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Figl. Activity of E-Tag DNA polymerase
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— Source : Thermus aquaticus

- 5' —3' exonuclease activity : Yes
- 38" —5' exonuclease activity : No
- Amplification size : < 5 kb

- A-tailing : Yes

- Buffer Composition : 20 mM Tris—HCI(pH 8.0),
100 mM KCI, 0.5 mM EDTA, 0.1mM DTT, 50% Glycerol
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1) Reaction mixture

PCR reaction component
PCR premix Solution 10 ul 25 ul
Template DNA 1 ul 1 ul
F‘}%%ﬁj};‘”lf)‘er 1 ul 1 ul
Tovarse i | 1u u
3 D.W 7 ul 22 ul
Final volume 20 ul 50 ul

— For genomic DNA template, 10 ng ~ 1000 ng
— For plasmid DNA, 0.1 ng ~ 15 ng
— Repeat thawing of dNTPs may cause poor PCR reaction.

2) Reaction condition

Step Temp Time #of cycles
Initial denaturation*| 95T 5 min 1
Denaturation 95T 30 sec
Annealing*x 55~65C 30 sec 30~35
Extension 72°C 30 sec ~ 2 min
Final elongation 72°C 5~10 min 1

— The denaturation temperature can vary from 92°C~95°C.
— Optimal annealing temperature depends on the melting
temperature of the primers and on the system used.
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