
The deletion mutations of the gene are clustered in two High Frequency Deletion 
Regions (HFDRs) located in the 5΄ terminus and more central 3΄terminus. Multiplex PCR 
system amplifies 18 exons, 7 exons of the 5΄ HFDR and 11 exons of the 3΄ HFDR carried 
out in two separate reactions. A multicentre study has verified the reliability of this 
multiplex PCR system which detects 98% of deletion detectable by southern CDNA 
hybridization. 
 
We report a study of 30 clinically evaluated patients analysed by this multiplex PCR 
system, which amplifies 18 exons located in the two HFDRs. The system detected at least 
one deletion in 255 patients (83%). The percentage of deletions observed is higher than 
reported elsewhere in the world (65-70%). Exons 45, 47, 48, 50 were deleted in one third 
of all patients and had deletion frequencies of 14%, 15%, 18% and 14% respectively, of all 
the deletions. 
 
 
A 012 
 
Production of recombinant proteins in insect cells using the baculovirus expression 
system and comparative evaluation of cell culture media 
 
The insect cell baculovirus system has received rapid and wide acceptance as a 
laboratory or small-scale system for production of production of proteins from 
recombinant DNA. In this study , the cell growth of Trichoplusia ni BTI-Tn-5B1-4 (High 
Five TM) were compzared in different media and the capability of expressing vascular 
endothelial growth factor (VEGF 165) as a model protein in High Five TM cells was 
investigated. 
 
The tested media were TEX/Asn+S (supplemented with protein hydrolysates). 
 
A 013 
 
Preparation and purification of antibodies against bovine β-lactoglobulin 
 
Cow milk allergy is probably the commonest food allergy in infants. Even though 
several cow milk proteins are suggested to be allergenic, β-lactoglobulin is the 
predominant one. However, in Sri Lanka a reliable method of diagnosing cow’s milk 
allergy is still not available. 
 
Objective of this study was to prepare specific antibodies against β-lactoglobulin. It will 
be used to develop an Enzyme Linked Immunosorbent Assay (ELISA) to determine the 
β-lactoglobulin concentration in the serum of children reported to be allergic to cow 
milk and that in the formulas based on cow’s milk.  
 
Bovine β-loctoglobulin (L 3908, Sigma) was further purified by SDS-PAGE. The β-
lactoglobulin band was cut and crushed in liquid nitrogen, suspended in phosphate 
buffered saline and mixed with Freund’s complete adjuvant. It was inoculated sub-
cutaneouly in the flank region of rabbits. After primary and secondary booster doses of 
β lactoglobulin in Freund’s incomplete adjuvant, serum was collected and stored at -20 
ºC. Immunoglobulins (IgG) were purified by (NH4)2SO4 precipitation followed by 
affinity chromatography on a protein A sepharose CL-4B column (Pharmacia). 
 



Purity of the rabbit IgG preparation was checked by subjecting the purified IgG to SDS-
PAGE under reducing and non reducing conditions. Specificity of anti β-lactoglobulin 
IgG was investigated by Western blotting using purified cow’s milk proteins, human 
milk and human serum as samples. 1:8000 dilution of purified antibody (1 mg/mL) gave 
clear positive results with β-lactoglobulin but not with other proteins present in cow’s 
milk, human milk or human serum when the antigen concentrations were 1 µg/mL. 
Studies are in progress to develop an ELISA using this purified IgG to quantitate β-
lactoglobulin. 
 
 
A 014  
 
Development of a nested PCR for the detection of Salmonella  typhi 
 
Typhoid fever is a febrile illness caused by Salmonella typhi. It is one of the most common 
diseases in the developing countries and a disease frequently notified in Sri Lanka. Early 
and definitive diagnosis of the diseases is not only important in relieving patients 
suffering but also critical in avoiding fatal complications such as perforation of the 
intestines. It is also important for specific treatment. 
 
Although various diagnostic tests have been used, blood culture and SAT are the most 
common. The main disadvantages are poor sensitivity and specificity. Moreover, they 
take an unduly long time to give a reliable result. There is evidence that molecular 
diagnostics can overcome these disadvantages. The objective of this preliminary study is 
to develop a sensitive and specific nested PCR for the detection of Salmonella typhi.  
 
We have designed two sets of primers from the nucleotide sequence encoding Vi antigen 
(STBLP1, STBRP2, STSLP3, and STSRP4) of Salmonella typhi. Primer pairSTSLP,3 STSRP4 
(product size 260 dp) is internal to primer pair STBLP1, STBRP2 (product size 500dp). 
The PCR was optimized in relation to Taq polymerase, deoxyribonucleotides, primers 
and MgCl2 . The specificity of the primers were examined using Vi positive, Vi negative, 
related and non-related bacterial species. The primers were found to be highly specific 
for Salmonella typhi. 
 
 
A 015 
 
An epidemiological study of malaria in childhood 
 
The objective of this investigation was to describe the epidemiology of childhood 
malaria in a typical malaria endemic area of Sri Lanka. The study population comprised 
834 children below 12 years of age who presented at malaria diagnosis and treatment 
centres in the Kataragama and Buttala areas situated in the Moneragala district (662 
children with malaria and 172 febrile children with no malaria parasites in the 
peripheral blood). 662 children who had 1138 episodes of malaria were followed up over 
a 2 year period. Malaria infections were monitored by passive case detection and 
parasite densities were estimated. The clinical severity of disease was determined in 
children aged five years or above using a previously validated questionnaire. Of the 
1138 malaria infections, 776 were due to Plasodium. vivax, 359 due to P. falciparum and 
three were mixed infections. The mean parasitaemia for P. vivax infections was 
significantly higher than the mean parasitaemia for P. falciparum infections (p<0.001). 
Circulating gametocytes were found in the blood in 79.8% of P. vivax infection and 6.5% 
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