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Introduction

Sequence verification of important plasmid features involves selecting one or more unique oligonucleotide primers that flank the 

regions of your plasmid that you want to confirm that is the way you desire. These primers anneal to the backbone and can help you 

verify the ends of the insert.  

Materials

› Primers

› H2O destilled

› colony PCR product

› Sequencing Labels

Procedure

Prepare the Sequencing Reaction

1. Sequencing companies generally require a PCR product of 50 to 250 ng of DNA product + 2.5 uL of primer. 

The total amount needs to sum up 10 uL in total.

2. Therefore, each PCR product must be diluted in order to include the quantities specified above. 

3. Once the components are mixed on a tube, they are marked with the corresponding labels. Sequencing is 

ordered through the company's server.

4. To consider when selecting the primers:

- Must anneal 100bp before the target sequence.

- Each primer sequences 1Kb.

Analyze the Sequence

5. Download the results from the company portal. Then, by using the downloaded files and through Benchling, 

we can align them and see if there are mismatches, etc.

1. Go to https://www.genewiz.com/en-GB/, log in and click on "Order/Quote". 

2. Then, we need to identify the results by the name that was given when sending them ("Order Name") and 

click on "View Results" (green button).

2. Select all the samples and then mark, on "Select File Type", the ".ab1" option. This way, a .zip file will be 

downloaded, which we need to unzip.

6. Alignment of the sequences

7. In Benchling, open the file that contains the desired sequence.

https://www.genewiz.com/en-GB/


8. Select the Alignments option in the right-side menu ans select "Create new alignment".

9. Finally, just click in the "Choose file(s)" button and select the .ab1 files of interest.

10. A good sequencing reaction will produce between 300-900 base pairs of useable sequence [1]. 
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