Editorial comments:
Changes to be made by the Author(s):
1. Please take this opportunity to thoroughly proofread the manuscript to ensure that there are no spelling or grammar issues. The JoVE editor will not copy-edit your manuscript and any errors in the submitted revision may be present in the published version.

2. Please define all abbreviations before use.
We have defined the following abbreviations that were previously missed:
Line 115 γ-D-glutamylglycine (γ-DGG)
Line 405 differential interference contrast optics (abbreviation removed)

3. Please rephrase the Short Abstract/Summary to clearly describe the protocol and its applications in complete sentences between 10-50 words: “Here, we present a protocol to …”
Changed to (line 27-28):
“Here, we present a protocol for evaluating functional synaptic multiplicity using whole-cell patch clamp electrophysiology in acute brain slices” 

4. Please adjust the numbering of the Protocol to follow the JoVE Instructions for Authors. For example, 1 should be followed by 1.1 and then 1.1.1 and 1.1.2 if necessary. Please refrain from using bullets or dashes. Please leave a single line space between each numbered step and substep of the protocol.
Done

5. Please ensure that all text in the protocol section is written in the imperative tense as if telling someone how to do the technique (e.g., “Do this,” “Ensure that,” etc.). The actions should be described in the imperative tense in complete sentences wherever possible. Avoid usage of phrases such as “could be,” “should be,” and “would be” throughout the Protocol.
The protocol has been updated according to points 5, 6 and 7. These changes are highlighted in grey in the protocol of the manuscript. 

6. The Protocol should contain only action items that direct the reader to do something.
The protocol has been updated according to points 5, 6 and 7. These changes are highlighted in grey in the protocol of the manuscript. 

7. Please add more details to your protocol steps. Please ensure you answer the “how” question, i.e., how is the step performed?
The protocol has been updated according to points 5, 6 and 7. These changes are highlighted in grey in the protocol of the manuscript. 

8. Line 198: How do you prepare the dissection tool?
This point has been changed to:
“2.1.3. Prepare for dissection by setting up the tools (scalpel, angled fine scissors, forceps, fine paint blush, plastic spoon).”

9. Line 209: Please provide the concentration/percentage of the isoflurane used. Age, sex, strain specific bias if any. Please mention.
This point has been changed to: 
“2.2.1. Anesthetize the animal in a chamber saturated with 4% isoflurane until spinal reflexes are absent.”
There are no age, sex, strain specific biases to report. 

10. Line 221: Please mention the composition of the slicing solution? If mentioned before, please provide the step number here for clarity.
This point has been changed to: 
“2.2.2.6. Place the brain in one of the beakers filled with ice-cold slicing solution (from step 1.1.4) bubbled with 95% O2/5% CO2.”

11. Line 224: How do you block the brain? What are the desired brain areas?
This has been changed to:
“2.3.1. Block the brain for the desired brain areas and cut angle (e.g. for coronal hypothalamic slices, trim off the tissue rostral to the optic chiasm and caudal to the pons using a blade and ensure the caudal block has a flat surface perpendicular to the base of the brain).”
The desired brain area will depend on the experimenter’s area of interest. 

12. Please ensure that the highlight is no more than 2.75 pages in length including heading and spacings.
The protocol highlight is less than 2 pages. 

13. Please obtain explicit copyright permission to reuse any figures from a previous publication. Explicit permission can be expressed in the form of a letter from the editor or a link to the editorial policy that allows re-prints. Please upload this information as a .doc or .docx file to your Editorial Manager account. The Figure must be cited appropriately in the Figure Legend, i.e. “This figure has been modified from [citation].”
The reprint permissions document has been attached.
[bookmark: _GoBack]
14. Please alphabetically sort the table of materials.
Done



