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1. In order to get the coding sequence of the Indy gene, the database results you should choose is the nucleotide database. An important piece of information that is underlined in the blue title is “complete cds” which indicates that the complete coding sequences are presented.
GenBank AF509505.1

2. The default pairs of primers that are suggested are 10. None of those pairs of primers can be used for the subcloning exercise because they are not long enough to amplify the coding sequence. The maximum length you would be able to amplify is 1000 bp but the Indy gene is longer than this.

3. It is important to omit the nucleotides coding for the recognition site of a restriction enzyme because this is where the PCR amplicon is cut and inserted into the destination vector. The additional bases in front of restriction recognition site are there to optimize the cutting efficiency of the restriction enzyme. 

4. The theoretical length of the expected PCR product using these primers is 1719 bp. This is because the forward primer starts on nucleotide 258 and the reverse primer starts on nucleotide 1976. That means the total length of the PCR product is 1719 bp.
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