
Purification from inclusion bodies ( BamA, BamA-HisN6 ): 

 

1. Bl21 strain E. coli cells are transformed with pET22b-BamA, pET28b-BamA or pET22b-OmpA and 
plated on LB media with ampicillin for pET22b and kanamycin with pET28b, grown over night 

2. Next morning colonies were transferred to 400ml LB media with appropriate antibiotic and is grown 
until OD600 0,4 

3. Cell culture induced with 0,1mM IPTG and grown ~4h in 37*C 
4. Cell centrifuged in 4000rpm 10min, supernatant decanted 
5. Cell pellet is resuspended in 4x volume to pellet mass of TBS (pH 8) 0.1 mg/mL deoxiribonuclease, 0.1 

mg/mL ribonuclease, 0.1 mg/mL lysocyme, and 1 mM PMSF 
6. Cells lysed by sonication 
7. Cells centrifuged in 5000g 10min 4*C to pellet inclusion bodies 
8. Inclusion bodies washed with TBS pH8 and centrifuged again in 5000g 10min 4*C 
9. Inclusion body pellet dissolved in 8m urea by rocking in 25*C 
10. Undissolved proteins centrifuged 18000g 10min 4*C 
11. Purity of proteins checked using SDS PAGE 

 

Purification of lipoproteins (BamB, BamCDE): 

1. Bl21 strain E.coli were transformed with pet22b-BamB or cotransformed with pET22b-BamE or 
pCDFDuet-BamC-BamD and plated on LB media plates with appropriate antibiotic and grown 
overnight 

2. Next morning colony of cells was transferred to 6 flasks with 400mL LB media with appropriate 
antibiotic and grown until it reached 0,4 OD600. 

3. Cell culture was induced with 0,1mM IPTG and grown in 37*C ~4h 
4. Cells were collected by centrifuging 3000rpm 10min 
5. Pellet was resuspended in TBS (pH8) 1mM PMSF and lysed by sonication 
6. Lysates were centrifuged 5000g 10min 4*C to collect cell debris 
7. Supernatant was decanted and ultracentrifuged in 100000g 30min 4*C 
8. Membrane pellet dissolved in TBS (pH 8), 2% TX-100, 10mM EDTA ir 0,1mg/mL lysocyme by rocking 

at 25*C for 60min. 
9. Solution was ultracentrifuged in 100000g 30min 4*C to collect undissolved proteins 
10. Supernatant was collected and dialysed in TBS (pH8), 0,5% TX-100 
11. Complex was purified by Ni-NTA affinity chromatography in TBS (pH8), 0,05% DDM.  
12. Eluate concentrated and further purified by size exlusion chromatography in TBS (pH8), 0,03%DDM, 

1mM TCEP 
13. Purity of proteins checked in SDS PAGE 

 
 

Purification of SurA: 

1. Bl21 strain E.coli were transformed with pet28b-SurA, plated on LB media plates with kanamycin and 
grown overnight. 

2. Next morning colony of cells was transferred to 400mL LB media with kanamycin and grown until it 
reached 1 OD600. 

3. Cells were transfered to 16*C and induced with 0,1mM IPTG and incubated overnight 
4. Culture of cells were collected by centrifuging 3000rpm 10min 
5. Pellet was resuspended in TBS (pH8) and lysed by sonication 
6. Cell debris was centrifuged in 5000g 10min 4*C 
7. Supernatant was purified by Ni-NTA chromatography in TBS (pH8) 



8. Eluate concentrated and further purified by size exlusion chromatography in TBS (pH8) 
9. Purity of proteins checked in SDS PAGE 


