Colony PCR to screen transformants
Create a cocktail using 2X Master Mix, primers, and water so that each 20 µl reaction contains

One reaction

10 µl 2x MasterMix

  8 µl primer mix (0.5 µM each)

  2 µl water (or positive control DNA)
1. Number PCR tubes and aliquot 25 µl per tube.   Be sure to include positive and negative controls.
2. Label an LBAmp (or appropriate selection) plate with your name and mark the orientation relative to the grid below.

3. With a sterile yellow pipette tip, pick up cells from a colony on your transformation plate, transfer them onto an  LBAmp plate (aligned over the numbered grid) by touching or poking the plate with the yellow tip, and then place the tip into the appropriately numbered PCR tube.   
4. Once all the desired colonies have been picked, release the cells into each tube by pressing your finger over the top of the pipette tip and then remove the tip.

5. Cycle PCR reactions, using an initial 5 minute 94oC denaturation step and 30 thermocycles. 

6. Grow LBAmp inoculated plate overnight at 37oC, then store at 4oC.

7. Once PCR reactions are analyzed via gel electrophoresis, positive colonies can be inoculated into 5 ml of LBAmp (or appropriate selection) media for DNA plasmid miniprep cultures.

[image: image1.png]18119(20 (21|22

11 12[13]14[15
17
2

5126|2728 (2930 |31

ol
567

/|
(|
|

16
24

‘ 34|35(36 (3738
‘ 40[41|42(43 (44|45
46| 47| 484950

/|
/|



456y4tr
PTErickson

10.28.10


