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PURPOSE: To define the ro le o f  lngwavuma virus in infection of man and animals in the Chiangmai 
Valley. 

BACKGROUND: A virus (BKM 705-70) was isolated from a pool of 10 Culex vishnui mosquitoes aspirated -- 
from a p ig  in  the Chiangmai Valley on 11 May 1970. The virus was identif ied as a member o f  the Simbu 
group o f  arboviruses, lngwavuma virus by  the Department o f  Virus Diseases, WRAIR, and Dr. Robert E. 
Shope, Yale Arbovirus Research Unit. This strain represents the f irst isolation o f  a Simbu group virus in 
Thailand and the f i rs t  isolation o f  lngwavuma virus from a possible insect vector. Lit t le i s  known o f  the 
role o f  Simbu group arboviruses and specifically lngwavuma virus in human infection and disease. Further, 
potential vertebrate hosts o f  lngwavuma virus, previously isolated only from birds in  South Africa, India, 
and Egypt, remain unidentified. The isolation of lngwavuma virus during the JEV study In the Chiangmai 
Valley during which sequential bleedings o f  Chiangmai villagers and schoolchildren and random bleedings 
from domestic animals were obtained, permitted a retrospective search for lngwavuma antibody in human 
and domestic animals in the Valley. 

This report  describes the establishment and val id i ty  o f  a macro and micro plaque reduction neutralization 
test (PRNT) fo r  lngwavuma antibody and describes the prevalence o f  lngwavuma antibody in the Valley 
based upon the micro-PRNT. 

METHODS: Technique fo r  isolation o f  viruses from mosquito ~ o o l s  has been described in the 1371 Annual 
Report. Technique f o r  lngwavuma macro and micro PRNT are identical to  those described fo r  JEV PRNTs 
in  the 1971 Annual Report. LLC-MK-2 cells were util ized in both tests. In order to  test the val id i ty  
of a micro-PRNT as an antibody assay, 2 rabbit hyperimmune lngwavuma antisera were assayed by the 
micro-PRNT and standard macro-PRNT. Serum A was undiluted BKM 705-70 antiserum and serum B an 
unknown di lut ion o f  serum A. Both sera were diluted to 1:10 and heated a t  56°C fo r  30  minutes pr ior  t o  
use. Serial 2-fold dilutions o f  serum A and B were made for  both tests. Three replicate bottles were 
used f o r  each serum dilut ion and the virus control In the macro-PRNT. Six replicate wells were used fo r  
each serum dilution and the vlrus control in the micro-PRNT. 

In both tests, the arithmetic mean o f  the 6 (micro) wells or 3 (macro) bottles o f  control virus was used 
to  calculate the percentage reduction for each individual well  or bott le in a test. The serum dilutions 
used were transformed t o  logarithms and the percent plaque reduction to  corresponding probi t  values. The 
50% ef fect ive dose (EDso, serum dilution which caused a 50% reduction in the number o f  plaques); 95% 
confidence limits o f  the EDs0; relative potency (RP) of serum in  each o f  the two PRNT tests; and the 95% 
confidence limits o f  the RP were calculated by  the method for  a parol lel line, graded response bioassay. 

Human sera were collected from 4 study villages and an urban Chiangmai school during November 1970. 
Sera from chickens, ducks, cattle, buffaloes, pigs, and dogs from the 4 study villages was collected In  
November or July 1970. A l l  human and animal sera tested were diluted to  1:10 and heated a t  56°C fo r  
30 minutes. A 1:20 di lut ion o f  serum was used to  screen fo r  lngwavuma antibody in the micro-PRNT. 


















