
M1D1: Clean and Cut DNA
9/9/14

1. Pre-lab discussion	


2. Lab practical = 1st lab treat	


3. Primer Design	


4. Set-up PCR reactions	


Start your lab notebooks today!







Step 1: Build the system!	


pCX-EGFP



Where to we get the EGFP sequence?	


pCX-EGFP



Restriction enzyme sites are the glue for our project.	


Today you will engineer these sites into your PCR primers.	




Primer design basics: 	


5’
3’ 5’

3’“Sense”
“α-Sense”

3’ 5’“α-Sense”

5’ 3’“Sense”



Primer design basics: 	


Thermodynamics of DNA Duplex, New Mexico State 
University



PCR
5’
3’ 5’

3’“Sense”
“α-Sense”

Denaturing =

Tm,p = primer melting temp



Reverse Primer
Forward Primer

Forward Primer
Reverse Primer

Extension 
temp is:

Ta < Tm,p	

Why?



Component Purpose

Your PCR:	




Today in the lab:	


• Lab practical (~40 min)	


• Design PCR primers -- upload your final primer 
designs to your notebook!	


• Set-up PCR reactions

Next time in the lab:	


• Safety training	


• Clean up your PCR run	


• RE digest	



