
 

Amplification of pooled MYC-CRISPR sgRNA library 

Day 1 – afternoon 

1. Thaw 100 µl Endura electrocompetent cells and divide into 4 pre-chilled sterile eppendorf 

tubes 25 µl each. 

2. Prepare 17x100 mm tubes with 1975 µl of recovery medium (RT). 

3. Add 50-100 ng library plasmid to each tube. Mix briefly by swirling the pipet tip, do not pipet 

up and down. Transfer cells to the cuvette. 

4. Wipe cuvette with paper towel, put in the Biorad electoporator. 

5. Electroporate cells with the following settings: 

10 µF 

600 Ohms 

1800 Volts 

6. Immediately after electroporation add 975 µl recovery medium, pipet up and down 3x to 

resuspend the cells. Transfer cells to the tube with 1 ml of recovery medium. 

7. Incubate 1 hour at 37oC with shaking 250 rpm. 

8. Pool all transformations, prepare dilutions and plate on standard pre-warmed agar plates for 

calculating the transformation efficiency: 

20ul bacteria + 980 µl LB (100x) 

↓ 

100 ul diluted bacteria + 900 µl LB (1.000x) → plate out 100 µl (10.000x dilution) 

↓ 

100 ul diluted bacteria + 900 µl LB (10.000x) → plate out 100 µl (100.000x dilution) 

9. Plate the undiluted electroporated cells on four large (245x245mm) pre-warmed agar plates: 

2 ml per plate. Spread the liquid culture evenly with cell spreader until it is absorbed into the 

agar. 

10. Incubate plates at 37oC* for 12-14 h. 

 

Day 2 – morning 

 

11. Calculate electroporation efficiency: count colonies on the 10.000x or 100.000x dilution 

plate, depending on density of colonies. Multiply the number of colonies by the dilution 

factor and the number of electroporations (4). To proceed, total number of colonies should 

be greater than 100 per sgRNA – in this case 4,600,000. 

12. Scrape bacteria from large plates with cell spreader. Add 10-15 ml LB, scrape bacteria from 

the plate, transfer to 50 ml tube. Repeat 2 more times with 10-15 ml LB. Fill up to 50 ml with 

LB, divide into two 50 ml tubes. Fill up each to 50 ml with LB. 

13. Spin down 10 min 3000g 4oC. Discard supernatant, weigh pellets. Proceed immediately to 

maxiprep (~0.5 g bacterial pellet per one maxiprep) or freeze pellets. For maxiprep, follow 

standard Qiagen protocol. 

 

*We noticed that for Endura and TOP10 electrocompetent cells incubation at 37oC or 30oC does not 

make a difference in terms of recombination rates. While total plasmid yield is higher at 37oC. 


