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B A C K G R O U N D :  i n  studies repor ted  in  last year's Annual Report (pages 88-92), dengue virus was isolated 
f rom DHF patients more commonly f rom plasma than f r o m  serum. This d i f fe rence  was evident especially i n  
ch i ldren presenting w i th  high dengue-2 HI ant ibody t i ters ( 2  1 : 160). The significance o f  this f ind ing was 
lessened by  the small numbers o f  patients w i th  isolates and b y  technical l imitat ions i n  design. Isolations 
f r o m  serum and f rom plasma were handled b y  d i f fe ren t  technicians. 

Studies o f  the ro le  o f  ind iv idual  dengue antigens recently described by  WRAlR and other laborator ies in  the 
pathogenesis o f  DHF are  planned. In terpretat ion o f  these pro iected studies w i l l  depend upon ident i f icat ion 
o f  the serotype o f  dengue virus current ly  in fect ing a DHF patient.  By conventional iso la t ion techniques 
using serum, isolates have been obta ined f rom 15-20% o f  DHF patients and only  f rom those patients admitted 
w i th  l o w  ( <  1 : 160)  dengue HI t i ters. More ef f ic ient  methods o f  virus isolation, especial ly f rom patients 
presenting w i th  high ant ibody t i ters  are desired. Consequently, dur ing the 1972  DHF season, the isolat ion 
e f f i c iency  o f  plasma versus serum was studied. 

M E T H O D S :  Studied were 6 8  patients admitted t o  Children's Hospital  with a c l in ica l  diagnosis o f  DHF. 
Serum obta ined on admission and discharge was tested against dengue 1-4, JEV, and Chikungunya antigens 
i n  H i  tests. Patients were considered to  have dengue infect ions i f  a 4- fo ld  o r  greater rise i n  t i ter  was shown 
t o  a t  least one dengue ant igen or i f  t i ters  were f i x e d  but 2 1 : 640 t o  at  least 2 dengue antigens. 

For iso lat ion studies, 10 ml o f  b lood was obta ined on admission. A 2 ml a l iquot  was a l lowed t o  clot and  
serum was separated f o r  isolation, The remaining 8 ml a l iquot  was placed in to 1 5  ml centr i fuge tubes 
c o a t e d  w i th  heparin ( 8 0  units); heparinized b lood  was centr i fuged a t  600  rpm f o r  5 minutes at  4°C. The 
b u f f y  coat layer  was gent ly  aspirated. Remaining whole b lood  was centr i fuged a t  1500  rpm f o r  15 minutes. 
Plasma was aspirated and pooled wi th  the b u f f y  coat  layer  t o  be used as cell-rich plasma fo r  isolat ion 
studies. 

The remaining whole b lood  was centr i fuged a t  5000  rpm f o r  1 5  minutes and  the upper two-thirds o f  the 
supernatant aspirated w i th  care t o  avo id  platelet contamination. This supernatant was recentr i fuged a t  5 0 0 0  
r p m  f o r  15 minutes, the upper  two-thirds o f  the supernatant was aspirated and served as cel l - free plasma 
f o r  isolat ion attempts. 

Each specimen was inoculated onto 3 f lasks o f  LLC-MK2 cel ls ;  isolat ion was per formed b y  the standard 
method o f  d i rect  and delayed plaques. A l l  isolat ion attempts were per formed b y  the same technician. Whi te  
b l o o d  ce l l  and p late le t  counts were carr ied out  on a l l  cel l -r ich and  cel l- free plasma specimens used f o r  
iso lat ion.  

RESULTS: Of the 68 pat ients  studied, 13  lacked serologic evidence o f  dengue infect ion; no isolates were 
ob ta ined  f rom these patients. O f  the 5 5  patients w i th  serological ly conf irmed dengue infections, 12 dengue 
iso lat ions were obtained ; a l l  were dengue 2. Table 1 shows results o f  isolations from serum, cel l -r ich 
plasma, and  cel l-- free plasma from the dengue patients. Dengue 2 virus was iso lated f r o m  6 o f  the 7 patients 
w i t h  admission Hi t i ters 5 1 : 8 0  and f rom 7 o f  the 1 3  patients studied wi th  HI t i ters < 1 : 160. In these 
patients, isolat ion was equal ly  e f f i c ien t  f rom serum or  plasma specimens. 

Dengue 2 virus was isolated also f rom 5 o f  33 pat ients admi t ted with dengue 2 HI titers of 1 : 320-1  : 1280. 
N o  isolates were obtained f rom serum of these patients, but 5 isolates were  f r o m  cel l- free and 4 f rom 
cel l - r ich plasma. 

N o  isolates were obtained from the 9 patients with in i t i a l  dengue 2 Hi t i ters 1 1 : 2560. 
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