
User Manual for Danio Rerio Unique Primer Design 
 

1. The user will be presented with 
the following GUI when the URL 
is launch: 
http://big.nyp.edu.sg/zpcr/servlet/i
ndex 
You must use the fasta format for 
gene submission. There are two 
operation modes: Manual and 
Auto. For auto mode, the program 
will use default primer design 
parameters and default e values 
for BLAST. If you wish to change 
the default values, please select 
the manual mode. 
You can also upload your gene sequence from a fasta file using the upload hyperlink 
provided. 

 
 

2. Once you click on Submit button, 
you will see a page for you to 
change the default PRIMER3 
primer design parameters, under 
the manual mode. The typical 
values to change are the optimal 
primer length and the optimal 
product size. Please ensure the 
minimum and maximum 
condition are valid before 
clicking the Pick Primer button. 
You shall wait a while for the 
returned primers list. There are a 
maximum of 5 pairs of primers. 

 
3. The table shows the different properties 

of the primers returned, such as the 
product size, the melting temperatures 
and the primer length. The selection 
column allows user to select or drop 
certain set of primers by click or unclick 
the check box. The default e value for 
BLAST is set to 10 for less stringent 
conditions. User can choose to change 
this value under manual mode. For very specific primer location under stringent 
conditions, you may want to set these values to 0.1 before BLASTing the primers.  



 
4. After the submission, please wait for the blast results to appear. The page is 

refreshed automatically until the BLAST server completes the alignment tasks. 
Please refer to the following table for sample results. 

 
 
 

 
5. Graphical results present an 

image (sample image on the left) 
with locations where the primers 
were aligned by the BLAST 
software. Dark Red and Blue 
triangular markers are used to 
show forward and reverse 
primers respectively, with high 
confidence level (score > 33.9) 
whereas orange and light blue 
markers are location where the 
primers are found with lesser 
score values. Location where two square boxes meet indicates the highest confidence 
where the PCR product will come from these loci. Mouse over any of these markers 
will show user a text box indicating the chromosome name and its respective 
location on the chromosome.  

 
 

6. Tabular results simply show the 
tabular BLAST result for user to 
take a closer look at the alignment 
results. 
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