
Liquid Culture and 
Induction of Protein 
Expression

To induce the synthesis of a protein in transformed bacteria.

- Antibiotics: Carbenicillin 50 mg/ml (CARB 50 mg/ml stored at -20°C) or Chlo-
ramphenicol (CM 25 mg/ml at -20°C in ethanol)
- Sterile LB broth
- IPTG (0.5 M)
- Sterile Erlenmeyer of 2 l
- Pipet p100, p200, and p10 and corresponding cones
- Plastic graduated pipette (10 ml or 20 ml)
- Electric propipet
- Incubator at 37°C with integrated shaker (150 rpm)
- Pre-Growth liquid culture of transformed bacteria:…………. 

-

Aim

Equipment 
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Transformed bacteria :
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1. Retrieve pre-grown O/N cultures of ………………………. from incubator.
2. Centrifuge for 5 min at 3 000 g.
3. Remove supernatant and re-suspend pellet in 5 ml of LB.
4. Repeat steps 2 & 3.
5. Centrifuge again at 3 000 x g for 5 minutes.
6. Remove supernatant completely (use a p1000, and then a p200 for the last 
drops of LB).
7. Add 5 ml of LB and re-suspend pellet. 
8. Prepare 800 ml of LB broth and add 800 µl of carbenicillin (50 mg/ml).
9. Add …………. ml of this pre-growth solution to the 800 ml LB/CARB broth 
prepared in step 8.
10.  Incubate at 37°C and set shaker (Infors minitron) at 150 rpm.
11.  Measure OD600 every hour until OD = 0.3-0.4.
12.  Then measure OD every 20 min until OD = 0.7.
13.  When OD = 0.7: sample 1 ml of the liquid culture, centrifuge the 1 ml 
sample at 3000 g for 5 min, remove supernatant, and store the pellet T=0 at -20°C.
14.  After sampling 1 ml of the liquid culture of ………….., add IPTG (0.5 M) to 
the rest of the liquid culture of ………………, as to have a final concentration of 0.5 
mM of IPTG.
15.  Measure OD600, and sample 1 ml of the liquid culture that you treat like in 
step 13, every hour.
16. Spin 800 ml of culture in a 1 l centrifuge flask for the JLA-8.1000 rotor in a 
Beckman XJ-26 centrifuge at 4500 g for 25 min. 
17. Resuspend the pellet in 10 ml lysis solution supplemented with 15 µM 
PMSF.
18. Store pellet in a labeled 50 ml Falcon tube at -80°C.

Protocol
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Time before IPTG
induction

OD600 of liquid culture of transformed bacteria: 
……………………………….

Time after IPTG
induction

OD600 of liquid culture of transformed bacteria: 
……………………………….

2017.igem.org/Team:Pasteur_Paris igempasteur@gmail.com twitter.com/igem_pasteur?lang=fr facebook.com/igem.pasteur


