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25th May 2020

To: Dr. Vineeta Bajaj

Dear Dr. Vineeta Bajaj and other JoVE editors,

Thank you for your message of May 12th, 2020 about our manuscript “Clinical trial site preparation of peripheral blood mononuclear cell (PBMC) pellets and plasma from patients for biomarker analysis” (JoVE60776R1). We are pleased to let you know that we have now submitted a revised version of our manuscript that addresses most of the points raised by the reviewers and the editorial board, together with a detailed reply to all of their comments. Here we would like to describe briefly the additional changes that we have performed in the revised manuscript.
We have made all format and style changes requested to adhere to the editorial line of JoVE, including spacing, indentations, margins, and removal of any trademark and registered symbols. In addition, we have created a supplementary file containing information about modifications on the protocol focusing on alternative applications.
In response to the request from several reviewers of adding some quantitative data, we have included data on cell number and PBMC lysate concentrations obtained from a clinical trial. This is commented in the text and a table with the data has been added to the manuscript. In addition, a more detailed explanation of the benefits of using the cell preparation tubes over other methods has been included, as requested by most reviewers.
As suggested by reviewer 1, a new panel in figure 1 (figure 1A) includes a scheme of the overview of parts 2, 3, and 4 of the protocol, which we hope adds visual clarity for the readers of our manuscript.
In response to reviewers 1 and 2, we have made clear that the use of mononuclear cell preparation tubes is compatible with isolation of CTCs but there are other more broadly used methods.
As suggested by reviewers 2, 3, and 4, we have included an alternative protocol to cryopreserve PBMCs, and have added additional references to demonstrate that cryopreservation of PBMCs can be extremely valuable for immunophenotyping and monitoring immune functions such as antibody-dependent cellular cytotoxicity.
Other areas that we have further strengthen have been the discussion of critical points such as how the timing in processing samples and the temperature affect the quality and quantity of the isolated PBMCs and have provided a more structured explanation of the importance of analysis of DDR biomarkers assay.

We trust that you will find our revised manuscript satisfactory and we look forward to hearing from you.

Yours sincerely,
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Paola Marco-Casanova,
Senior scientist, Translational Medicine
Early Oncology Research
AstraZeneca

T: +44 (0)7942 205623
E: paola.marco-casanova@astrazeneca.com
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