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OBJECTIVE : To cont inue  s t u d i e s  on i s o l a t i o n  of dengue v i r u s e s  from dengue 
hemorrhagic f eve r  (DHF) p a t i e n t s  of t h e  Chi ldren ' s  Hospi ta l ;  t o  determine i f  
v i r u s  can be i s o l a t e d  from leukocytes  dur ing  n a t u r a l  dengue i n f e c t i o n s  and t o  
i d e n t i f y  t h e  c e l l s  i n f e c t e d .  

BACKGROUND : Previous s t u d i e s  have shown t h a t  dengue v i r u s e s  can be i s o l a t e d  
from leukocyte p repa ra t ions  taken from p a t i e n t s  w i th  dengue hemorrhagic f e v e r  
(1 ) ;  t hese  s t u d i e s  were extended. 

With t h i s  r e p o r t  we adopt t he  convention of r epo r t ing  a l l  i s o l a t i o n s  f o r  a 
s i n g l e  calendar  yea r ,  i n  t h i s  case  January l s t ,  1977 t o  December 3 1 s t ,  1977. 
This  per iod of r e p o r t i n g  encompasses a s i n g l e  "dengue season" and w i l l  cons i -  
derably f a c i l i t a t e  year  t o  year comparisons of DHF epidemics.  Approximately 
h a l f  of specimens included i n  t h i s  r e p o r t  were concluded i n  l a s t  y e a r ' s  r e p o r t .  

METHODS : C l i n i c a l  h i s t o r i e s  and hepar in ized  blood samples were obtained from 
p a t i e n t s  admit ted t o  Bangkok Chi ldren ' s  Hosp i t a l ,  The f i r s t  day of f e v e r  was 
defined a s  t h e  f i r s t  day of i l l n e s s .  A follow-up serum sample was reques ted  
approximately 1 5  days a f t e r  admission. 

Heparinized blood specimens were separa ted  i n t o  plasma and c e l l  f r a c t i o n s  
by cen t r i fuga t ion .  The c e l l  f r a c t i o n  was resuspended i n  a s o l u t i o n  of Dextran 
T-250, t h e  red  c e l l s  were allowed t o  sediment,  and subsequent slow cen t r i fuga -  
t i o n  p e l l e t e d  t h e  leukocytes .  Viruses  were i s o l a t e d  from plasma o r  leukocyte  
popula t ions  us ing  t h e  d i r e c t  o r  delayed plaque method on LLC-Mk2 c e l l s .  

Cha rac t e r i za t ion  of i n £  ec t ed  c e l l s  a s  "adherent" o r  'Inon' adherent" was 
accomplished by adding leukocyte suspensions t o  t i s s u e  c u l t u r e  f l a s k s  and incu-  
ba t ing  t h e  c e l l s  f o r  2 hours  a t  3 7 ' ~ .  Media and non-adherent c e l l s  were wi th-  
drawn, and t h e  adherent  c e l l s  i n  t h e  f l a s k  washed once. LLC-Mk c e l l  suspen- 
s ions  were added t o  t h e  f l a s k ,  incubated ove rn igh t ,  and o v e r l a d  wi th  aga r .  The 
non-adherent c e l l s  which had been withdrawn from t h e  f l a s k  were mixed wi th  a 
suspension of LLC-Mk c e l l s ,  pu t  i n  a second f l a s k ,  incubated overn ight  and 
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