Dear Dr. Bajaj,

We thank you for your email dated April 07, 2021, and appreciate it that you will consider a revised version of our manuscript for publication in JoVE. We would also like to thank the reviewers for their constructive comments, which we addressed below point by point and in the revised version of the manuscript.



Editorial comments:

1. The editor has formatted the manuscript to match the journal's style. Please retain and use the attached version for revision.

We used file 62541_R1_RE.docx provided in the Editorial Manager.


2. Please address specific comments marked in the manuscript.

We addressed all specific comments marked in the provided version (62541_R1_RE) of the manuscript.


3. Please address reviewers' comments as well.

We addressed the reviewers' comments below.


4. Once done, please highlight 3 pages of the protocol section including headings and spacing to be used for filming purposes. Please ensure that the highlighted section forms a cohesive narration.

We highlighted 3 pages of the protocol section for filming purposes in yellow.


5. Please proofread the manuscript well before submission.

We proofread the manuscript again and did not find any errors.



Reviewer #1: 

Accept manuscript Organotypic Slice Cultures as Preclinical Models of Tumor Microenvironment in Primary Pancreatic Cancer and Metastasis.

We appreciate that reviewer 1 suggests acceptance of our revised manuscript.


Reviewer #3:

Major point 1:
1. Measurement of cell viability.
The Resazurin assay actually measured mitochondria functions. Though in cell cultures, It has been used as readout for cell viability, the authors should acknowledge the limitations of this assay in their result section. In addition, they need provide complementary measurements. For example, in each tissue slice, they could measure total nuclei numbers/field of view, then calculate the average from five different fields.

[bookmark: _GoBack]We agree with reviewer 3 that viability measurement by the resazurin assy only gives a general assessment of overall viability based on the reduction of oxidized non-fluorescent blue resazurin to red fluorescent resorufin in living cells. We modified the respective sentence in the results section to acknowledge this limitation (page 10, lines 402 ff.: ”The resazurin viability assay measures general metabolic activity of the OTSC based on the reduction of non-fluorescent blue resazurin to red fluorescent resorufin in living cells.”). We realize that numerous complementary methods can be applied to additionally measure viability of OTSCs. As described in our manuscript, we additionally assessed the viability of specific cells in the tissue context by HE staining and immunohistochemistry for cleaved caspase 3 as a marker for apoptosis. As suggested by reviewer 3 numerous additional methods can be applied to the established OTSCs by the individual user depending on individual preferences.


Major point 2:
2. Evaluation of microenvironment changes
One major benefit of the tissue slices cultures is the maintenance of tissue structures and microenvironment. However, the changes of stromal cell types have not been investigated. I suggest the authors stain tissues for FAP, SMA, IL6 as markers for fibroblast activities, and CD3, CD4, CD8 for T cell functions, using the tissues studied in Fig3-6. This staining will provide valuable information to readers and help them determine whether and how the method could help their own researches.

The method of cultivation of tumors ex vivo as OTSCs as described in our manuscript can be applied to a wide range of research questions in the field of cancer research. We agree with reviewer 3 that a major benefit of OTSCs is the maintenance of tissue structure and microenvironment ex vivo. Analyzing fibroblast activity and T cell function are definitely highly interesting research questions for which the method described in our protocol can be used. However, analyzing fibroblast activity and T cell function within the submitted protocol is beyond our scope of describing the method of establishment and cultivation of OTSCs from fresh tumor tissue. We suggest both analyses to be part of subsequent work by users of the protocol.


Minor point 1:
Please indicate number of experiments repeated and what kind of medium was used in the Figure Legend.

We added the information on the medium used for cultivation and number of slices cultures derived from each individual tumor specimen, which represents the number of experimental repeats, to the figure legends (page 11, lines 454 ff.; changes marked in green).
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