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BACKGROUND: In the previous Annual Report, Aedes albopictus cells (Singh l ine)  were shown t o  be - 
equally or more sensitive than LLC-MK2 cells fo r  the growth of arboviruses recovered in  Thailand. The 
viruses tested w i r e  the 4 serotypes o f  dengue, JEV, Wessefsbron, lngwavuma and Tembusu viruses. The 
virus t i ter  obtained in  Aedes albopictus cells was generally higher than that in MK2 cells and the peak - 
virus t i ter in A. albopictus cells appeared earlier than in MK2 c'ells. The present study wos designed to  
compare A. aKopictus cel l  and MK-2 cells as isolation systems for  recovery of JEV from the brain o f  
fa ta l  h u m 6  cases and from the brain o f  primates intracerebrally inoculated with various strains o f  JEV. 

METHODS: The host systems used for  virus isolation were 5 albopictus cells, LLC-MK2 cells and one-day 
old mice. The method o f  virus assay was plaque t i t rat ion in  LLC-MK2 cells. 

Before inoculation, braln suspensions were serially di luted ten-fold and each dilution was inoculated into 
A. albopictus cells, MK2 cells and one-day old mice. The sensitivity of the 2 tissue cultures was defined - 
as the highest dilution o f  brain suspension that yielded a virus t i ter of not less than 102.0 in  the f lu id 
~ h a s e  o f  the infected cell culture. in  tissue culture systems half o f  the f luid supernatant was sampYed and 
replaced with equal volumes o f  fresh medium. The period of study was 7 days. In mice, the morbidity rat io 
o f  the f irst brain passage was used to  indicate the growth of virus. Two litters ( 1 6  mice) were used fo r  
the intracerebral inoculation o f  each brain dilution. The volumes of virus inoculation in tissue culture and 
mice were 0.3 ml and 0.02 ml respectively. 

PROGRESS: 1. Recovery of JEV from experimental monkeys: Five monkeys were inoculated intracevebraily 
with 7 x 1044 to 1 x 107.0, PFU JEV per 0.25-0.5 ml inoculum. The passage history o f  the virus used in  
each monkey i s  shown in Table 1; two JEV strains were Isolated from infected mosquito pools while the 
th i rd strain was original ly isolated from a human brain. Within 7 days af ter  inoculation the monkeys 
developed intermittent fever, lethargy, paresis and collapse. The monkeys were sacrificed within 1 or 2 
days a f te r  symptoms developed, the brains removed, and portions frozen for  virus recovery and f ixed f o r  
histopathological analysis. 

Monkey y-0102 was not k i l led 1 to 2 days af ter  paresis developed but rather 2 weeks later. I t  was 

anticipated that the virus t i ter in the brain o f  this monkey would be lower than the 4 other subjects and 
that the low t i te r  would better test the abilities o f  the isolation systems to  recover JEV. 

The results in Table 1 show that & albopictus cells are more sensitive than MK2 in the recovery o f  JEV 
from monkey brains, and genarally detected virus a t  a l o - fo ld  less dilution than obtained in  MKZ cells. 
No virus was recovered in elther cell culture in the monkey k i l led af ter  2 weeks of paralysis. Both cel l  
cultures were more sensitive than suckling mice in  these exper.iments. 

2. Recovery o f  JEV from human brainr Suspensions o f  human brain from encephalitis cases were 
used t o  test the recovery o f  JEV by  direct and delayed plaque in  LIC-MK2 cells and in  suckling mice; 
the results are shown in the last two columns of Table 2. Remaining suspensions stored at-70°C were 
thawed, diluted ten-fold and inoculated into A. albopictus cells, MK2 cells and one-day old mice. 
Agreement between in i t ia l  isolat ion and reisolatiTn results in MK2 cells was found. In the reisolation, 
A, albopictus cells were more sensitive than MK2 cells except for  specimen 48642. A. albopictus cel l  l ine - - 






