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Prior to use RASE
Step 1: Search for your gene of interest and identify the event you want to design primers on. For the
tutotrial we will use the APAF1 gene using the NCBI RefSeq version 2 annotation. Here is the
annotation for the APAF1 gene:

Step 2: Find the event of interest in the gene annotation and extract the UCS, AIR and DCS sequences.
The algorithm designs primers within the sequence provided by user.

The UCS and DCS can be expanded using exons common to both splicing isoform. For improved
results, paste as much cDNA sequence (we recommend at least 40 to 300 nt for UCS and DCS
sequences). The following schema shows you how to expand your UCS / DCS sequences given
differents cases.

For the example event above, the sequences are the following:
UCS:
CTTTGGGATGCGACATCAGCAAATGAGAGGAAAAGCATTAATGTGAAACAGTTCTTCCTA
AATTTGGAGGACCCTCAAGAGGATATGGAAGTGATAGTGAAGTGTTGTTCGTGGTCTGCT
GATGGTGCAAGGATAATGGTGGCAGCAAAAAATAAAATCTTT
AIR:
CTTTTTGACATTCATACTAGTGGCCTATTGGGAGAAATCCACACGGGCCATCACAGCACCA
TCCAGTACTGTGACTTCTCCCCACAAAACCATTTGGCAGTGGTTGCTTTGTCCCAGTACTG
TGTAGAG
DCS:
TTGTGGAATACAGACTCACGTTCAAAGGTGGCTGATTGCAGAGGACATTTAAGTTGGGTT
CATGGTGTGATGTTTTCTCCTGATGGATCATCATTTTTGACATCTTCTGATGACCAGACAAT
CAGG

The following schema explains how to identify the UCS, AIR and DCS from different types of splicing
event.

Now go to the RASE primer design website at http://designs.lgfus.ca

Step 3: Go to the RASE primer design web application. Input your gene symbol or accession and
choose appropriate annotation. Please note that if you search for “AP”, all genes starting with AP in
their symbol or accession will be returned in the gene listing page.

Step 4: In the gene listing page, click on your gene.

Step 5: You will arrive at the RASE design parameters page. An example page for the APAF1 gene is
shown below. Paste the UCS, AIR and DCS sequences previously identified and launch design.

Step 6: You will arive at the primer design results page. You will notice there are 2 tabs you can click
on, one returns the short splice variant detection and the other go to the long variant detection. Once
you have clicked on the tab, you can see each of the predictions with the primers mapped on the
submitted DCS and UCS sequence. The forward primer is mapped in red and the reverse in green.
Notice, the splice junction is marked with a slash character (marked in green on image below). In this
example, you can see that the BSP is the reverse primer since its spans the splice junction.

Step 7: Click on the long prediction tab, you can see each of the predictions as with the short tab.
Again, the primers are mapped on the submitted DCS, AIR and UCS sequences and the forward primer
is mapped in red and the reverse in green and the splice junctions are marked with a slash character. In
this example, you can see that the long variant specific primer is the forward primer since it is inside
the AIR sequence.

If you have questions or comments concerning this web application, do not hesitate to communicate
with jean-francois.lucier@usherbrooke.ca

