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
































































































































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             

              
            


          





          
           


             




      
1,2

           
        






Fig. 1g






             
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             
             
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
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
 b

b





               



            




 

              



   

             
         
            




  
            



             

           
 
          
             
      


   
             






        










       

       

      






           

 

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5






Point-by-point response to the comments 






























































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









































































         











In addition, we have imaged the cells by microscopy (Figure 2 below) and found them to be of 

comparable size across conditions. This observation supports the validity of using OD600 as a 

normalization method in our experiments. We respectfully disagree with the reviewer; 

normalization by optical density remains a commonly employed method in the bacteriology 

literature, notably in recent publications by leading groups in the field, including that of Thomas 

Silhavy          

  ), Natividad Ruiz (Kumar et al, PNAS, 2024 

(https://doi.org/10.1073/pnas.2321512121)) and        

    Nature, 2020 

(https://doi.org/10.1038/s41586-020-2370-1)). 

 













Reviewer #1 (Remarks to the Author): 

 

Comment For Major point 3 

I understand the author's point about the major points well. No further discussion is 

necessary. 



Comments for Minor points 

 

We analyzed the bands in the gel data you provided here. Please see the attached 

figure. This time, we analyzed only the bands in the top left gel. We quantified and 

compared the green asterisk band and the two bands below it. The green asterisk 

bands do not appear to be different at first glance, but if lane 3 is 100%, lane 2 is only 

about 60%, and the evaluation of the results will be significantly different. In 

addition, if normalized with band 3 below, lane 4 is only about 46% if lane 2 is 100%, 

and this result does not guarantee that equal amounts of sample were run. In 

addition, there is no guarantee that this non-specific band is derived from the E. coli 

sample. Therefore, it cannot be denied that it is derived from contamination 

contained in the SDS-PAGE buffer in the author's lab, and this cannot be used to 

compare samples.



            









           

        

           







     































Lane Quantification Normalised 

1-WT 39348.986 0.94 

2-T434A 39457.451 0.94 

3-GSGS 38864.744 0.93 

4-LVPR* 40290.451 0.96 

5-LVPR 41889.329 1 



















WTT434AGSGS

LVPRLVPR* 

LVPR



          

     

        

        











WTLVPR 

WTT434A

   



          E







Next, we analyzed the data you provided for cell size (attached figure). We evaluated 

Lane Quantification Normalised 

1-WT 32443.986 1 

2-T434A  0.97 

3-GSGS  0.94 

4-LVPR*  0.92 

5-LVPR  0.92 

  

  

  

  

  

  



cell elongation based on these cell lengths, cell areas, and aspect ratios. As the 

authors show, no significant differences in cell size were observed in GSGS and 

LVPR, which are the focus of this study. However, we report that a significant 

difference was observed in T434 and a small amount of variance was observed in 

LVPR*. If cell morphology is affected, intracellular proteins have a significant 

impact, so we need to pay attention to even small variances. 

 

           

WTGSGSLVPRLVPR*T434A





            

T434A



 

It seems inevitable to present the amount of another E. coli protein in the same 

sample as a loading control. In particular, considering that some research 

misconduct has occurred recently from Western gels, shouldn't these be dealt with 

more carefully and appropriately? 

 

              





I would like to thank you for your guidance on "a widely accepted method in 

bacteriology," including papers, as I am unfamiliar with the field of microbiology. I 

have reviewed and studied these papers in detail.  

 

First, Combs and Silhavy, PNAS, 2021, which came up first. In this paper, as the 

Combos say, when comparing the amount of Skp in Fig. 2C, the non-specific band 

above it (shown with an X in the figure) was used as a loading control. However, in 

Fig. 2A, OmpA is used as a loading control. Furthermore, in C, the SDS-PAGE of the 

same sample as in A is checked with a different antibody. Therefore, this X is not a 

single loading control, but I think that a loading control is already presented with 

OmpA. Is this the same as the widely accepted method in bacteriology that you 

mentioned, which is to compare samples with the same cell number without a 

loading control? I don't think so.







   





      

                  

            

   



 

Grim et al, PNAS, 2020, has blotting data in Fig. 1F, and the amounts are indeed 

compared without a loading control. However, this is LPS, not a protein. Was it LPS 

that was being compared in this paper? LPS is an abbreviation for 

lipopolysaccharide, not a protein. This difference seems insufficient to prove a 

widely accepted method in bacteriology. 







        

 





[Redacted]

[Redacted]



 

In Hart et al, J Bacteriol., 2019, MBP is presented as a loading control in Fig. 1A, Fig. 

2A, B, Fig. 3B, and GroEL is presented as a loading control in Fig. 5A. Have I missed 

something? 





           



   





       













[Redacted]









 

In Dos Santos et al, PNAS, 2024, LptE is presented as a loading control in the lysate 

sample in Fig. 3E. 

 

              

        

          



             

            



 

In Tomasek et al, Nature, 2020, RpoA and LptF are presented as loading controls in 

Fig. 1c and e, respectively. 

 

              

         



M
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As mentioned above, all of the papers you introduced had loading controls. 

However, there is no loading control in Fig. 1c of this paper. How is this a widely 

accepted method in bacteriology? Please explain in more detail to me, who does not 

understand. In addition, none of the papers you introduced involved cutting the gel 

between lanes, as in Fig. 1c. 
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