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Cultured cells

!

Centrifuged

Freezed the cells until used

}

Refreezed the cells and suspended

}

Added 0.1 volume of 1N NaOH for 10 min in ice box to remove gelatinous matrix and centrifuged

}
Discarded the upper layer and washed the cells with EDTA-saline buffer

J
Centrifuged and discarded the upper layer

}

Repeated this wash process 3 times

}
Added 3ml of 25% of SDS and incubated at 60C 10min

f

Cooled to room temperature

J
Added 10ml of 5M NaClO, and equal volume of chloroform/isoamyl alcohol(24 : 1, v/v)

!

Shaked for 1 h. at room temperature and centrifuged

}

Transferred the upper layer to another tube

J
Added 5ml of 0.1X SSC solution and 10ml of chloroform/isoamyl alcohol, shaked for 10 min and centrifuged

J

Transferred the upper layer to another tube

Added 5ml of 10XSSC and of the chloroform/isoamyl alcohol

}
Shaked for 10 min

J
Centrifuged

i

Transferred supernatant to the tube

J
Overlayed the DNA solution with 2 volumes of ice-cold ethanol and spooled the DNA by stirring with a glass rod.

}
Washed 2 times with ethanol and air dried the DNA.

Fig. 1. Flow diagram of the DNA isolation procedure for bacterial genus Zoogloea.
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Fig. 2. HPLC chromatogram in determining DNA base composition of Zoogloea ramigera 1AM 12136".
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Table 1. Conditions of HPLC for analysis of DNA base
composition

Column ; Beckman ULTRASPHERE ODS (4.6 id. X
250mm)

Column temperature ; 30C

Mobile phase : 30 mM KH,PO, (pH 2.8)

Flow rate : 1.0 ml/min

Detector + Beckman Programmable Dectector Module
166

Data analyzer ; Beckman
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Fig. 3. DNA base compositions of some common gram negative bacterial genera.
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