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Gradient PCR of - RLuc + addition of hog1 flanking sequence H1 
               - RLuc + addition of pbs2 flanking sequence P1 

                 - split RLucN + pbs2 flanking sequence P2 
    

Since we had some trouble with our PCRs and our primers are quite long we decided to try a gradient 

PCR. 

Master Mix 
GC buffer 250μL 
dNTPs 25μL 
Phusion 12,5μL 
 
Reaction 

 H1 P1 P2 

Master Mix 11,5 11,5 11,5 

Forward primers 10mM 2,5 2,5 2,5 

Reverse primers 10mM 2,5 2,5 2,5 

Template pRLuc 0,6 0,6 0,6 

Water 33 33 33 

 
Temperature gradient: 

H1 6472°C 
P1, P2 5563°C 
 
We also increase the extension time: 30secondes1min30seconds! 
 

 
 

We used the Invitrogen 1kb Plus 

DNA Ladder. In each well of a 1% 

agarose gel, we loaded 8.8ul 

Nuclease free Water, 2ul of PCR 

products or Ladder and 1.2ul 10X 

Loading Blue Dye. The 

electrophoresis ran 40 minutes at 

120V. 
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We purified two PCR samples for each experiment and measured their concentration and purity with the 

Nanodrop. 
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Split RLucN+Pbs2 flank 
417 bp  



 

 


