Dr. Bajaj,

The authors would like to thank the reviewers for their further comments and suggestions, in addition to you for your editorial comments.

Initially, all of your editorial comments/recommended changes have been made, namely the highlighting the 2.75 pages of text for video scripting in green in the revised manuscript.

All of the reviewer comments/edits are addressed below and can be observed in the revised manuscript as being highlighted in yellow text.

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

We have used the attached version for this current revision.

Comment 2: Please address all the specific comments marked in the manuscript.

This has been performed.

Comment 3: Once done please ensure that the highlight is no more than 2.75 pages including headings and spacings.

This has been performed.

Comment 4: Please proofread the manuscript well.

This has been performed.

Comment 5: Please check with your funding source regarding PMC deposition. We do not deposit articles into PubMed Central on behalf of the authors. However, authors can self-deposit into PMC if required by their funding source.

We will self-deposit in PMC after publication in JoVE

Reviewer #1: 
Comment 1: The authors addressed most of the issues.

We thank you for your comments that strengthened the manuscript.

Comment 2: Lack of procedure video is still an issue.

The video will be made following acceptance of the JoVE manuscript.

Reviewer #2:
Comment 1: Please proofread the MS, especially the newly added material. I noted on line 352 first word, "or" should be "off". Please double check the rest of the MS for errors also.

We have made this correction to “of” and thoroughly proofread the manuscript.

Comment 2: In the protocol itself, I saw no mention of using bone cement or something to ensure allograft fragments remain in the tibia. This was listed in the discussion, but one would think something is needed to ensure the tumor fragments do not pop out.

This is a great point to incorporate earlier in the “Protocol” section, of which we have now included “Modifications to prevent or limit displacement of the graft outside of the bone would initially be placement of bone wax or bone cement in the bone defect or either gel foam or a subcutaneous fat graft over the hole in the bone.”

Comment 3: Can this procedure also be used in the femur? Would there be any reason why it could not? There was no mention of this in the discussion.

We had mentioned in the second to last paragraph of the Discussion “Initially, while we employ the proximal tibia as our intra-osseous implantation site, other common sites of primary bone tumors or bone metastasis can readily be used, including but not limited to the distal femur and proximal humerus. However, the surgical approach to these sites as well as to areas such as the pelvis and spine require a gradually more extensive surgical approach when compared to the proximal tibia. In addition, sites such as the pelvis, spine, skull, radius, and ulna are not benefited by adequate bone stock for tumor implantation. For bone-invasive malignances such as with oral tumors, placement of the tumor allografts adjacent to bone or within the oropharynx may also recapitulate the progression of invasive tumors.3,16”

No additional changes were made.

Comment 4: This question was not addressed from my first review - would the authors please provide a "take-rate" on their fragment implants, i.e. out of how many mice were implanted with the fragment method described here, how many progressed to a) tumor growth in the tibia, and b) metastasis (metastases) to other organs (list which organs)? Please provide specific numbers (i.e. 8 out of 8 mice, 3 out of 8 mice, etc.). If osteosarcoma tumor fragments were used, state something like '8 out of 8 mice implanted with osteosarcoma fragments progressed to bone lesions, and 4 out of those 8 mice progressed to metastasis with 2 of the 4 exhibiting lung and 3 of the 4 exhibiting brain metastases'. This can also be listed in a table.

We have added the following to the Representative Results section of the manuscript. This can also be seen in the Introduction section of the manuscript.

“In our previous report, when including both the reported pilot and definitive studies, 16 out of 16 mice (100%) implanted with osteosarcoma fragments progressed to osteolytic bone lesions and 14 out of these 16 mice (88%) developed metastasis. All metastasis were to the lung and diagnosed by histology as early as 3 weeks post-implantation. Additional animals necropsied at 1 (n=2) and 2 (n=2) weeks after implantation did not reveal any evidence of lung metastasis.”
