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Original submission 

First decision letter 

MS ID#: JOCES/2021/259107 

MS TITLE: The role of Hsp70-Bag3 complex in regulation of Hippo pathway: Bag3 modulates 
phosphorylation of Yap and its nuclear translocation 

AUTHORS: Simone Baldan, Anatoli Meriin, Julia Yaglom, Ilya Alexandrov, Xaralabos Varelas, Zhi-
Xiong Jim Xiao, and Michael Y. Sherman 
ARTICLE TYPE: Research Article 

We have now reached a decision on the above manuscript. 

To see the reviewers' reports and a copy of this decision letter, please go to: https://submit-
jcs.biologists.org and click on the 'Manuscripts with Decisions' queue in the Author Area. 
(Corresponding author only has access to reviews.) 

As you will see, the reviewers raise a number of substantial criticisms that prevent me from 
accepting the paper at this stage. They suggest, however, that a revised version might prove 
acceptable, if you can address their concerns. If you think that you can deal satisfactorily with the 
criticisms on revision, I would be pleased to see a revised manuscript. We would then return it to 
the reviewers. 

We are aware that you may be experiencing disruption to the normal running of your lab that 
makes experimental revisions challenging. If it would be helpful, we encourage you to contact us 
to discuss your revision in greater detail. Please send us a point-by-point response indicating 
where you are able to address concerns raised (either experimentally or by changes to the text) 
and where you will not be able to do so within the normal timeframe of a revision. We will then 
provide further guidance. Please also note that we are happy to extend revision timeframes as 
necessary. 

Please ensure that you clearly highlight all changes made in the revised manuscript. Please avoid 
using 'Tracked changes' in Word files as these are lost in PDF conversion. 
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I should be grateful if you would also provide a point-by-point response detailing how you have 
dealt with the points raised by the reviewers in the 'Response to Reviewers' box. Please attend to 
all of the reviewers' comments. If you do not agree with any of their criticisms or suggestions 
please explain clearly why this is so. 
 
 
Reviewer 1 
 
Advance summary and potential significance to field 
 
The manuscript by Simone Baldan et al., “The role of Hsp70-Bag3 complex in regulation of Hippo 
pathway: Bag3 modulates phosphorylation of Yap and its nuclear translocation” provides a detailed 
analysis of entirely novel signaling mechanisms, where Bag3 controls Yap activity at the MG132-
induced proteotoxic stress or low cell density and also beyond these conditions. While biological 
outputs of these mechanisms require further analyses, the presented findings are definitely of a 
strong interest to a broad readership in the fields of molecular and cell biology, and I strongly 
support their publishing. 
 
Comments for the author 
 
I have only few suggestions or concerns related to this work: 
1. The efficiency of Bag3 silencing should be confirmed by Western blotting 2. More detailed 
explanation of the statistical analysis should be provided in the figure legend 1D. Error 
bars/standard deviations should be presented in the figure. 
3. Figure legend 7E should provide more detailed description of the experiment to assure proper 
data understanding. 
4. Reference #2 appears to be wrongly cited in the second sentence in results section related to 
nuclear localization of Yap and Bag3. 
 
 
Reviewer 2 
 
Advance summary and potential significance to field 
 
In the present manuscript, Baldan et al. describe the contribution of the proteotoxic signalling 
chaperone Hsp70-Bag3 complex to the regulation of the YAP transcriptional co-activator. The 
Hsp70-Bag3 complex can bind LATS, YAP, AmotL2 and 14-3-3 to form a YAP inhibitory complex 
under baseline conditions. Using immunoprecipitation and proximity ligation assays, the authors 
show that AmotlL2 dissociates from the complex upon MG132-induced proteotoxic stress. By 
examining YAP and Bag3 localisation, the authors propose that upon proteotoxic stress, AmotL2 is 
released from the YAP-Bag3 complex allowing YAP entry into the nucleus. Indeed, even in the 
absence of proteotoxic stress, Bag3 depletion leads to reduced YAP nuclear accumulation. Thus, 
Bag3 fulfils a dual function both promoting YAP cytoplasmic retention in complex with Lats1 and 
AmotL2, and YAP nuclear translocation in a kinase cascade-independent mechanism. The 
manuscript leaves some open questions such as how Bag3 affects YAP nuclear transport, but the 
findings should be of interest to the Hippo and proteostasis fields, as they further indicate the 
interdependence between growth control and proteasome balance for cells to react appropriately 
to a mechanically stressed proteome. However, the manuscript has several major flaws that need 
to be addressed before it can be published. 
 
Comments for the author 
 
Major points: 
1. The main shortcoming in the manuscript is the authors’ reliance on a commercial package 
(Athena) to perform all the nucleo-cytoplasmic quantifications. As no details are provided, it is not 
possible to judge the reliability of the analysis, and there are several points in the manuscript as 
outlined below that warrant further explanations. The authors should do the following: 
- Provide details of how the images were acquired and processed to obtain the quantifications: 
what kind of thresholding was used, how the nuclear/cytoplasmic areas in the images were 
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obtained. The authors should provide examples of the nuclear and cytoplasmic masks for a few 
representative experiments (in particular showing both high and low densities). Without this 
information, the reader cannot judge the validity of the data.  
- It is not at all clear what the “Nuclear fraction” (Figures 2C, 3B, 7B, D, E) and “Nuclear 
distribution” (Figure 3B) correspond to. How are these quantities measured? If they are the same 
thing, it seems odd that Bag3 and YAP give similar numbers (0.2) under baseline conditions given 
that visually YAP is primarily nuclear and Bag3 primarily cytoplasmic under these conditions. In 
general, the presentation of the IF quantifications (histograms versus nuclear fraction bar graphs) is 
not consistent throughout the manuscript and the authors should address this. 
- Looking at the histograms of YAP and Bag3 C/N ratio, the distribution of cells in the histogram 
seems strange: why is there a bulk population clustered around 0.1 with a very sharp drop on the 
right size of the drop. In these types of quantification, one expects a normal distribution. This 
raises the possibility of image processing artefacts, therefore I would urge the authors to look at 
other methods available in ImageJ or other packages to assess the accuracy of their 
quantifications. 
- In Figure 3B, the main change upon MG treatment is the appearance of a second peak of cells 
with a C/N ratio between 0.1 and 0.01. First, this bimodal distribution seems artificial as all cells 
under MG treatment seems to have entirely nuclear YAP. Second, this second peak does not appear 
upon MG treatment in Figure 5D, E. Why is this the case? 
- No explanation is provided for why, under baseline conditions, a number of cells in Figure 5A and 
6A have primarily cytoplasmic YAP, in stark contrast with Figure 3A, where all cells have primarily 
nuclear YAP. Is this due to overexpression of Bag3 using a viral promoter? Why is YAP localisation so 
variable in 5A and 6A? 
- In Figure 7A, B, there seems to be a very marked difference in YAP nuclear localization upon MG 
treatment at high density, yet the quantifications indicate a relatively modest increase in YAP 
nuclear signal compared with the High/low density difference. This suggests that the quantification 
method is not robust to change in cell density. This can happen is the software that extracts the 
nuclear and cytoplasmic parts of the images cannot deal with high density where nuclei are very 
close together. 
2. In Figures 5 and 6, the authors use retroviral vectors to express siRNA-resistant forms of Bag3 
carrying different mutations and replace the endogenous Bag3. They should provide western blot 
evidence that the endogenous Bag3 is depleted and compare the levels of their overexpressed wt 
and mutant proteins to each other and to the endogenous protein. 
3. IF images should be shown in the main figures or supplementary figures for YAP stainings in 
Bag3-depleted cells +/- MG132 (Figure 3B) and Figure 7E. Likewise, YAP and Bag3 stainings should 
be shown for the MG132-treated cells in Figures 5 and 6. 
4. Figure 1D, E: the bar graph (1D) only has one repeat per sample, but the authors show 
significance values in the table (1E). The authors should give the n number and show the different 
repeats on the bar chart. 
 
Minor revisions: 
1. Use all uppercase for YAP and LATS. 
2. Provide scale bars for all confocal images. 
3. Reference 3 seems incomplete. 
4. Control blots with pan-YAP/Lats1 should be provided for Figures 1B and 6F. 
5. Figure 2: what do the control conditions correspond to in the PLA? What controls have been 
performed to ensure the interactions detected are specific? 
5. Figure 4B seems to be redundant with Figure 3. Are these the same data replotted? 
6. Figure 4A: please provide detail of what test has been performed to look at correlation. 
 
 
Reviewer 3 
 
Advance summary and potential significance to field 
 
The paper entitled The role of Hsp70-Bag3 complex in regulation of Hippo pathway:  
Bag3 modulates phosphorylation of Yap and its nuclear translocation, is a very good and novel study 
which would suit a range of researchers and disciplines in the topic of cellular signaling and would 
suit publication after a few amendments. 
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Comments for the author 
 
I belive that the paper would require the following experiments in order to be considered for 
publication in JCS: 
 
Major revisions: 
Figure 3: is the activation of YAP a consequence of an effect of MG132 on the actin cytoskeleton? 
F-actin/phalloidin staining would be needed here to assess this. 
Figure 5f: there seems to be less actin in the 4 hours MG132 P209L Bag3 immunoblot? Could this be 
repeated or another blot shown?  
When your cells are treated with the MG132 inhibitor, the components of common MCF10A media 
include the growth factor EGF and insulin, therefore do you replenish the media when adding 
inhibitor or add directly to current media? if replenished then this may affect the results somewhat 
and maybe required to add direct to current media and assess result. 
For the immunoblots, it would be good to see the effect on not only pYAP (S127)  
but also total YAP to assess if degradation occurs on the total levels of the protein. 
At 5uM there is a reduction in pYAP on the Immunoblots. Can you assess what happens when the 
concentration is increased to 10uM and 20uM is it further reduced or is there a saturation point? 
this would be required to be shown 
Can you repeat some of these experiments in a cancerous cell line to assess if the results vary? This 
could be interesting in the context of cancer initiation  
(MCF7 is an example) only a few key experiments would be required and should not take long. 
 

 

 
First revision 
 
Author response to reviewers' comments 
 
Thank you very much for the reviewers’ comments. They raised a number of very important 
points about the organization of the manuscript and highlighted insufficiencies in our 
experiments. At the same time, they noted the novelty and potential interest in our study. We 
agree with the vast majority of their concerns, and accordingly following their requests and 
advices, we added a number of experiments and clarified points that were not clearly explained. 
We believe that after these modifications the study has improved significantly and is now 
suitable for publication in JCS. We ask you to kindly consider this new version of our study. 
 
Below is the detailed response to reviewers’ comments: 
 
Reviewer 1 
 
The manuscript by Simone Baldan et al., “The role of Hsp70-Bag3 complex in regulation of 
Hippo pathway: Bag3 modulates phosphorylation of Yap and its nuclear translocation” provides 
a detailed analysis of entirely novel signaling mechanisms, where Bag3 controls Yap activity at 
the MG132-induced proteotoxic stress or low cell density and also beyond these conditions. 
While biological outputs of these mechanisms require further analyses, the presented findings 
are definitely of a strong interest to a broad readership in the fields of molecular and cell 
biology, and I strongly support their publishing. 
 
 
Reviewer 1 Comments for the Author: 
I have only few suggestions or concerns related to this work: 
 
1. The efficiency of Bag3 silencing should be confirmed by Western blotting 
 

- The experiment was performed, the data are shown in supplementary data Figure S2. 
 
2. More detailed explanation of the statistical analysis should be provided in the figure legend 
1D. Error bars/standard deviations should be presented in the figure. 
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- We apologize for missing the deviation bars. Standard deviations for the figure 1D are 

now provided. The statistical analysis was done using unpaired t-test. 
 
3. Figure legend 7E should provide more detailed description of the experiment to assure 
proper data understanding. 
 

- The legend was modified as requested adding more details on how the experiment was 
conducted. Also the specifics of how Hermes system works are added to the Materials 
& Methods section. 

 
4. Reference #2 appears to be wrongly cited in the second sentence in results section related 
to nuclear localization of Yap and Bag3. 
 

- This problem has been corrected. 
 
Reviewer 2 Advance Summary and Potential Significance to Field: 
 
In the present manuscript, Baldan et al. describe the contribution of the proteotoxic signalling 
chaperone Hsp70-Bag3 complex to the regulation of the YAP transcriptional co-activator. The 
Hsp70-Bag3 complex can bind LATS, YAP, AmotL2 and 14-3-3 to form a YAP inhibitory complex 
under baseline conditions. 
Using immunoprecipitation and proximity ligation assays, the authors show that AmotlL2 
dissociates from the complex upon MG132-induced proteotoxic stress. By examining YAP and 
Bag3 localisation, the authors propose that upon proteotoxic stress, AmotL2 is released from 
the YAP-Bag3 complex allowing YAP entry into the nucleus. Indeed, even in the absence of 
proteotoxic stress, Bag3 depletion leads to reduced YAP nuclear accumulation. Thus, Bag3 
fulfils a dual function both promoting YAP cytoplasmic retention in complex with Lats1 and 
AmotL2, and YAP nuclear translocation in a kinase cascade- independent mechanism. The 
manuscript leaves some open questions such as how Bag3 affects YAP nuclear transport, but 
the findings should be of interest to the Hippo and proteostasis fields, as they further indicate 
the interdependence between growth control and proteasome balance for cells to react 
appropriately to a mechanically stressed proteome. However, the manuscript has several major 
flaws that need to be addressed before it can be published. 
 
Reviewer 2 Comments for the Author: 
 
Major points: 
1. The main shortcoming in the manuscript is the authors’ reliance on a commercial package 
(Athena) to perform all the nucleo-cytoplasmic quantifications. As no details are provided, it is 
not possible to judge the reliability of the analysis, and there are several points in the 
manuscript as outlined below that warrant further explanations. The authors should do the 
following: 
 
- Provide details of how the images were acquired and processed to obtain the quantifications: 
what kind of thresholding was used, how the nuclear/cytoplasmic areas in the images were 
obtained. The authors should provide examples of the nuclear and cytoplasmic masks for a few 
representative experiments (in particular showing both high and low densities). Without this 
information, the reader cannot judge the validity of the data. 
 

- We apologize that this information was missing. Now it is added to Microscopy section of 
Materials & Methods. Images of the masks are provided in the supplementary 
information Figure S3. 

 
- It is not at all clear what the “Nuclear fraction” (Figures 2C, 3B, 7B, D, E) and “Nuclear 

distribution” (Figure 3B) correspond to. How are these quantities measured? If they are 
the same thing, it seems odd that Bag3 and YAP give similar numbers (0.2) under 
baseline conditions given that visually YAP is primarily nuclear and Bag3 primarily 
cytoplasmic under these conditions. 

- Nuclear fraction and nuclear distribution are the same. Now, we uniformly call it 
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“nuclear distribution”. The quantities on these graphs represent measurements of 
overall fluorescence in nucleus or cytoplasm compartments in thousands of cells, cell by 
cell. Once the images were automatically acquired by Hermes imaging system, we 
proceed with the total analysis utilizing all the fluorescence values from the software. 
We would like to emphasize that the levels of nuclear Bag3 and Yap under the baseline 
conditions were different. The level of Yap was around 0.5 (Fig. 3C, blue bar), while the 
level of nuclear Bag3 was around 0.2 (Fig. 3D, right panel red bar). 

 
In general, the presentation of the IF quantifications (histograms versus nuclear fraction bar 
graphs) is not consistent throughout the manuscript and the authors should address this. 
 

- We present histograms to show examples of real distribution of proteins among the cells 
in the population. In many cases we also present bar graphs to simplify visual perception 
of the data. 

 
- Looking at the histograms of YAP and Bag3 C/N ratio, the distribution of cells in the 
histogram seems strange: why is there a bulk population clustered around 0.1 with a very sharp 
drop on the right size of the drop. In these types of quantification, one expects a normal 
distribution. This raises the possibility of image processing artefacts, therefore I would urge 
the authors to look at other methods available in ImageJ or other packages to assess the 
accuracy of their quantifications. 
 

- The quantifications were done using WiSoft® Athena software Translocation Application 
(IDEA Bio- medical, Rehovot, Israel). Experiments were done many times (some of them 
under the supervision of the technical support technicians), always showing similar 
distributions. This software has been developed by imaging labs at Weitzman Institute, 
and has been used in many publications (e.g. Mlcochova P et al. Cell Rep. 
2020;30(12):3972-3980 - Rasaiyaah J et al. Nature. 2013;503(7476):402-405). The 
analysis by WiSoft® Athena software Translocation Application takes into consideration 
thousands of cells per experimental point. Analysis at such a scale using ImageJ is 
impractical. Nevertheless, we did comparison of analysis with WiSoft® Athena and Image 
J using five randomly chosen cells, and obtained similar results, see the graph. 
Accordingly, the sharp drop at around 0.1 reflects real distribution of the proteins in 
these cells. 

 

 
- The bars represent the Cytoplasmatic-Nuclear ratio (C/N Ratio) in single cells, the values are 

obtained using ImageJ or Athena software. 
 

- In Figure 3B, the main change upon MG treatment is the appearance of a second peak of cells 
with a C/N ratio between 0.1 and 0.01. First, this bimodal distribution seems artificial as all 
cells under MG treatment seems to have entirely nuclear YAP. 

 
- Cells do not have an entirely nuclear Yap even following MG132 treatment. The cytoplasmic 

Yap is poorly visible under this exposure. 
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Second, this second peak does not appear upon MG treatment in Figure 5D, E. Why is this the 
case? 
 

- The second peak is lower in Fig. 5D than in Fig. 3B due to the overexpression of Bag3 (see 
Fig. S2), as described in the experiment. We do not have a clear mechanistic explanation 
of this effect, but we always see it. Maybe it is related to a difference in distribution of 
Bag3. Very importantly, in studies of effects of mutations in Bag3, we always have 
controls with WT Bag3 in the same experiment and at similar expression levels (Fig. S2). 

 
- No explanation is provided for why, under baseline conditions, a number of cells in Figure 5A 

and 6A have primarily cytoplasmic YAP, in stark contrast with Figure 3A, where all cells 
have primarily nuclear YAP. Is this due to overexpression of Bag3 using a viral promoter? 

 
- As noted in the previous comment, this is due to overexpressed Bag3. 

 
Why is YAP localization so variable in 5A and 6A? 
 

- These experiments deal with different Bag3 forms. In Figure 5 we test effects of the 
mutation P209L and in Figure 6 we test the double point mutation SS-AA. Notably, the 
distributions of the control Full Length Bag3 in 5A and 6A are similar. 
 
- In Figure 7A, B, there seems to be a very marked difference in YAP nuclear localization 
upon MG treatment at high density, yet the quantifications indicate a relatively modest 
increase in YAP nuclear signal compared with the High/low density difference. 
 
These are just representative images. The analysis, however, was done with thousands of 
cells, and the graph reflects this analysis. 
 
This suggests that the quantification method is not robust to change in cell density. This can 
happen is the software that extracts the nuclear and cytoplasmic parts of the images cannot 
deal with high density where nuclei are very close together. 
 

- We addressed a similar question about the quality of the software above. The software can 
recognize nuclei close together, see Figure S3 in the supplement and Material & Method. 

 
2. In Figures 5 and 6, the authors use retroviral vectors to express siRNA-resistant forms of 
Bag3 carrying different mutations and replace the endogenous Bag3. They should provide 
western blot evidence that the endogenous Bag3 is depleted and compare the levels of their 
overexpressed wt and mutant proteins to each other and to the endogenous protein. 
 

- Control Blot with the overexpression of the constructs and silencing of the endogenous 
Bag3 is provided in Figure S2 in the supplement. 

 
3. IF images should be shown in the main figures or supplementary figures for YAP stainings in 
Bag3- depleted cells +/- MG132 (Figure 3B) and Figure 7E. Likewise, YAP and Bag3 stainings 
should be shown for the MG132-treated cells in Figures 5 and 6. 
 

- These images are added, as requested (Fig. 5A, 6A, S4A, S4B) 
 
4. Figure 1D, E: the bar graph (1D) only has one repeat per sample, but the authors show 
significance values in the table (1E). The authors should give the n number and show the 
different repeats on the bar chart. 
 

- We apologize for not providing bar graphs in Figure 1D. It is reviewed and we show error 
bars. 
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Minor revisions: 
 
1. Use all uppercase for YAP and LATS. 
 

- The words LATS and YAP are now all upper case. 
2. Provide scale bars for all confocal images. 

- It is done. 
 
3. Reference 3 seems incomplete. 

- The Reference 3 has been reviewed and corrected. 
 

4. Control blots with pan-YAP/Lats1 should be provided for Figures 1B and 6F. 
 

- As requested, we now provide control blots of pan-YAP in the figure 1B and 5F. We 
think that pan- LATS1 blot is not necessary in Figure 1B because the reason for doing 
such a blot would be to see if difference in the levels of p-LATS is due to effects on 
phosphorylation, and not on expression. 
However the levels of p-LATS1 in control and MG132 treated samples are the same. 

 
5. Figure 2: what do the control conditions correspond to in the PLA? What controls have been 
performed to ensure the interactions detected are specific? 

- We previously developed this variation of the proximity ligation assay in: 
 Meriin AB et al. PNAS. 2018:E7043-E7052. 
 Yaglom JA et al. Sci Rep. 2018;8(1):3010 
 

Validation of the method was performed previously in these papers. Here, as controls 
we used (a) samples, without addition of one or another primary antibodies, (b) samples with 
depletion of Bag3. 
 
6. Figure 4B seems to be redundant with Figure 3. Are these the same data replotted? 
 

- The data showed in figure 4B and 3 are the same, however Figure 4B shows nuclear 
distribution of Bag3 and Yap cell by cell, thus allowing to see correlation between these 
parameters. Figure 3 shows effects on the total population of cells. 
 

7. Figure 4A: please provide detail of what test has been performed to look at correlation. 
 

- As requested the details of the statistical analysis have been given in Fig. 4B legend. 
 
Reviewer 3 Advance Summary and Potential Significance to Field: 
 
The paper entitled The role of Hsp70-Bag3 complex in regulation of Hippo pathway: Bag3 
modulates phosphorylation of Yap and its nuclear translocation, is a very good and novel study 
which would suit a range of researchers and disciplines in the topic of cellular signaling and 
would suit publication after a few amendments. 
 
Reviewer 3 Comments for the Author: 
 
I belive that the paper would require the following experiments in order to be considered for 
publication in JCS: 
 
Major revisions: 
 
Figure 3: is the activation of YAP a consequence of an effect of MG132 on the actin 
cytoskeleton? F actin/phalloidin staining would be needed here to assess this. 
 

- We show here phalloidin staining of samples presented in Fig. 3. We do not see much 
difference in phalloidin staining following MG132 treatment. 
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Figure 5f: there seems to be less actin in the 4 hours MG132 P209L Bag3 immunoblot? Could this 
be repeated or another blot shown? 
 

- We did a new blot for Figure 5F. 
 
When your cells are treated with the MG132 inhibitor, the components of common MCF10A 
media include the growth factor EGF and insulin, therefore do you replenish the media when 
adding inhibitor or add directly to current media? If replenished then this may affect the results 
somewhat and maybe required to add direct to current media and assess result. 
 

- In all experiments, the media was replenished both in controls and MG132-treated 
samples, therefore the only parameter that was different in these samples was MG132 
treatment. 

 
For the immunoblots, it would be good to see the effect on not only pYAP (S127) but also total 
YAP to assess if degradation occurs on the total levels of the protein. 
- p-Yap blots are provided (Figs. 1B and 5F). 
 
At 5uM there is a reduction in pYAP on the Immunoblots. Can you assess what happens when 
the concentration is increased to 10uM and 20uM is it further reduced or is there a saturation 
point? this would be required to be shown 
 

- A similar experiment was done in our previous paper (Meriin AB et al. PNAS, 2018 :E7043-
E7052, Fig. 1C), where it was shown that maximum dephosphorylation at 3.5 hours of 
treatment was obtain with 1uM MG132. Obviously, the saturation may depend on the 
incubation time. 

 
Can you repeat some of these experiments in a cancerous cell line to assess if the results vary? 
This could be interesting in the context of cancer initiation (MCF7 is an example) only a few key 
experiments would be required and should not take long. 
 

- As suggested, we tried MCF7 cells and unfortunately were unable to test Yap distribution 
for technical reasons. These cells are poorly attached to wells suitable for Hermes 
instrument and they are much thicker than MCF10A, which makes it very difficult to assess 
nuclear translocation of YAP. 
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Second decision letter 
 
MS ID#: JOCES/2021/259107 
 
MS TITLE: Regulation of Hippo pathway by Hsp70-Bag3 complex: Bag3 modulates YAP 
phosphorylation and its nuclear translocation 
 
AUTHORS: Simone Baldan, Anatoli Meriin, Julia Yaglom, Ilya Alexandrov, Xaralabos Varelas, Zhi-
Xiong Jim Xiao, and Michael Y. Sherman 
ARTICLE TYPE: Research Article 
 
We have now reached a decision on the above manuscript. 
 
To see the reviewers' reports and a copy of this decision letter, please go to: https://submit-
jcs.biologists.org and click on the 'Manuscripts with Decisions' queue in the Author Area. 
(Corresponding author only has access to reviews.) 
 
As you will see, the reviewers gave favourable reports but Reviewer 2 raised some points that will 
require amendments to your manuscript. I hope that you will be able to carry these out soon 
because I would like to be able to accept your paper.  
 
We are aware that you may be experiencing disruption to the normal running of your lab that 
makes experimental revisions challenging. If it would be helpful, we encourage you to contact us 
to discuss your revision in greater detail. Please send us a point-by-point response indicating 
where you are able to address concerns raised (either experimentally or by changes to the text) 
and where you will not be able to do so within the normal timeframe of a revision. We will then 
provide further guidance. Please also note that we are happy to extend revision timeframes as 
necessary. 
 
Please ensure that you clearly highlight all changes made in the revised manuscript. Please avoid 
using 'Tracked changes' in Word files as these are lost in PDF conversion. 
 
I should be grateful if you would also provide a point-by-point response detailing how you have 
dealt with the points raised by the reviewers in the 'Response to Reviewers' box. Please attend to 
all of the reviewers' comments. If you do not agree with any of their criticisms or suggestions 
please explain clearly why this is so. 
 
Reviewer 1 
 
Advance summary and potential significance to field 
 
The manuscript by Simone Baldan et al., “The role of Hsp70-Bag3 complex in regulation of Hippo 
pathway: Bag3 modulates phosphorylation of Yap and its nuclear translocation” provides a detailed 
analysis of entirely novel signaling mechanisms, where Bag3 controls Yap activity at the MG132-
induced proteotoxic stress or low cell density and also beyond these conditions. While biological 
outputs of these mechanisms require further analyses, the presented findings are definitely of a 
strong interest to a broad readership in the fields of molecular and cell biology, and I strongly 
support their publishing. The authors have addressed my initial concerns in the revised version of 
the manuscript. I believe it is of a sufficient quality now for being published. 
 
Comments for the author 
 
No additional suggestions. 
 
Reviewer 2 
 
Advance summary and potential significance to field 
 
The authors investigate the contribution of the proteotoxic signalling chaperone Hsp70-Bag3 
complex to the regulation of the YAP transcriptional co-activator. The Hsp70-Bag3 complex can 
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bind LATS, YAP, AmotL2 and 14-3-3 to form a YAP inhibitory complex under baseline conditions. 
They show that Bag3 fulfils a dual function both promoting YAP cytoplasmic retention in complex 
with Lats1 and AmotL2, and YAP nuclear translocation in a kinase cascade-independent mechanism. 
The findings should be of interest to the Hippo and proteostasis fields, as they support the 
interdependence between growth control and proteasome balance for cells to react appropriately 
to a mechanically stressed proteome. 
 
Comments for the author 
 
The authors have made several revisions to the manuscript in response to the reviews and my 
concerns have been addressed. 
There are a couple of remaining issues: 
1. Figures 3A and 5A are duplicates of the same images, I assume this is an accident. 
2. Figure 1: panels A, B and C are not in alphabetical order. 
 
Reviewer 3 
 
Advance summary and potential significance to field 
 
The authors have satisfactorily addressed all concerns and the publication is suitable for 
publication in the Journal of Cell Science. 
 
Comments for the author 
 
No further comments, the article is suitable for publication in its current form. 
 

 

 
Second revision 
 
Author response to reviewers' comments 
 
Dear Dr. Hill, 
 
Thank you very much for the reviewers’ comments. 
 
Indeed, as noted by the reviewer 2, we made a mistake by placing image from Fig. 5A to Fig. 3A. 
and in numbering of panels in Fig. 1. Now, both mistakes were corrected. 
 
Thank you for handling our manuscript.  
 
Sincerely, 
 
Michael Sherman 
 
Reviewer 1 Advance Summary and Potential Significance to Field: 
The manuscript by Simone Baldan et al., “The role of Hsp70-Bag3 complex in regulation of Hippo 
pathway: Bag3 modulates phosphorylation of Yap and its nuclear translocation” provides a detailed 
analysis of entirely novel signaling mechanisms, where Bag3 controls Yap activity at the MG132-
induced proteotoxic stress or low cell density and also beyond these conditions. While biological 
outputs of these mechanisms require further analyses, the presented findings are definitely of a 
strong interest to a broad readership in the fields of molecular and cell biology, and I strongly 
support their publishing. The authors have addressed my initial concerns in the revised version of 
the manuscript. I believe, it is of a sufficient quality now for being published. 
 
Reviewer 1 Comments for the Author: 
No additional suggestions. 
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Reviewer 2 Advance Summary and Potential Significance to Field: 
The authors investigate the contribution of the proteotoxic signalling chaperone Hsp70-Bag3 
complex to the regulation of the YAP transcriptional co-activator. The Hsp70-Bag3 complex can 
bind LATS, YAP, AmotL2 and 14-3-3 to form a YAP inhibitory complex under baseline conditions. 
They show that Bag3 fulfils a dual function both promoting YAP cytoplasmic retention in complex 
with Lats1 and AmotL2, and YAP nuclear translocation in a kinase cascade-independent mechanism. 
The findings should be of interest to the Hippo and proteostasis fields, as they support the 
interdependence between growth control and proteasome balance for cells to react appropriately 
to a mechanically stressed proteome. 
 
Reviewer 2 Comments for the Author: 
The authors have made several revisions to the manuscript in response to the reviews and my 
concerns have been addressed. 
 
There are a couple of remaining issues: 
1. Figures 3A and 5A are duplicates of the same images, I assume this is an accident. 
 

- We are truly sorry, as you assumed, by mistake the same image in Figure 5A was placed 
also in Figure 3A. 

 
2. Figure 1: panels A, B and C are not in alphabetical order. 
 

- We apologize, now in Figure 1 the panels A, B and C are in the correct alphabetical order 
 

Reviewer 3 Advance Summary and Potential Significance to Field: 

 

The authors have satisfactorily addressed all concerns and the publication is suitable for 
publication in the Journal of Cell Science. 
 
Reviewer 3 Comments for the Author: 
No further comments, the article is suitable for publication in its current form. 
 

 

 
Third decision letter 
 
MS ID#: JOCES/2021/259107 
 
MS TITLE: Regulation of Hippo pathway by Hsp70-Bag3 complex: Bag3 modulates YAP 
phosphorylation and its nuclear translocation 
 
AUTHORS: Simone Baldan, Anatoli Meriin, Julia Yaglom, Ilya Alexandrov, Xaralabos Varelas, Zhi-
Xiong Jim Xiao, and Michael Y. Sherman 
ARTICLE TYPE: Research Article 
 
I am happy to tell you that your manuscript has been accepted for publication in Journal of Cell 
Science, pending standard ethics checks.  
 

 


