Addition of 3’ A- overhangs to PCR products after amplification

Introduction

Before Starting

Procedure

Direct cloning of DNA amplified by proofreading polymerases into pET SUMO is
often difficult because proofreading polymerases remove the 3° A-overhangs
necessary for TA Cloning®. Invitrogen has developed a simple method to clone
these blunt-ended fragments.

You will need the following items:

e Tuag polymerase

e A heatblock equilibrated to 72°C
¢ Phenol-chloroform (optional)

e 3 M sodium acetate (optional)

e 100% ethanol (optional)

¢ 80% ethanol (optional)

e TE buffer (optional)

This is just one method for adding 3" adenines. Other protocols may be suitable.

1. After amplification with a proofreading polymerase, place vials on ice and
add 0.7-1 unit of Taq polymerase per tube. Mix well. It is not necessary te
change the buffer. A sufficient number of PCR products will retain the
3" A-overhangs.

2. Incubate at 72°C for 8-10 minutes (do not cycle).

3. Place onice and use immediately in the ligation reaction.

Note: If you plan to store your sample overnight before proceeding with the ligation
reaction, extract your sample with an equal volume of phenol-chloroform to remove the
polymerases. Ethanol-precipitate the DNA and resuspend in TE buffer using the starting
volume of the PCR.

You may also gel-purify your PCR product after amplification with a
proofreading polymerase. After purification, add Tag polymerase buffer, dATP,
and 0.5 unit of Tg polymerase. Incubate the reaction for 10-15 minutes at 72°C
and use in the ligation reaction.




