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PURPOSE: To increase the eff iciency o f  isolation o f  dengue viruses from patients with dengue hemorr- 
hagic fever (DHF) 

I BACKGROUND: This Laboratory's standard method of isolating dengue viruses from patients uses serum 

inoculated into MK-2 cells in the direct and delayed plaque system. Although this procedure permits 
isolation o f  dengue viruses from 40-50% of with primary dengue infections and from a similar 
proport ion o f  patients with secondary infections sampled before the f i f t h  day of  disease, isolation rates 
from children with DHF approximate 15% (see previous section). Future studies o f  the role of specific 
dengue antigens and antibodies i n  the pathogenesis of DHF and DSS are likely to  be crit ical ly dependent 
upon identification o f  the dengue seratype currently infecting the patient. Such identif ication is not 
currently possible by serologic means, but can only be accomplished by isolation o f  the agent. ~ h u s  we 
elected to  study patients with DHF to  see i f  a number of different isolation techniques might increase 
isolation efficiency in these patients who are often admitted late in the course of their infection with high 
dengue antibody titers. 

1. Attempts to  isolate dengue and chikungunya viruses from throat swabs of children with dengue fever. 

Children with DHF have early and rapid rises in serum IgG antibodies to  dengue which may result i n  
i n  v i vo  neufralization o f  circulating virus. Neutrahzation of viruses i n  respiratory tract secretions appears -- 
dependent upon locally formed IgA rather than IgG antibody. Although the kinetics o f  local IgA dengue 
antibody rises i n  secondary dengue infections i s  unknown, we hypothesized that i t  l ikely was slower than 
serum l g G  antibody rises and that dengue virus, i f  present in the nasopharynx, might be stil l unneutralized 
when i t  could no longer be detected in serum. 

Ten patlents presenting to  the outpatient department of children's ~ o s ~ i t a l  with fevers of unknown origin 
and shown retrospectively to  have serologic evidence of dengue or chikungunya infection were studied. 

Throat swab and serum were obtained from each patient and were inoculated onto MK-2 monolayers i n  
the direct  and delayed plaque system. Viruses were isolated from serum o f  5 patients (3-dengue 2, 
1 -dengue 1 and chikungunya) but were not isolated from throat washings o f  any patient. 

II. Dengue isolation attempts from serum or plasma of DHF patients. 

~ t u d i e ' d  were 57 patients admitted t o  Children's Hospital wi th a diagnosis o f  DHF. Serum was drawn on 

admission and on discharge fo r  dengue Hi antibody determinations. Serum (0.3 ml) obtained on admission 

was inoculated freshly onto MK-2 monolayer for  isolation by the direct and delayed plaque method. 
Plasma was prepared from heparinized blood (100  /.fg/ml). Adult female Aedes -- aegypti mosquitoes, 










