Dear Journal of Visualized Experiments Editorial Office, review editor:

Thank you for your letter and comments concerning our manuscript entitled: “Method of Preparing Activated Platelet-Rich Plasma for Culturing of Human Adipose-Derived Stem Cells” by Lai, Kakudo, Morimoto, Ma and Kusumoto. We have considered the comments carefully and made revisions that we hope will meet with your approval. We look forward to the publication of our manuscript in the Journal of Visualized Experiments.

Our responses to the editorial comments are as follows:

• Comment 1: I have tried to fix some of the grammatical errors, but from the protocol onwards these were too numerous to fix (almost every sentence needs fixing). Please employ a professional language editing service; several statements are impossible to understand. JoVE will not copyedit for you.
→We consult International Science Editing ( http://www.internationalscienceediting.com ) for editing this manuscript.

• Comment 2: Line 108. How is counting performed?
→We described the platelet counting in Line 167: 7.1. Count platelet number in whole plasma and PRP using an automated hematology system (see table of materials).

• Comment 3: Line 111. At what temperature?
→If it is without special instructions, the centrifugation are all under room temperature.

• Comment 4: Line 117. Long needle? Mention gauge
→We described the Long Cannula in the Table of Materials. Cannula, BS non-bevel needle, 18G (1.2mm) x 75mm.

• Comment 5: Line 117. Please clarify: some RBCs are also collected, correct?
→Yes, during this step, some RBCs are also collected.

[bookmark: OLE_LINK1][bookmark: OLE_LINK2]• Comment 6: Line 122. At what temperature?
[bookmark: OLE_LINK7][bookmark: OLE_LINK8][bookmark: OLE_LINK17][bookmark: OLE_LINK18]→Same with Comment 3, it is under room temperature.

• Comment 7: Line 125. Unclear what is meant and what is being done here.
→As described in the manuscript, “Platelets that accumulated in the thrombocyte pellet in 1 mL plasma remained were used as PRP”. The “Serum Blood Collection Tube containing 1 mL liquid” is used as a measure. 
  The schematic diagram is as follows.
[image: ]
• Comment 8: Line 126. Gauge?
→Same with Comment 4, the Long Cannula was described in the Table of Materials. Cannula, BS non-bevel needle, 18G (1.2mm) x 75mm.

• Comment 9: Line 126. Is this tube empty?
→Yes, the 50 mL tube is empty.

• Comment 10: Line 127. Unclear why 1 mL
→Because the platelets are accumulated in the lower part of the layered plasma. Depend on different protocols, the platelets collection methods are different. Thus, we decide 1 mL of plasma in the bottom need to be collected.

• Comment 11: Line 132. How is counting performed?
→As we described in Line 167~168, “7.1. Count platelet number in whole plasma and PRP using an automated hematology system (see table of materials).”

• Comment 12: Line 134. Here you say 400, then a few words later you say 500. Which is it?
→Blood collected for prepare PRP this time are not sufficient for 500 μL per tube, thus we describe 400 μL this time. Still, 500 μL PRP per tube is recommended.

• Comment 13: Line 139. Cannot comprehend.
→This sentence means, use a Serum Blood Collection Tube to collect 10 mL non-anticoagulant whole blood.

• Comment 14: Line 142. At what temperature?
→Same with Comment 3, it is under room temperature.

• Comment 15: Line 157.?
→It is a typing mistake, the sentence should be “6.1. Spin activated PRP at 9000 × g for 10 min, in a 4 °C laboratory centrifuge.”

• Comment 16: Line 159. Mention needle gauge.
→This step, we use pipette to collect supernatant to a syringe chamber. We didn’t use the needle.

• Comment 17: Line 175. What is the source of the cells? Please add to the table of materials.
→We isolate hASCs from human adipose tissue that obtained by plastic surgery. The isolation method was described previously[1].

• Comment 18: Line 175. Mention culture temperature, humidity, CO2 etc
→hASCs were cultured in 37℃, CO2 0.5%, humidity as normal.

• Comment 19: Line 179. What are the concentrations?
→The concentration of PRP are 0.2% and 1%, that was described in Line 206~207 of Result Section.

• Comment 20: Line 182. Do you remove the DMEM+PRP before added WST-8?
→We direct add WST-8 reagent without remove the DMEM+PRP.

• Comment 21: Line 187. Replace the product name with a generic alternative.
→As you suggested, we change “Cell Counting Kit-8” into “WST-8”.

• Comment 22: Line 202. Please provide this as an excel file. Table 1 appears to have 2 tables. These should be Table 1 and Table 2.
→Actually, there is just one table. We correct this table and submit a excel file also.

• Comment 23: Line 207. Provide fig 1 as an individual figure fie. All panels must be labeled and presented on a single page.
→As suggested, we combined Fig 1A & 1B into a single file, and labeled them on a single page.

• Comment 24: Line 215. Define the error bars.
→/

[bookmark: _GoBack]• Comment 25: Line 219. Add legends for the tables.
→？？？

• Comment 26: Line 241. Please supply machine-independent relative centrifugal force (g) values instead.
→These speeds are used in previous studies. We don't have enough information to convert them into the centrifugal gravity.

• Comment 27: Line 257. Remove commercial names
→These contents are cited from previous studies about different commercial PRP separation system. Thus, we use the commercial names as it was.

• Comment 28: Line 272. Remove commercial names. They can be listed in the table of materials instead.
→Same with Comment 26, these contents are cited from previous studies about different commercial PRP separation system. Thus, we use the commercial names as it was.

• Comment 29: Line 273. Add citation number
→As suggest, we add the citation number.

we are looking forward to your reply.

Best regards,

Sincerely yours,
Natsuko Kakudo, M.D., Ph.D.
Department of Plastic and Reconstructive Surgery, 
Kansai Medical University
2-5-1 Shin-machi, Hirakata,
Osaka 573-1010, Japan.
E-mail: kakudon@hirakata.kmu.ac.jp
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