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JoVE Editorial Board

Trento, May 10 2019




Dear Editors, 

we are submitting a revised version of the manuscript by Monti et al. entitled: “Yeast as a chassis for developing functional assays to study human P53” (JoVE submission: JoVE59071R4). All the changes introduced following your editorial suggestions are listed below. 


On behalf of all co-authors
Yours truly

Alberto Inga



Editorial comments:

1. The editor has formatted the manuscript to bring out homogeneity between the text and the video protocol.
[bookmark: _GoBack]We modified the manuscript in order to address the specific comments, maintaining the overall format and style you provided. The changes (paragraph moved or edited) are highlighted by the use of a red font. In particular, to further increase the homogeneity between the text -protocols and results section- and the video, we have moved one paragraph from the introduction to the results section and added two panels to Figure 1, as requested. We have also swapped the position of Figure 2 and Figure 3, to match the same order of presentation between protocols and results sections. Furthermore, both panels (A and B) of the revised Figure 2 (previously Figure 3) are now shown in the video. To accommodate that change we have also swapped the position of the two panels in the Figure (i.e. previous panel 3B is now panel 2A and previous panel 3A is now panel 2B). Finally, the revised Figure 3 with panel A, B, C (previously Figure 2) is described homogenously between text and video; also in this case we have swapped the position of the panels (i.e. previous panel A is now panel B, previous panel B is now panel C and previous panel C is now panel A) to improve the flow of information. Finally, Figure 4 and its legend have been implemented to include the images of the plate spot assay presented in the video.

2. Please address specific comments related to both video and text marked in the manuscript.
We addressed the specific comments marked in the manuscript (see the point-to-point response below). 

3. Please include a result figure for protocol 1 as well.
We modified Figure 1 and its legend as requested. The video has been edited accordingly. To describe the revised Figure 1 (i.e. panels B & C in the representative results section of the manuscript), we have moved one paragraph from the Introduction to the Results section -see red font-. We feel this change is making the introduction more concise and easier to read.

Once done please ensure that the video is no more than 15 mins in length.
The video is within the time limit.


Specific comments in the manuscript:

1) pifithrin-
Please check this: 
Pifithrin- was modified in pifithrin-
An alpha symbol was somehow corrupted in the uploading of the file. Hope the problem is solved. In case it happens again, please substitute “-” for “-” (alpha greek symbol)
The same issue may happen for “-mangostin” lane 470.

2) After the reaction is completed, load an aliquot of the PCR reaction (about 1/10 of the volume) on agarose gel to check the correct size (~500 bp). Sequence the PCR product after purification with a commercial kit to confirm the integration of the desired RE sequence using the same primers of step 1.19.

Please include a result figure for the part. One showing the correct band size on the gel and another showing the sequencing result. Please include this in the video as well.
These examples are now included in the revised Figure 1C and are included in the video.

3) Please present the result in the similar way both in the video and the text.
We modified the text of Representative Results to improve the adherence between manuscript and video (see point 1 in the response to Editorial comments and the sentences in red font in the manuscript for details).

4) (Figure 2 [note the modified Figure numeration: now corresponds to Figure 3]). These results are a follow-up of a recent study in which we probed evolutionary divergence of transactivation specificity among P53 proteins46. Isogenic yLFM-RE reporter strains were developed as described in the Protocol sections. Specifically, the Cep-1 P53 RE derived from the ced13 gene47 and four variants (V1-V4) were compared. The RE variants were constructed to examine the impact of varying the length of the spacer that separates the two decameric motifs, which in ced13 is of 28 nucleotides, and of changes in the nucleotides flanking the CWWG core motif, which in ced13 are A/T rich, while in the highest affinity human P53 REs are G/C rich48. The results clearly show how Cep1 and human P53 diverge in terms of transactivation specificity; in fact, while human P53-mediated transactivation is strongly inhibited by the presence of a spacer), Cep-1 activity is inhibited by the removal of the spacer). 
These are shown as results for protocol 3 in the video. In the video figure 3 is presented before 2. Figure 3C is not mentioned anywhere in the text.

We have corrected this mistake by placing the example of results relative to protocol 3 after protocol two. For this reason, we changed the numeration of the Figures and revised the order of some panel within Figure 2 and Figure 3, as described in the response to point 1 above (Editorial comments). All Figure panels are now mentioned in the text and shown in the video, in an order that we think increases the homogeneity between text and video and improves the flow of information.

5) An example of the use of the ADE2 assay to study the described P53 proteins functional heterogeneity is presented in Figure 3 (note the modified Figure numeration: Figure 3 now corresponds to Figure 2);
Figure 3A is not presented in the video.

Our original intention was to present Figure 3A only in the manuscript as it represents a summary of results for an extended panel of P53 mutants and reporter strains of which the plates shown in Figure 3B represented an example. In this revision, we have included it in the video, as requested. Note that, as stated above, the order of the Figures has been changed so that text and video now match: revised Figure 2 was previously Figure 3 (and vice versa).

6) Figure 2 (note the modified Figure numeration: Figure 2 now corresponds to Figure 3). Human P53 and its credited ortholog Cep-1 exhibit highly diverged transactivation specificity.
Please discuss the panels individually.

The panels are now discussed individually. In this revised Figure 3 (previously figure 2), the order of panels has been slightly changed to present as Panel A (previously Figure 2C) the sequence of the P53 REs used in the experiments summarized by the bar graphs (now panel B & C). We modified the figure legend and the video accordingly.
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