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Determination of the DNA Sequence of the 18S rRNA Gene of the Rehmannia
glutinosa and Its Phylogenetic Analysis
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ABSTRACT

Objectives : To determine the DNA sequence of the 185 rRNA gene of the Rehmannia glutinosa and
analyze it phylogenetically

Methods : Dried root of the Rehmannia glutinosa was ground with a mortar and pestle. Glass beads(0.5
mm in diameter), TE buffer and SDS solution were added to that. The mixture was vortexed vigorously
and extracted with the mixture of phenol, chloroform and isoamyl alcohol and with the mixture of the
chloroform and isoamyl alcohol. The nucleic acids were precipitated with ethanol and resuspended in TE
buffer. Contaminating RNA was digested with RNAse A and the DNA was purified further with the
Geneclean Turbo Kit. This DNA was used as a template for amplification of the 185 rRNA gene by PCR.
The PCR product was cloned in the pBluescript SK 1 plasmid by blunt-end ligation and the DNA
sequence of the insert was determined. This DNA sequence was analyzed phylogenetically by the BLAST
program.

Results and Conclusion : Vortexing the ground powder of the dred plant root with glass beads during
cell lysis improved recovery of DNA. The DNA sequence of the Rehmannia glutinosa 185 rRNA gene
was determined and deposited at the GenBank as the accession number DQ4695606. Phylogenetic analysis
of that sequence showed the relationship between the members of the family of Scrophulariaceae and also
the close relationship of the Buddleja davidii to the members of the Scrophulariaceae family.

Key words : Rehmannia glutinosa, 185 rRNA, PCR, Phylogenetic analysis.
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Fig. 1. The locations of the two primers used for amplification
of the 18S rRNA gene. The forward primer is shown above and
the reverse primer shown below. Abbreviations are 18S for 18S
rRNA gene, ITS for internal transcribed spacer, and 5.8S for
5.8S rRNA gene.
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Table 1. Primers used for amplification of the 18S rRNA
gene.

Primer Sequence
Forward 5'-TTTAGATCTGGTTGATCCTGCCAGT-3'
Reverse

5'-TTTAAGCTTCCAAGTATCGCATTTCGCT-3'
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Fig. 2. Agarose gel electrophoresis of the PCR product. Lane 1,
1-kb ladder; Lane 2, PCR product. The lengths of the DNA
markers in the 1-kb ladder are 10-kb, 8-kb, 6-Kkby, 5-kb, 4-kb,
3-kb, 2.5-kb, 2-kb, 1.5-kb, 1-kb, 0.7-kb, 0.5-kb, 0.3-kb from
the top.

Phylogenetic analysis of the 185 rRNA gene
of the Rehmannia glutinosa £ A7
Rehmannia glutinosa®) 185 tRNA #A3xte] E71A4
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