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Introduction

The backbone plasmids purchased for cloning purposes were intended to go through some modifications. To achieve this, PCR 

amplification of the desired part of the plasmid was performed, leaving behind non-interesting fragments or adding some 

modifications. For this purpose, strategic primers had to be designed. 

Key recommendations: 

Before starting with the protocol to carry out a PCR, the primers aiming to be used are recommended to be paired by selecting them 

in Benchling. This task is done by selecting them simultaneously (the second primer is selected by pressing the Shift key) and 

selecting the option "Link Primers" in the right mouse button menu. In the primers menu, they appear as paired primers and they 

show their Tm and the resulting region that will be amplified. This information will be needed to program the PCR cycles. 

Also, a model of the DNA fragment that will be obtained can be designed in Benchling, and a name and number must be given to it in 

order to identify it.  

Materials

› › Dreamtaq Green PCR Master Mix (2X)

› Contains: DreamTaq DNA polymerase, 2X DreamTaq Green buffer, dATP, dCTP, dGTP and dTTP (0.4 mM each), and 4 mM MgCl2.

› Forward primer (1 μM)

› Reverse primer (1 μM)

› DNA Template (100 ng/μl)

Procedure

PCR Reaction Assembly

1. Gently vortex and briefly centrifuge DreamTaq Green PCR Master Mix (2X) after thawing.

2. Place a thin-walled PCR tube on ice and add the following components for each 50 μL reaction:

- 25 μL Taq Mix 2x 

- 1 μL Forward Primer

- 1 μL Reverse Primer

- 10 μL DNA Template (e.g backbone plasmid)

- H20 miQ until 50 μL (e.g 12-13 μL)

Gently vortex the samples and spin down.

3. When using a thermal cycler that does not contain a heated lid, overlay the reaction mixture with 25 μL of 

mineral oil.

4. Perform PCR using the recommended thermal cycling conditions outlined below:
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