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OBJECTIVE: The purpose o f  this study i s  t o  compare the antigens o f  selected JE virus strains isolated in  
Thailand, Vietnam, and Japan. 

DESCRIPTION : Virus strains t Table I lists the strains employed In  this study, together with br ief  information 
on their isolation and identification. Virus stocks were prepared as 20% suckling mouse brain suspensions 
in 0.75% bovine albumin in  phosphate-sallne (BAPS). 

Antisera: Antiserum to  the Thai strain (CgLt-1545) and to  the Nakayama strain were prepared i n  rabbits 
by four intravenous inoculations o f  stock virus containing 105.0 plaque forming units. The viruses were given 
at I-week intervals, and the animals were bled 15 days fol lowing the last inoculation. The serum was 
stored at-20°C. Antisera to  the remaining JEV strains listed in Table i were not employed i n  this study. 

Virus assay: Virus was assayed by the standard plaque method in MK2 cells. A monolayer culture o f  
MK2 cells in  a 1 oz prescription bott le was washed with Hank's BSS (pH 8.3) and then Inoculated wi th 0.3 
ml o f  virus sample. After adsorption a t  37°C for  90 minutes, the culture was over la id with medium consisting 
of half strength minimal Eagles media (MEM), 2.5% inactivated calf serum and 1.5% noble agar (pH 8.3). 
The bottles were stained with neutral red on the 4th day after inoculation, and the plaques were counted 
on the 5th day. 

Neutralizafion kinetic method 

The reaction mixtures contained approximately l o 5  PFU of  virus and heat inactivated (56"C, 30 min) high- 
t i tered antiserum at a di lut lon o f  1:lO. Fresh guinea p ig  serum was used t o  provide complement; i t  was 
added to  reaction mixtures as a 10% dilutlon. in p i lo t  experiments with or  without guinea p ig  serum, 
the JEV antiserum effectively neutralized 90% of  the homolagous virus af ter  10 minutes incubation a t  37°C. 
The reaction mixtures were placed in  a 37°C water bath, and a t  0, 1.25, 2.5, 5.0 and 10 minutes, 0.1 ml 
samples were removed and immediately di luted 100-fold in  medium (M-199 wi th 5% inactivated calf serum, 
pH 8.3) which had been precooled to 4°C. Residual virus activity was determined as PFU in  MK2 cells. 
Three plaque bott les were used for  each time point. The % survival f o r  each virus was plotted on log  
probit paper against time, and kinetic neutralization curves were drawn and compared. 

PROGRESS : The neutralizing t i ter using JE (Nakayama) antiserum against the JEV strains listed in  Table i 
indicated that ho~nologous and Vietnam strains gave greater than 4-fold higher titers, and thus were 
neutralized more effectively than the 3 Thai strains. This suggested t o  us that the Thai strains may be 
antigenically d i f ferent  from the Vietnam and Nakayama strains. However, the passage levels o f  the JE 
strains were dissimilar, and there i s  some evidence that repeated passages o f  viruses in  mice or  tissue 
culture progressively alter the antigenic character of the virus. i n  the next experiment we have accordingly 
employed viruses which have identical mouse passage histories. 

Kinetic neutralization assays were used t o  search for  possible antigenic differences existing between different 
JEV strains o f  the same passage level. The results of a kinetic neutralization assay are shown in Figure 1. 

** Deceased. 








