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Establishment of Direct Sequencing Method with Colony PCR Products and Its Applicationin

Rice Gene Sequencing

MAo Wei- hua

(Center of Analysis and Measurement, Zhejiang University, Hangzhou 310029, China)

Abstract : A method for direct sequencing usng colony PCR products was established. Under controlled conditions, colo-
ny PCR could be used to screen and identify positive clone, and its products could be used as sequencing templates directly.
The sequencing result was reliable. Compared with conventional plasmid DNA sequencing method, colony PCR products se-
quencing method was faster and smpler. However , when the products were used to sequence the DNA with long Poly T and

PolyA , the sequencing efficiency was low.
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Fig.2 . 0.8 % agarose gel electrophoressof colony PCR products
under different amounts of primer.
1- 1 kb DNA marker; 2 7-
0.406 0.8uL
Lane1, 1 kb DNA marker; Lanes2- 7, The amount of primer
is0.05,0.1,0.2,0.4,0.6and 0.8pL inturn.
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1 PCR
Fig.1. 0.8 % agarose gel eectrophoressof colony PCR products
under different amounts of template.
1- 1 kb DNA marker; 2 - 3 8-
0.250.51.01.52.02.5yL;9- 0.25pL
Lane 1,1 kb DNA marker; Lane 2, The precipitation of cell
suspenson; Lanes3-8,0.25,0.5,1.0,1.5,2.0and 2.5 L cel
suspenson of white colony in turn; Lane 9,0. 25U L cell suspension

of blue colony.

3 PCR
Fig.3 . 0.8 % agarose gel eectrophoressof colony PCR products
under different anneal temperatures.
1- 1 kb DNA marker; 2, 3- 50 :4,5-
52 ;6,7- 54 ;8,9- 56 ;10,11 -
58

Lane 1, 1 kb DNA marker ; Lanes2 and 3, Annea temperature
is50 ;Lanes4and5, Annea temperatureis52 ; Lanes6and7,
Anneal temperatureis54 ; Lanes 8 and 9, Annea temperatureis
56 ; Lanes 10 and 11, Anned temperatureis 58
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Fig.4 . 0.8 % agarose gel eectrophoressof colony PCR products ( 6A)
purified with different methods. FolyA FolyT ( 6B)
1 5- ;6-1kb DNA marker; 7 12 -
3
Lanes 1 - 5, Purification with ethanol; Lane 6, 1 kb DNA
marker ; Lanes 7 - 12, Purification with NHsOAc and ethanol .
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Fig.5. Tail portion of sequencing el ectrophoretogram.
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6 Poly T
Fig.6. Sequencing electrophoretogram of DNA with Poly T by different methods.
A - PCR ; B- DNA

A, Sequencing with colony PCR products; B, Sequencing with plasmid DNA.
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