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Dear Author(s),
This document is for you to list any changes to the online text/PDF of your article.   Please be aware that our policy is to do a single complimentary revision, so it is critical that all participants in this project offer their comments collectively.   In addition, please make sure that your comments are easily interpreted and transparent. 
Have fun!
Protocol Name: Model of Epileptogenesis in Rhinal Cortex-Hippocampus Organotypic Slice Cultures
Date: 2.07.2020
Online Text/PDF Protocol
Please use this table to address changes that need to be made to the online text/PDF document. Both the online text and PDF are generated from the HTML template of your article. Since the PDF is generated from the HTML by our conversion software, it may contain formatting errors. For major structural changes or more than 10 spelling or grammatical mistakes, we will require re-upload of the entire document.     
	
	Protocol Step
	Comment
	Requested Change (highlight in bold)

	1.
	Abstract
	Text says “maintain the neuronal connectivity and the complex reciprocal interplay between all cells.” 
	Please correct to “maintain the neuronal connectivity and the neuron-glia reciprocal interaction.”

	2.
	Abstract
	Text says “fluorescent-coupled immunohistochemistry”
	Please correct to “fluorescence-coupled immunohistochemistry”

	3.
	1.2.1
	Text says “add 1.1 mL of culture medium to each well of the 6-well plate with a pipette” 
	Please correct to “add 1.1 mL of culture medium to each well of the 6-well plate with a P1000 pipette” 

	4.
	After step 1.4.4
	Please add a line space before the NOTE and align with all NOTEs in the protocol.

	5.
	3.1.2
	Text says “Add 13 µL of PI to the medium, obtaining a final concentration of 2 µM, and agitate slowly the plate before putting the insert back in place.“
	Please correct to “Add 13 µL of PI to the medium, with a P20 pipette, obtaining a final concentration of 2 µM. Agitate slowly the plate before putting the insert back in place. “

	6.
	3.1.3
	Text says “Put the slices back in the 37 °C incubator for 4 h.”
	Please correct to “Put the slices back in the 37 °C incubator for 2 h.”

	7.
	4.1.1
	Step says “above the slices, with a pipette P1000.”
	Please correct to “above the slices, with a P1000 pipette.”

	8.
	Representative results of Figure 5
	Text says “At 14 DIV some Iba1+/CD68- cells with a hyper-ramification appearance”
	Please correct to “At 14 DIV some Iba1+/CD68+ cells with a hyper-ramification appearance”

	9.
	Figure 5 - Legend
	Legend says “open arrowheads reveal Iba1+/CD68- hyper-ramified microglia”
	Please correct to “open arrowheads reveal Iba1+/CD68+ hyper-ramified microglia”


Structural changes - Introduction
The text says:

3rd paragraph
Ex vivo preparations are also a powerful tool to explore the mechanisms underlying epileptogenesis and ictogenesis. Acute hippocampal slices, which enable electrophysiological studies of living cells over a 6-12 h period, and organotypic hippocampal slices that can be preserved in an incubator over a period of days or weeks have been extensively used in studies of epileptiform activity3. Organotypic brain slices are prepared from explanted tissue and represent a physiological three-dimensional model of the brain. These slices preserve the cytoarchitecture of the region of interest and include all brain cells and their intercellular communication4. 

4th paragraph
The most used region for long-term organotypic cultures is the hippocampus, as this region is affected by neuronal loss in multiple neurodegenerative conditions. They have been widely used to model brain disorders and are considered excellent tools for assessing a drug’s neuroprotective and therapeutic potential5-6. Models of epileptogenesis, stroke and A(-induced toxicity were described in hippocampal organotypic slices7-10. Parkinson’s disease was explored in ventral mesencephalon and striatum, as well as cortex-corpus callosum-striatum-substantia nigra, organotypic slices11. Organotypic cerebellar slice cultures mimic many aspects of axon myelination and cerebellar functions and are a widespread model for investigating novel therapeutic strategies in multiple sclerosis12. 

I would like the part of the 3rd paragraph starting with “Organotypic brain slices are prepared from explanted tissue…” to be moved from the 3rd to the 4th paragraph. I want it to be like this:
3rd paragraph

Ex vivo preparations are also a powerful tool to explore the mechanisms underlying epileptogenesis and ictogenesis. Acute hippocampal slices, which enable electrophysiological studies of living cells over a 6-12 h period, and organotypic hippocampal slices that can be preserved in an incubator over a period of days or weeks have been extensively used in studies of epileptiform activity3.
4th paragraph

Organotypic brain slices are prepared from explanted tissue and represent a physiological three-dimensional model of the brain. These slices preserve the cytoarchitecture of the region of interest and include all brain cells and their intercellular communication4. The most used region for long-term organotypic cultures is the hippocampus, as this region is affected by neuronal loss in multiple neurodegenerative conditions. They have been widely used to model brain disorders and are considered excellent tools for assessing a drug’s neuroprotective and therapeutic potential5-6. Models of epileptogenesis, stroke and A(-induced toxicity were described in hippocampal organotypic slices7-10. Parkinson’s disease was explored in ventral mesencephalon and striatum, as well as cortex-corpus callosum-striatum-substantia nigra, organotypic slices11. Organotypic cerebellar slice cultures mimic many aspects of axon myelination and cerebellar functions and are a widespread model for investigating novel therapeutic strategies in multiple sclerosis12. 
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