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Re: Reply to reviewers comments on manuscript ID: 2462

Manuscript Title: Organotypic Hippocampal Slice Cultures
Authors: Ximena Opitz-Araya and Andres Barria

We find the reviewers comments very positive, constructive, and helpful.  Please find our answers to the reviewers’ comments below.

These comments have been incorporated into a new version of the protocol and some of them also added to the script.

Reviewer #1
1. Authors should include a feeding schedule (step 4?)—how often are slices feed?

Every 48 hours. (now also mentioned on the script)
2. Would be good to include troubleshooting tips.  What are the common sources of problems when experiencing bad cultures?  (eg. testing different serum sources,  check incubator CO2 and humidity, replace old reagents, etc.)

Different serums sources can influence the quality of the slices. We recommend testing several batches first.  If contamination is a recurrent problem, check incubator and tissue culture hood for possible sources of contamination. Proper use of sterile techniques during the whole procedure is essential.
3. Might be useful to mention how to make the stocks of glutamine, insulin, ascorbic acid, and that they should be aliquoted and frozen.

Gluatamine stock: prepare at a concentration of 200 mM and store at -20 °C in aliquots of 2.5 ml.

Ascorbic acid stock: prepare at a concentration of 25% (w/v) and stored at -20 °C in aliquots of 100 ml.

Reviewer #2

1. It would be useful to provide an estimation for the total time involved in the procedure, from animal decapitation to placing the slices on the membrane. This is an important parameter, since beginners usually take too long in the procedure, compromising the health of the slices.

The total time from decapitation to placing the slices on the membrane and in the incubator should be no longer than 1.5 hours.  If the procedure takes too long, it will compromise the health of the slices.

2. This manuscript gives precise information about the source of horse serum for the cultures. However, it should also be mentioned that the specific batch of horse serum may alter the quality of the cultures. This is an unpredictable variable, and several batches should be tested initially until deciding which batch is the optimal one. This is a common procedure for cell culture, but it would be useful to explicitly mention it in this method.

Different serums sources can influence the quality of the slices. We recommend testing several batches first. This is now mentioned on the new version of the protocol.

3. The text would benefit from some language editing.
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