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Brief Protocol
1. Denature double-stranded templates with either of the fast

denaturing protocols below:
A. Glycol/heat denaturation

Combine the following in a microcentrifuge tube:
DNA (0.5-1pmol) µl (up to 7µl)
H

2
O µl (to adjust total

volume)
Plasmid Denaturing Reagent 5µl
Primer (0.5-2pmol)   1µl

––––
Total 13µl

Mix thoroughly (the mixture is viscous). Incubate at 95-100°C for
5 minutes. Chill the mixture in an ice water bath.
Then add:

Plasmid Reaction Buffer   2µl
––––

Total 15µl
Continue with annealing in step 2 below.

B. Alkaline denaturation  (without precipitation)
Combine the following in a microcentrifuge tube:

DNA (0.5-1pmol) µl (up to 8µl)
H2O µl (to adjust total

volume)
1.0M NaOH 2µl
Primer (0.5-2pmol)   1µl

––––
Total 11µl

Mix thoroughly and incubate for 10 minutes at 37°C. Place the
mixture on ice.

Then add:
1.0M HCl 2µl
Plasmid Reaction Buffer   2µl

––––
Total 15µl

Continue with annealing in step 2 below.
2. Annealing : Incubate the template/primer/buffer mixture at 37°C

for 10 minutes. Chill on ice.

3. While annealing, label four tubes ‘G’, ‘A’, ‘T’ and ‘C’. Fill each with
2.5µl of the appropriate termination mix and cap. Keep covered
on ice for steps 5 and 7.

4. Dilute labeling mix 5-fold to working concentration. Retain for use
in step 6.

Labeling mix µl (typically 2µl)
H2O µl (typically 8µl)

5. Pre-warm 4 termination tubes from step 3 (‘G’, ‘A’, ‘T’ and ‘C’) in
37°C bath.

6. Labeling Reaction
To ice-cold annealed DNA add:

DNA mixture (15µl )
DTT, 0.1M 1µl
Diluted labeling mix 2µl
[α-35S], [α-33P] or [α-32P]dATP 0.5µl
Sequenase™ Plasmid
Sequencing Formulation      2µl

–––––
Total 20.5µl

Mix and incubate at room temperature for 2-5 minutes (5-10
minutes for glycol-denatured plasmid).

7. Termination Reactions
Transfer 4.5µl of the labeling reaction to each termination tube
(‘G’, ‘A’, ‘T’ and ‘C’), mix and continue incubation of the
termination reactions at 37°C for 5 minutes.

8. Stop the reactions by adding 4µl of stop solution.

9. Heat samples to 75°C for 2 minutes immediately before loading
onto sequencing gel. Load 2-4µl in each lane.

Refer to Protocol Booklet, 70140A, for detailed information on
licensing and patents.
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