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Soil specimens were collected from five different locations in three separated
occasions from the area of Plant Germplasm-Royal Initiation project in Kanchanaburi
Province. The isolation of denitrifying bacteria was conducted by soil dilution plate count
on nutrient agar. All bacterial isolates were tested for denitrification in nitrate broth and
the ability to grow on nitrate agar under anaerobic condition. It was found that 16
bacterial isolates were capable of denitrification and 49 isolates could grow on nitrate
agar under anaerobic condition, of which 7 isolates were the same as those were
positive with denitrification test. These bacterial isolates were identified by biochemical
method, using APl system. Six genera were identified, namely Pseudomonas,
Alcaligenes, Burkholderia, Agrobacterium, Corynebacterium and Micrococcus. Then the
selected bacterial isolates were tested for ability to reduce nitrate and nitrite in nitrate
broth. Four isolates were found to reduce nitrate content rapidly whereas one isolate
could do it slowly. Another eleven isolates were found to accumulate nitrite. These
bacterial isolates were then detected for nitrite reductase genes by PCR technique. Nine
isolates were found to contain nirK gene while the other four contained nirS gene. Three
isolates could not be detected. Results from RFLP analysis could separate bacteria that
contained nirk gene into 2 major groups and those with nirS gene into 3 groups which

agree with the bacteria classifacation by biochemical method.
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