Farmer Lab TOPO cloning protocol

*This type of cloning relies on the 3’ A residues added to DNA by Taq DNA polymerase.  These 3’ As are very thermodynamically unstable!

 *It is VERY important to use fresh PCR product when TOPO cloning!!

*Don’t freeze your PCR product.  Store it at 4(C until you use it, but make sure you do the cloning reaction within a day or two after PCR,  it is most efficient immediately following PCR.

Before beginning:  

-place the tubes of Top-10 competent cells on ice.


-Bring SOC medium to RT


-Pre-Warm selective plates to 37(C

1) To a 0.5 ml microcentrifuge tube add:


2 μl PCR product


0.5 μl Salt Solution


0.5 μl Cloning Vector

2) Incubate for 5-10 min @ room temperature

3) Add all 3 μl to a 50 μl tube of Top-10 chemically competent cells.

4) Incubate on ice for 10 min.

5) Heat shock cells for exactly 30 sec @ exactly 42(C.

6) Place cells on ice for 1 min.

7) Add 180 μl room temperature SOC medium

8) Shake horizontally @ 200 rpm for 1 hour @ 37 (C

9) Plate out 50 μl and 100 μl of each reaction onto LB + AMP + X-Gal  plates and incubate w/o shaking over night @ 37( C

10) Pick 3 white colonies from each reaction and place in 4 ml of LB+AMP and incubate over night @ 37(C with shaking (200 rpm)

11) Mini-prep your plasmids and pray!

