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Figure S5: Quantification of SecA and ribosomes in cytoplasmic and total membrane preparations.  

 

MC4100 Δtig was transformed with 

either p29SEN vector (-) or p29SEN-

TF (+) and grown in 200 ml of LB 

medium at 37˚C to mid-log phase. TF 

expression was subsequently induced 

for 1 h with 100 µM IPTG. At an 

OD600 of about 1.0, cells were 

collected by centrifugation for 10 min 

at 7,000 rpm (4˚C) and pellets were 

resuspended in 1/10 volume of buffer 

K (50 mM triethanolamine, 250 mM 

sucrose, 1 mM EDTA, 1 mM 

dithiothreitol, pH 7.5). Cells were 

lysed by passing twice through a French Press (12,000 p.s.i.) and suspensions were cleared by two 

short centrifugation steps. The supernatant fractions were then ultracentrifuged (40,000 rpm, 90 min, 

4˚C) using a Beckman 60 Ti rotor. The 20 ml supernatants (total cytoplasmic fractions) were 

collected and the pellets (total membrane fractions) were resuspended in 1 ml buffer K.  Next, ~20 

µg of the cytoplasmic fractions and ~7 µg of the membrane fractions were loaded and analyzed by 

SDS-PAGE followed by Coomassie Blue staining (A) or western blot analysis with anti-SecA, anti-

S3, and anti-YidC antibodies (B). Western blots were further quantified using the ChemiDoc Bio-

Rad chemiluminescent detection system and the estimated values, normalized to the whole 

membrane fraction found without TF (-), are shown under each blot of panel (B). After adjustment 

of the values to compensate for the differences in quantity loaded between the cytoplasmic and the 

whole membrane fractions, we estimated that without TF about 20% of the total SecA and about 4% 

of the total S3 was found in the membrane fraction. Remarkably, this percentage was reduced by a 

factor of 2 when plasmid-encoded TF was present. 
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