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Figure S1. Plasmid construction for simulated endogenous expression of rplB 

A Not-to-scale representation of the genomic region encompassing the S10 operon. Genes are 

represented as arrows with the corresponding r-protein marked above. As described in the main text, 

uL4 has been shown to inhibit the transcription of the operon in a negative feedback loop. The 

corresponding region encoding for rplB and partially for the upstream rplW gene that was fused to the 

first 180 bp of the lacZ gene is enlarged in B. Furthermore, the complete intercistronic region is shown 

with the Shine-Dalgarno sequence highlighted in red. C Complete plasmid map of the final construct 

(generated in SnapGene).  
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Figure S2. Arginine 214 of uL2 is not accessible for proteolytic cleavage when incorporated in the 

ribosome 

A High-resolution cryo-EM structure of the E. coli 70S ribosome with the r-protein uL2 highlighted 

and the corresponding region enlarged in B. The last 59 C-terminal amino acids of uL2 are marked in 

green, whereas the remaining N-terminal part after cleavage (tL2) is shown in cyan. Small (30S) and 

large (50S) subunits of the assembled ribosome are indicated, as well as P-site (P) and A-site (A) tRNAs. 

C&D Same as in A&B, but with the 30S subunit removed and the 50S subunit rotated by 90° as 

indicated. Furthermore, the cleavage site at arginine 214 (R214) is highlighted in red. The structure was 

generated in ChimeraX from PDB entry 7K00 [56].  
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Figure S3. tL2 is neither found in exponential nor in long-term stationary phase 

BW25113 pZS*33-lacZa-FLAG-rplB cells were grown in LB at 37°C into extended stationary phase 

and samples were taken at the indicated time points for western blot analysis. Shown is a representative 

western blot with the used primary antibodies indicated inside of the western blot box. A Coomassie 

gel was used as a loading control. No tL2 is detected after 2 weeks (2w) of growth. Consistent with 

previously published results [23], the signal corresponding to the full-length uL2 is reduced upon 

prolonged incubation time. 
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Figure S4. GFP-L2 is incorporated into the large ribosomal subunit 

Cell extracts from exponentially growing wildtype BW25113 cells transformed with A pZS*33-lacZa-

FLAG-rplB, B pZS*33-lacZa-GFP, or C pZS*33-lacZa-GFP-rplB were separated on 15-35% sucrose 

gradients. Elution of ribosomal particles was monitored (A254) simultaneously with the GFP-

fluorescence signal. D Western blot analysis with the used primary antibody indicated in the box. TCA 

precipitated proteins from the indicated fractions in C were loaded together with non-fractionated cell 

lysate (L). N-terminally GFP-tagged L2 (GFP-L2) is detected in both the free 50S subunit and the 

completely assembled 70S ribosomes. 
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Figure S5. FLAG-L2 is incorporated into the large ribosomal subunit 

Western blot analysis with the used primary antibodies indicated in the box. Equally to Figure S4C&D, 

TCA precipitated proteins from the collected fractions in Figure S4A were loaded together with non-

fractionated cell lysate (L). N-terminally FLAG-tagged L2 (FLAG-L2) is detected in both the free 50S 

subunit and the completely assembled 70S ribosomes.  
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Figure S6. No single protease responsible for the generation of tL2 has been identified 

Western blot analysis of samples taken from different Keio collection strains [52] with the indicated 

single genes deleted before and after treatment with 100 µg/ml ampicillin (Amp) for 2 hours. Strains 

on the left were transformed with plasmid pZS*33-lacZa-FLAG-rplB, whereas the strains on the right 

were not. Accordingly, the used primary antibodies are indicated inside of the western blot boxes and 

Coomassie gels were used as loading controls. As shown, tL2 can still be detected in all strains, 

indicating that none of the corresponding proteases are uniquely responsible for the cleavage of uL2. 
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Figure S7. Most observed r-protein truncations are not found in purified persister cells 

Western blot analysis of samples taken from wildtype E. coli strain BW25113 during different 

purification steps for intact persister cells isolation upon ampicillin treatment. The used primary 

antibodies are indicated inside of the western blot boxes and a Coomassie gel was used as a loading 

control. Comparable to Figure 1, truncations of several r-proteins are still detected after treatment with 

100 µg/ml ampicillin for 2 hours (Amp). However, most of the investigated truncations disappear upon 

filtration and treatment with proteinase K (ProtK). 
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