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OBJECTIVE : To examine t h e  s k i n  and t h e  l o c a l  lymph nodes of exper imenta l ly  
inocula ted  monkeys f o r  v i r u s  i s o l a t i o n  and pa tho log ica l  evidence of dengue v i r u s  
r e p l i c a t i o n .  

BACKGROUND : Experimental s t u d i e s  have shown t h a t  dengue v i r u s  can be r ecove red  
from t h e  s i te  of i n o c u l a t i o n  and from t h e  l o c a l  d r a i n i n g  lymph nodes of I n d i a n  
n'ilesus monkeys (Macaca mula t t a )  ( 1 ) .  I n v e s t i g a t i o n s  have no t  been conducted t o  
determine i f  pa tho log ica l  changes a r e  assoc ia ted  w i t h  v i r u s  r e p l i c a t i o n .  T h i s  
s tudy  was designed t o  con£ inn and t o  extend t h e  v i r o l o g i c a l  f i nd ings  and t o  
examine t h e  l o c a l  h i s t o p a t h o l o g i c a l  changes a s s o c i a t e d  wi th  dengue v i r u s  r e p l i -  
ca t ion .  I n  a d d i t i o n ,  immunofluorescent and e l e c t r o n  microscopic s t u d i e s  aimed 
a t  i d e n t i f y i n g  t h e  s i t e  of dengue v i r u s  r e p l i c a t i o n  were conducted. 

METHODS : The monkeys employed had been used i n  ma la r i a  s t u d i e s  and a l l  had 
been found t o  be f r e e  of dengue-2 v i r u s  n e u t r a l i z i n g  an t ibody,  Each expe r imen ta l  
monkey (F-77, F-78, F-79) was inocula ted  a t  n ine  d i f f e r e n t  s i t e s  v i a  t h e  subcu- 
taneous r o u t e  wi th  dengue-2 v i r u s  (BM50-76, LLC-Mk2-21, 0 .5 m l  per  i n j e c t i o n  
s i t e ,  (F igure  1 ) .  The amount of v i r u s  i n  t h e  inoculum was determined by s t a n d a r d  
plaque a s say  a t  3 7 O ~ .  employing LLC-Mk c e l l  c u l t u r e s .  One c o n t r o l  monkey (F-80) 2 
was inocula ted  w i t h  v i rus - f r ee  LLC-Mk2 t i s s u e  c u l t u r e  f l u i d .  Each monkey was 
anes the t i zed  with phencycl id ine  hydrochloride and e l l i p t i c a l  biopsy specimens 
were obtained from t h e  s k i n  a t  30 minutes,  24, 48,  72 and 96 hours and a t  days  
11 and 15  pos t - inocula t ion .  Biopsy specimens of l o c a l  lymph nodes were ob ta ined  
a t  24, 48, 96 hours and on day 7 post- inoculat ion.  Each biopsy specimen w a s  
d iv ided  i n t o  fou r  p a r t s .  

One p a r t  of each specimen was placed i n  4 m l .  of Hanks balanced s a l t  (HBS) 
medium supplemented wi th  10% c a l f  serum. Specimens were processed f o r  v i r u s  
i s o l a t i o n  according t o  t h e  exp lan t  c u l t u r e  technique (2) of Marchette.  Fragments 
of t i s s u e s  were washed twice i n  phosphate buf fered  s a l i n e  (PBS) pH 7.9, minced 
wi th  s t e r i l e  s c i s s o r s ,  and then  washed a  t h i r d  t ime i n  PBS. The minced t i s s u e  
was suspended i n  4.0 m l  of medium 199, 15% c a l f  serum, 1% glutamine and 200 u n i t s  
of p e n i c i l l i n / m l  and 200 pg of streptomycin/ml. Each t i s s u e  suspension was 
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