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Abstract

Helicobacter pylori has been recognized as an important role in the pathogenesis of
gastritis and peptic ulcer disease. Therefore the diagnostic methods for detecting H.pylori
should have high in both sensitivity and specificity. We have eatablished a PCR assay for the
detection of H.pylori in gastric biopsy specimens with primers specific to HpaA gene which
yielded PCR product of 375 bp. The optimal PCR reaction mixture contained 0.25 uM each
primer, 0.2 mM each deoxynucleotide triphosphate(dATP, dGTP, dTTP and dCTP), 0.25 unit
Tag DNA polymerase(QIAGEN, Germany) in 20 mM Tris pH 8.4, 50 mM KCI, 1.5 mM MgCl,,
0.01% BSA and 0.05% tween. Thirty five cycles were employed and each cycle consisting of
30 second denaturation step at 95 °C , 1 minute annealing step at 56 °C and one minute
extension step at 72 °C. After 35 cycles, the reaction mixture was further extended for 7
minutes at 72 °C . The minimum concentration of H.pylori DNA which could be detected
was 0.4 pg.

Antral biopsy specimens were taken from 72 patients under going upper Gl
endoscopy and had completed 3 diagnostic tests for H.pylori (urease test, Giemsa staining
of histological sections and PCR). H.pylori were found in 58.3%, 44.4% and 52.8% of
patients according to the results of histology, urease test and PCR assay. The sensitivity and
specificity of PCR assay compared to histology technique were 73.8% and 76.6%
respectively. However, when the diagnosis of H.pylori was assessed by agreement with both
histology and urease test, with positive samples, PCR detected correctly 92.6%. Whereas
specimens had negative results of both tests, PCR gave negative results 23 in 25 specimens
(92%).

The important step for PCR technique was the extraction of H.pylori DNA from
gastric biopsy. In this study we compared two extraction methods namely, QIAamp® DNA
Mini Kit and Chelex-100 chelating resin. The sensitivity and specificity of the detection of
H.pylori by PCR using DNA template from Chelex-100 extraction were 89% and 81%
respectively when compared to QIAamp® DNA Mini Kit.

Inconclusion, these findings indicate that the established PCR assay can be used to
confirm with other diagnostic methods. Tﬁe sensitivity and specificity of the PCR assay could

be improved by designing different primers set and performing nested PCR. The use of



Chelex-100 chelating resin produced a suitable DNA template for H.pylori detection. The

extraction method was simple, rapid and the cost of reagent was relatively cheap.



