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OBJECTIVE: To col lect specimens f o r  specialized dengue virus isolat ion and serology. 

BACKGROUND : 

1. Dengue virus infections are an increasing publ ic health problem f o r  both m i l i t a ry  and  c iv i l ian 
populat ions i n  the tropics and subtropics. Among US mi l i tary  troops stationed i n  the Pacif ic Theater i t  is 
an  annoying and po ten t ia l l y  c r i t i ca l  problem. In Thailand and elsewhere i n  the Southeast Asia, dengue 
hemorrhagic fever  (DHF)  is a major cause o f  morb id i ty  and morta l i ty  among children. 

A need exists t o  develop vaccines t o  control  this disease. In  the past dengue vaccinat ion has been 
a t tempted  and was possibly e f fec t i ve  i n  modi fy ing a dengue epidemic i n  Puerto Rico i n  1963 ; however, 
the vaccine used i n  this case was manufactured b y  a method which i s  unacceptable b y  present-day 
standards. Development o f  virus vaccines presently cal ls f o r  the or ig ina l  isolat ion and  propagat ion o f  
candidate viruses on ce l l  lines cer t i f ied b y  the United States Department o f  Health Education and Welfare, 
Div is ion o f  Biological Standards. W i t h  a v iew towards isolat ion o f  candidate dengue strains, acute plasma 
was co l lected f rom patients presenting wi th  symptoms compatable wi th  dengue hemorrhagic fever  a t  the 
Children's Hospi ta l  o f  Bangkok. 

2. Recent evidence has suggested that both v i r a l  and non-v i ra l  antigens may b e  invo lved  i n  the host 
response t o  v i r a l  disease. Technology fo r  isolating, pu r i f y ing  and  studying many o f  these antigens has 
been  developing over  the past several years. Wi th  dengue, several antigens have been iden t i f i ed  and a t  
least  one has been pur i f i ed  t o  the point  where study i s  possible. This ant igen is a soluble complement 
f i x i n g  antigen, which develops i n  dengue in fected suckling mice. Preliminary evidence suggests that 
humans recover ing from secondary dengue develop humoral an t ibody  against this ant igen la te i n  their  
convalescence. Sera were col lected a t  speci f ied intervals a f te r  diagnosis o f  DHF f o r  study o f  the temporal 
development  o f  ant ibodies t o  this and other v i ra l  and non-viral  antigens. 

DESCRIPTION: Patients suspected o f  having dengue virus infect ions were selected f rom the outpat ient 
c l in ic  and the in fect ious disease wards o f  Bangkok Children's Hospi ta l  A standardized char t  o f  pert inent 
signs, symptoms, and  labora to ry  findings was inst i tuted on each patient. Blood was obta ined on the day 
o f  d i a g 7 ~ s i s  and on days 3, 5, 1 5  and 3 3  af te r  ths d a y  o f  selection. Blood d rawn on the f i rs t  d a y  was 
d i v i d a d  in to  plasma and serum portions. O n  subsequent col lect ions b lood  was a l lowed t o  c lo t  and  serum 
was collected. 

Plasma was used f o r  isolat ion o f  viruses using a d i rec t  and de layed  p laque technique. isolates were 
i d e n t i f i e d  b y  p laque reduct ion neutral izat ion test using monkey antisera. 

Sera  were used f o r  standard serology; hemagglutination inhibi t ion ( H I )  tests were ~ e r f o r m e d  using suckling 
mouse bra in antigens prepared from dengue 1 (Hawa i i ) ,  dengue 2 ( N e w  Guinea C) ,  dengue 3 (H-871, 
dengue 4 (H-241) ,  Japanese encephalit is ( ~ a k a y a m a )  and Chikungunya (Ross). Sera were ext racted w i th  
ace tone  and tested against 8 units o f  antigen. ~ l l  sera were tested simultaneously. Al iquots o f  plasma 
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