
 
 How useful is DNA amplification (PCR) for diagnosis of tuberculosis in Sri Lanka 
 
A definitive diagnosis of tuberculosis (TB) depends on culture of mycobacteria, but the 
slow growth of the organism delays the diagnosis.  The objective of this study was to 
optimise a DNA amplification method to detect M.tuberculosis (M.tb) from clinical 
samples and to study applicability of such a technique to a developing country like Sri 
Lanka. 
 
A test based on the PCR was optimised and used for the detection of M.tb in clinical 
samples.  In this test a 514 bp sequence of the repetitive insertion sequence (IS) 6110 was 
amplified and detected by agarose gel electrophoresis.465 Specimens were examined by 
smear, culture and PCR.  Of the samples from 371 patients with suspected 
extrpulmonary tuberculosis, the PCR was positive for 75 samples, microscopy 6, and 
culture 5.  From 94 patients with suspected pulmonary TB, the  
PCR assay ws positive for 10 samples; microscopy 3 and culture, 2.45 patients were 
followed up and from the 25 PCR positive patients, 23 responded to anti TB therapy.  
Based on clinicla outcome the sensitivity of the test ws 92% and specificity was 95%. 
 
In conclusion, DNA amplification is a rapid and accurate method with a high degree of 
sensitivity and specificity for the detection of M.tb.  The method is more useful for the 
diagnosis of extra-pulmonary disease.  However PCR is an expensive technique to use in 
a routine laboratory in Sri Lanka. Technical expertise and high quality control standards 
are required to prevent/detect contamination leading to false positive results. 
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 DNA finger printing of Mycobacterium tuberculosis using restriction fragment 
length polymorphism (RFLP) with special reference to the prison population 
 
Restriction Fragment Length  Polymorphism (RFLP) analysis has become a very 
important tool in the epidemiology of tuberculosis (TB) The repetitive Insertion 
Sequence (IS) 6110 is the most frequently used genetic marker for strain differentiation 
of M. tuberculosis(Mib). 
 
The aim of this study was to determine the transmission of pulmonary TB among 
prisoners and their effect on the epidemiology of TB in Sri Lanka, by studying RFLP 
patterns of isolated strains.  Mtb strains were isolated from prisoners and chest clinic 
attendees. DNA from Mtb was extracted from bacteria using chloroform-isoamyl alcohol 
(24:1,v/v). Genomic DNA was digested using restriction endonuclease Pvu II and 
fragments were separated by electrophoresis in a 0.8% agarose gel in 1x TBE (tris-Boric 
acid -EDTA) at 0.8v/cm overnight. DNA was transferred on to a nitrocellulose 
membrane by southern transfer.  DNA probe (541) bp) was prepared by PCR and 
purified by sephadex G-50 column. Labeling of the probe, hybridization and detection 
were carried using the enhanced chemiluminescence detetion kit.151 strains were 
analysed, 131 isolates were from the general population among which 24 were ex-
prisoners.  20 isolates were from prisoners. 



 
Dendogram analysis showed 41 distinct IS 6110 banding patterns.  Bacterial strains were 
grouped in to three main families, and within each family the isolates were closely 
related.  The occurrence of the Is copies varied from 1 to 7, the hajority having 3 to 5 
copies.  Two strains one each from prisoners and ex-prisoners had identical banding and 
non were identical among prisoners. 
 
These results confirm that DNA fingerprinting using IS 6110 is a suitable tool for 
epidemiology of TB.  There is little spread among prisoners probably due  to high 
turnover of inmates and late disease manifestation due to the chronicity of the illiness.  
However the prisoners once released may appear to be a source of infection, which can 
be confirmed by extending the study population.  Based on the studies by Soolingen et 
at, it is recommended that Polymorphic Rich repetitive sequence (PGRS)typing be 
carried out for further differentiation of strains as the IS copy numbers are low. 
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Toxicity study of an Ayurvedic recipe Rathakalka 
 
The use of Rathakalka at a dose of 250 mg. Twice a day orally as a preventive 
medicament to protect infant from certain diseases is well known and has been 
introduced to the society by the traditional Ayurvedic practitioners in Sri Lanka.  In 
view of the extensive use of Rathakakla in neonates over a long period it is argued that 
toxicity test in animals are superfluous.  On the other hand there is growing awareness 
among scientists and general public of the ill effects of drugs.  The objective of this study 
was to expose the recipe Rathakalka to animal experimentation to determine the 
presence of toxic effects if any. 
 
Thirty Belgium strain white rabbits (wt. 900-1000g) were randomized into three groups 
of ten, each group comprising an equal number of male and female rabbits.  One group 
served as control and received 15ml/Kg body .wt.distilled water and the other two 
groups received Rathakalka at a dose of 1 gm and 3 gm/kg body wt respectively for 60 
days.  The animals were observed for any signs of toxicity throughout the period of the 
experiment.  On day 61 blood and urine samples collected and the animals were 
sacrificed and observed for any macroscopical changes and histo-pathological of target 
organs. 
 
No mortality was observed during the course of experiment.  Urinalysis and 
haematologicla parameters were within normal range.  No observable gross 
abnormalities that could be attributed to drug toxicity were noticed in the treated group.  
Histo-pathological examination of the target organs revealed total normalcy. 
 
The study concluded that the recipe Rathakalka does not show any evidence of toxicity 
when tested on rabbits.  It is probable that the same absence of toxicity would be 
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	Cryptosportidium parvum  is an enteric protozoan parasite responsible for diarrhoea in children, neonates of animals and immunodeficient hosts.  In Sri Lanka, Cryptosporidium oocysts have been demonstrated in the faeces of diarrhoeic children.  Recently,
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