LETTER TO EDITOR 
Dear Editor, 
Thank you for providing us the opportunity to submit the revised version of our manuscript to Journal of Visualized Experiments. Now we have revised the manuscript and provide the point-by-point response to editorial and reviewer’s comments. 
Response to editorial comments
1. Please take this opportunity to thoroughly proofread the manuscript to ensure that there are no spelling or grammar issues.
· We have checked the manuscript. There are no spelling or grammar issues.
2. Please format the manuscript as: paragraph Indentation: 0 for both left and right and special: none, Line spacings: single. Please include a single line space between each step, substep and note in the protocol section. Please use Calibri 12 points
· We have changed the format of our manuscript according to your suggestions.
[bookmark: _Hlk71908574]3. JoVE cannot publish manuscripts containing commercial language. Please remove all commercial language from your manuscript and use generic terms instead. All commercial products should be sufficiently referenced in the Table of Materials and Reagents.
For example: AlphaScreen, One Shot BL21 Star, Eppendorf, Peptide 2.0 inc, Perkin Elmer plate, EnSpire Manager, Excel, etc.
· We have removed all commercial language from our manuscript and referenced them in the Table of Materials and Reagents.
4. JoVE policy states that the video narrative is objective and not biased towards a particular product featured in the video. The goal of this policy is to focus on the science rather than to present a technique as an advertisement for a specific item. To this end, we ask that you please reduce the number of instances of "AlphaScreen" within your text. The term may be introduced once in the introduction where directly relevant. Otherwise, please refer to the term using generic language.
· We have replaced nearly all the “AlphaScreen” with general words, except the first appearance in the introduction. We also use “AlphaScreen” at the title. If it is not suitable, we can change it to other general words such as “Studies of chaperone-cochaperone interactions using homogenous bead-based assay”.
5. Please revise the following lines to avoid overlap with previously published work: 32-36, 170-171.
· We have revised these lines.
6. Please rephrase the Summary to clearly describe the protocol and its applications in complete sentences between 10-50 words: “This protocol presents…”
· We have rewritten our Summary (48 words) as your suggestions. 
7. Please ensure that the Abstract is between 150-300 words and clearly states the goal of the protocol.
· We have rewritten our Abstract (172 words) and clearly stated the goal of the protocol.
8. Please ensure that all text in the protocol section is written in the imperative tense as if telling someone how to do the technique (e.g., “Do this,” “Ensure that,” etc.). The actions should be described in the imperative tense in complete sentences wherever possible. Avoid usage of phrases such as “could be,” “should be,” and “would be” throughout the Protocol. Any text that cannot be written in the imperative tense may be added as a “Note.”
· We have described all the actions in the imperative tense and put the text that cannot be written in the imperative tense as the “NOTE”.
9. Please ensure you answer the “how” question, i.e., how is the step performed? There should be enough detail in each step to supplement the actions seen in the video so that viewers can easily replicate the protocol.
· We have described all detailed actions in the revised protocol that can be replicated by the viewers.
10. Please ensure that individual steps of the protocol should only contain 2-3 actions sentences per step.
· We have described each step with maximum 3 actions in the protocol.
11. 1.1: Please include PCR conditions and reaction set up as a table and upload it separately as .xlsx file to your editorial manager account.
· We have included PCR conditions and reaction set up in Table 1 and 2.
12. 2.1.1: How do you decide on the sequence?
· MEEVD pentapeptide at Hsp90 extreme C-terminus is the binding determinant for TPR proteins. The peptide NH2-EDASRMEEVD-COOH represents last ten amino acids of Hsp90 extreme C-terminus, which includes MEEVD. Therefore, attaching this ten amino acid peptide to acceptor beads can be used to screen compounds that disrupt Hsp90-TPR cochaperones interactions.
13. There is a 10-page limit for the Protocol, but there is a 3-page limit for filmable content. Please highlight 3 pages or less of the Protocol (including headings and spacing) that identifies the essential steps of the protocol for the video, i.e., the steps that should be visualized to tell the most cohesive story of the Protocol.
· We have highlighted 3 pages of the protocol for video recording. 
14. Please ensure the results are described in the context of the presented technique. e.g., how do these results show the technique, suggestions about how to analyze the outcome, etc. The paragraph text should refer to all of the figures. Data from both successful and sub-optimal experiments can be included. However, for figures showing the experimental set-up, please reference them in the Protocol.
· In the revised manuscript, we have included the Z’ factor and S/B ratio of our assay to demonstrate it is reliable for high-throughput screening. We also modified the expression of results from a selected compound (D10) to show that our assay can be applied to screen small molecules selectively disrupting Hsp90-HKBP51 or Hsp90-FKBP52 interactions.

· We have referenced the Figure 2 (Schematic of the protocol) under the title of Protocol.
15. Please obtain explicit copyright permission to reuse any figures from a previous publication. Explicit permission can be expressed in the form of a letter from the editor or a link to the editorial policy that allows re-prints. Please upload this information as a .doc or .docx file to your Editorial Manager account. The Figure must be cited appropriately in the Figure Legend, i.e. “This figure has been modified from [citation].”
· All figures in our manuscript are original. 
16. As we are a methods journal, please ensure that the Discussion explicitly cover the following in detail in 3-6 paragraphs with citations:
a) Critical steps within the protocol
b) Any modifications and troubleshooting of the technique
c) Any limitations of the technique
d) The significance with respect to existing methods
e) Any future applications of the technique
· We have discussed all above-mentioned points in the revised discussion section.
17. Please do not abbreviate the journal titles in the references section.
· We have cited the full name of journals in the references section.
18. Please sort the materials table in alphabetical order.
· We have sorted the materials in alphabetical order.

Response to reviewer´s comments
Reviewer #1:
Manuscript Summary: Wang et. al developed a Alphascreen protocol for probing interactions of Hsp90 and its co-chaperones, FKBP51 and FKBP52. They used purified GST-tagged FKBP51 or FKBP52 coupled to the glutathione-linked donor beads. Hsp90-derived peptide was attached to the activated acceptor beads via N-terminal amino group. When donor and acceptor beads are brought into proximity by the interaction between TPR proteins and Hsp90-derived peptide, bioluminescence signals indicate the resulting interactions. Based this protocol, they screened the small molecule library to identify inhibitors of Hsp90-FKBP interaction and identified potent and selective inhibitors of Hsp90-FKBP51 interaction. In general, this protocol is well designed and showed success in practice.
Major Concerns: No major concerns.
Minor Concerns:
Please clarify (1) compound concentration dilution ratio from 0.1 to 30uM and (2) positive control well (page 195-197). I am not clear about the reproducibility of screen (Z' score).
· We have specified concentrations used in 3.2.1 section and positive control in 3.2.2 section.
· We have added data regarding assay Z´score in Figure 3A, and relevant text in 4.1 section.

Reviewer #2:
Manuscript Summary: Pavlov P. and et al. presented the work titled with Studies of chaperone-cochaperone interactions using AlphaScreen assay. This study is interesting but not suitable for publication in current status with the following comments:
Major Concerns:
1. AlphaScreen assay is good for PPI. However, it's not popular or not a golden standard (co-PI) for PPI. This reviewer thinks the as-prepared chaperone-cochaperone interactions should be verified by co-Immunoprecipitation (co-PI) or surface plamon resonace technology (SPR), as well.
· Yes, the chaperone-cochaperone interactions should be verified by co-IP or SPR in the development of inhibitors. We have performed the co-IP and SPR for the hits and briefly discussed them in the discussion section. Because this protocol is mainly focused on AlphaScreen, so we did not include detailed information of co-IP and SPR here.
2. The lysates containing FKBP51/52 or real samples without purification should be analyzed for IC50 from the analysis curves
· Our method can mainly be used for high-throughput screening of molecules in vitro. For the real samples, such as cell lysates, co-IP and proximity ligation assay can be applied to detect the Hsp90-FKBP51 or Hsp90-FKBP52 interactions. We have discussed this shortcoming of our method in the discussion section.
Minor Concerns:
1.The analysis curves used for the quantity analysis could be obtained from Fig 3.
· Yes, the dose-response curves of the inhibitor are generated using nonlinear regression analysis by GraphPad Prism software. The values of IC50 were calculated based on the generated dose-response curves. We have added this in the result section.
2.The pixel solution is too low for Fig 1.
· We have updated the high-resolution Figure 1 in the revised manuscript.
We would like to thank the reviewers and the editorial board for the opportunity to improve our manuscript. We believe that the revised version of this manuscript may be accepted for publication in JoVE.
With best regards, 
Pavel Pavlov, PhD
