIV was produced, giving the highest titer of 1:25,000 in indirect dot blot immunoassay. No
neutralizing antibodies against SIV and other three fish and amphibian viruses, grouper iridovirus-1
(GIV-1), GIV-2 and tiger frog iridovirus (TFIV) were observed. In Western blotting, this polyclonal
antibody was bound with structural proteins of SIV at the molecular weight of 26, 28, 29, 32, 38, 40,
45, 49, 54, 65, 70, 90, 102 and 113 kDa.  Cross antibody reaction against GIV-1, GIV-2 and TFIV
were observed in western blotting analysis. Even though the cross antibody reaction was
demonstrated among fish and amphibian iridovirus, however these polyclonal antibodies showed the
specific binding with structural proteins of SIV at 26 and 28 kDa, which may serve as useful

diagnostic 100ls for detection of seabass iridovirus in the future.
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