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Colony PCR 

 

Materials： 

Ampicillin 

E. coli colony 

Forward primer (10 μM) 

LB medium 

Reverse primer (10 μM) 

2× Taq MasterMix 

Methods： 

1. Prepare LB with Ampicillin. 

2. Aliquot 300 µL of the medium into 1.5 mL tubes for as many colonies as you want 

to pick. 

3. Use 10 µL tips to inoculate selected colony into the tubes. 

4. Tape the tubes to the platform of a shaker at 37°C and shake at 220 rpm for 2-4 

hours. 

5. Prepare a PCR master mix on ice, following the instruction for one reaction in the 

table below. 

6. Add 1 µL of each cultured colony into each master mix tube, keep the rest ~300 µL 

of each cultured colony at 4°C. 

1. Set up a thermocycler program for the following PCR program: 

 Heat to 95°C for 3 min. 

 35 cycles: 

         95°C for 30 s; 

         55°C for 30 s; 

         72°C for 1.5 min. 

 Hold at 72°C for 10 min. 

 Hold at 10°C. 

7. Load 5 µL into small wells in the 1% agarose gel. Run for approximately 20-30 

minutes at 120 V. 

 Presence or absence of a PCR amplicon and size of the product are determined by 

electrophoresis alongside a DNA size marker on an agarose gel. 

Component Volume 

2× Taq Master Mix 5 μL 

Forward primer (10 μM) 0.2 μL 

Reverse primer (10 μM) 0.2 μL 

ddH2O 3.6 μl  
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8. Aliquot 3-4 ml of the LB medium with Ampicillin into 15 mL tubes for as many correct 

colonies as you want to pick. 

9. Add the remaining ~300 µL of each positive cultured colony to 15 mL tubes. 

10. Tape the tubes to the platform of a shaker at 37°C and shake at 220 rpm overnight 

for 12-16 hours.  

11. Miniprep by a plasmid DNA purification kit. 

12. Sequence the plasmid to make sure the insertion site does not mutate. 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 


