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Introduction

Materials



This protocol is for setting up sequencing reactions for internal DNA sequencing at BOTINST. First NANODROP

your Plasmid samples that you want to sequence to get the DNA ng/uL concentration. If ng /uL is 100-200:

can use it like this otherwise eg 400-500ng/µL) dilute it 50:50 with MQ. dilution: 5µL of plasmid, 5 MQ

› Reagents

› 5µM dilution of sequencing primer(s)

› Template DNA (100-200ng)

› Sequencing buffer (tube in freezer P  with B )

› Sequencing Dye mix (tube in freezer P  with red D)
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Procedure
1. Dilute primers to about 50 micromolar and the DNA template to 100 - 200ng/µL

2. Prepare a PCR master-mix with the following pipetting table. Prepare a seperate mix for each primer

if you use it many times and prepare a mix for 2 reactions more than needed to make sure it is

enough. The column labelled "Double Primers" is for one single reaction, the following columns are

examples of calculations for multiple reactions with the same orimer. The DNA is added later to each

tube individually (it cannot be added directly as it is possible that the same primer is used for

different DNA fragments).

Components can be thawed at room temperature and then kept on ice.

You can set up master mixes if you have multiple reactions with the same primer.
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Sequencing PCR master-mix

3. Combine 9µL of the master-mix with 1µL of DNA template in an accordingly labelled microstrip.

4. For sequencing in the Cyril Zipfel Lab it is necessary to fill out an excel sheet with the your name, the

date and the name for each sample. The name of the sample will be how the result document is

labelled so make sure it describes what has been sequenced. In the row labelled comments enter the

how the tubes were labelled. (eg IG1, IG2, IG3, IG4 etc)

5. Put the microstrips into the adventure-inhouseseequencing box in the cold room. It is labelled with

PCR for sequencing.


