
Pan Druggable Library Amplification Protocol 
 
Materials Needed: 

• One Shot Stbl3 Chemically Competent E. coli (Thermofisher) 

• S.O.C. Medium (Thermofisher) 

• Carbenicillin 

• Vented Falcon Tubes 

• LB Broth 

• Qiagen Maxi Kit 

• 80% Glycerol 
 
This protocol is adapted from the protocol described by Thermofisher for the One Shot 
Stbl3 Chemically Competent line:  
https://tools.thermofisher.com/content/sfs/manuals/oneshot_stbl3_man.pdf 
 
Day 1 (Afternoon) 
 
**Prior to beginning the protocol, warm a water bath to 42°C, and warm at least 5 mL of 
S.O.C. Medium (Thermofisher) to room temperature. 
 

1. Thaw on ice 20 x 50 µL vials of One Shot Stbl3 Chemically Competent Cells 
(Thermofisher) for transformation with plasmid. This can be done in batches if 
necessary. 

2. Add ~ 50 ng of DNA into each vial of cells and mix gently via stirring (avoid 
pipetting up and down). 

3. Incubate vials on ice for 30 minutes. 
4. Heat-shock cells for 45 seconds in a 42°C water bath. 
5. Remove the cells from the water bath and place them on ice for 2 minutes. 
6. Add 250 µL of S.O.C. medium to each vial and gently mix. 
7. Place vials in a shaking incubator at 37°C and shake horizontally at 225 rpm for 1 

hour. 
8. Combine all media into a single 14 mL Vented Falcon Tube and mix gently. A 

total of 6 mL of combined suspension should be obtained. 
9. Sample 5 µL (1:1200 dilution), 10 µL (1:600 dilution), 20 µL (1:300 dilution), and 

50 µL (1:120 dilution) from the pooled medium, bring each to 100 µL total volume 
using S.O.C. medium (ex. Add 95 µL of medium to 5 µL sample), and spread 
over a prewarmed agar plate treated with carbenicillin. More dilutions may be 
added if necessary. 

10. Inoculate 200 mL of sterile, pre-warmed, LB medium supplemented with 
Carbenicillin with the remaining pooled medium. 

11. Incubate agar plates overnight at 37°C. 
12. Incubate medium in a shaking incubator at 37°C and shake horizontally at 225 

rpm overnight, but for no more than 16 hours. 
 
  

https://tools.thermofisher.com/content/sfs/manuals/oneshot_stbl3_man.pdf


Day 2 (within 16 hours of the start of previous day’s incubation) 
 

13. Calculate the total transformed yield using the colonies on the most reasonably 
dilute agar plate (>25 total colonies) following overnight growth. The total 
transformed yield should ideally be a minimum of 100-fold greater than the 
number of library elements (74 elements in this case). The total transformed yield 
(TTY) can be calculated as 

 
𝑇𝑜𝑡𝑎𝑙 𝑇𝑟𝑎𝑛𝑠𝑓𝑜𝑟𝑚𝑒𝑑 𝑌𝑖𝑒𝑙𝑑 = 𝐶𝑜𝑙𝑜𝑛𝑖𝑒𝑠 ∗ 𝐷𝑖𝑙𝑢𝑡𝑖𝑜𝑛 𝑅𝑎𝑡𝑖𝑜 

 
14. Prepare a 10 mL glycerol stock of transformed bacteria from the inoculated 

medium by adding 8 mL of bacterial suspension to 2 mL of 80% glycerol, mixing 
gently, and freezing at -80°C. 

15. Centrifuge the remaining suspension (4000 G, 4°C, 15 minutes) to pellet 
bacteria. 

16. Purify plasmid DNA using the Qiagen HiSpeed Maxi Kit. 
17. Quantify the plasmid DNA via Nanodrop or Qubit. 


