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Abstract
Objectives: To compare the bacterial DNA yields extracted from three
methods and to evaluate whether the different extraction protocols could
affect bacterial composition in dental biofilms as shown in acrylamide gel
using PCR-DGGE technique.
Materials and methods: Supra gingiva plaque samples from both severe early
childhood caries and caries free groups were collected and divided equally to
provide replicates for each extraction protocol; phenol-chloroform isoamyl
alcohol methods and two commercially available extraction kits which were
QIAmp Micro Kit {Qiagen, USA) and Nucleospin Genomic Extraction kit
{Macherey-Nagel, Germany). PCR was performed using extracted DNA from
three methods as a template using the universal primers which based on
165 rRNA of 25 species associated with dental caries. All PCR products
were visually examined on 1% agarose gel. After that, PCR-DGGE technigue
was performed with the range of denaturing gradient on acrylamide gel
from 35 to 70% (V=60, tem=50"C running time = 16 hr). DNA yield and
amount of bands on acrylamide gel was analyzed statistically using Chi-
square test (p<0.05).
Results: PCR products on 1% agarose gel were not different when used
extracted DNA from three methods as a template. However, extracted DNA
by the phenol-chloroform isoamyl alcohol, QlAmp Micro Kit and Nucleospin
Genomic Extraction kit gave DNA yields from 4.274+0.1>3.57+0.5>2.97x
0.02, and amount of bands fram 30.77+0.7>29.371£0.9>22.67+2.0,
respectively. There were significant differences in both DNA yield and the
amount of bands between extracted DNA from phenol-chloroform isoamyl
alcohol and QIAmp Micro Kit (p<0.05).
Conclusion: DNA quanlity efficiency and number of bands using extracted
DNA from QIAmp Micro Kit were significantly higher (p<0.05) than those
from phencl-chloroform isoamyl alcohol.
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