mtKO Library Electroporation and Recovery Protocol
1. Prepare Library
Dilute the mtKO library to 50 ng/µL in water or TE buffer, if not already diluted.
2. Prepare Cells for Electroporation
Add 2 µL of the 50 ng/µL mtKO library to 25 µL of Lucigen Endura electrocompetent cells (efficiency ≥ 1 × 10⁹ cfu/µg).
3. Electroporation
Electroporate using the manufacturer’s recommended parameters and protocol.
4. Recovery
· Immediately add 975 µL of recovery medium (supplied with the cells).
· Transfer to a loosely capped tube containing an additional 1 mL of recovery medium.
· Incubate at 37°C, rotating at 250 rpm for 1 hour.
5. Plating
· Plate the recovered culture onto pre-warmed 24.5 cm² bioassay plates containing ampicillin, using a sterile spreader.
· Incubate plates inverted at 32°C for 14 hours.
6. Harvesting Colonies
· Add 10 mL of LB medium to each plate.
· Scrape colonies off using a sterile cell spreader or scraper.
· Collect the liquid and cells into a sterile tube.
· Repeat scraping with an additional 5–10 mL of LB and combine both fractions.
7. Plasmid Preparation
Collect the bacteria and proceed with Plasmid Maxi or Mega Prep according to the manufacturer’s instructions.

