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Fig.1 Diagram illustrating the strategy for DNA sequencing in both directions
1 E#3% The first primer; m K34 The second primer; ~ EAKDNA Inserted DNA
A, FAHEEDNANE, IE RN B EE Sanger %, Q9N HE ERUFFENT. .
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A. Tllustrating the principle of DNA sequencing in both directions.Sequencing with the first
primer is according to Sanger et al. (1977} Sequencing with the second primer is shown below,
B. Annealing the first primer to the vector; C, Making a template with Bst polymerasey D.
Removing the first primer; E. Denaturing the double-stranded DNA; F. Annealing the second

primer to the template: G, Sequencing the synthesized template using the terminator method
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Tig.4 Autoradiograph showing the result of
normal and reverse sequencing
BEEABERAEREE DNA S8 M ABROW
HIX., ZE4PIMEFLETRERZA Bst a8
TERAMNFEFES, il 4-TMELEF Klenowi 3t
T1IE FINE Fr 30 5 BT 18 20 B 3
These auforadiographs showed the perfect
base pairing between the two DNA strands,
The left four lanes showed the patterns
produced by reverse sequencing with Bst
polymerase. The right four were the patt-
erns produced by the conventional sequen-
cing with the Klenow enzyme
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Reverse DNA Sequencing by Using the

Heat-stable Bst Polymerase System

Lu Youyi Ye Shengyu HHong Guofan

(Shanghai Institute of Biochemistry, Shanghai)}

Reverse DNA sequencing was a simple and rapid method to check the
available DNA data by sejuencing the original DNA in the opposiie
orientation, Because this method has the double stranded sequencing nature,
high background, extra bands occurred not unfrequently on the autora-
diographs, These short comings have now been overcome by Uusing the heat
stable Bst polymerase system developed in this lab, The reverse DNA se-
guence patferns obtained by using this svstem were now fully comparable
with those patterns generated on the single-stranded DNA tomplate,
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