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	Protocol Step
	Comment
	Requested Change (highlight in bold)

	Example
	1.1
	Step says “Centrifuge lysate at 2,000 x g.”
	Please correct to “Centrifuge lysate at 4,000 x g.”

	1.
	Introduction
	Paragraph 1 says “multiple mechanisms, such as oxidative stress, mitochondrial dysfunction, etc.”
	Please correct to “multiple mechanisms, such as oxidative stress and mitochondrial dysfunction”

	2.
	2.5
	Step says “Place in a 37 °C/5% CO2 incubator until ready for cell plating”
	Please correct to “Place in a 37 °C/5% CO2 incubator until ready for cell plating on the following day”

	3.
	Figures 2 and 3
	Figures 2 and 3 are switched
	**Major change: Please make the current Figure 3 into Figure 2 and the current Figure 2 into Figure 3. The legends as it is now are correct for the two figures, so please do not switch the legends for Figures 2 and 3. Please double check to make sure the figures are correct after making this change

	4.
	Discussion
	First paragraph reads “we employ a combinatorial approach using GECIs”
	Please correct to “we employ a combinatorial approach using Genetically Encoded Calcium Indicators (GECIs)

	5.
	Discussion
	First paragraph reads “we can directly study the cell type specific effects of glutamate-mediated apoptosis in DA neurons”
	Please correct to “we can directly study the cell type specific effects of glutamate-mediated apoptosis in ventral midbrain cultures”

	6.
	Discussion
	The last but one paragraph of discussion reads “AAVs used here could be adapted to express genetically coded calcium indicators (GECIs)”
	Please correct to “AAVs used here could be adapted to express GECIs”

	7.
	Discussion
	The last but one paragraph of discussion reads “optogenetic sensors could be used to measure other parameters such as neurotransmitter release” 
	Please correct to “optogenetic sensors that could be used to measure other parameters such as neurotransmitter release”

	8.
	Abstract 
	“In this study, we isolate, dissociate, and culture midbrain neurons from the mouse ventral mesencephalon of ED14 mouse embryos.”
	“In this study, we isolate, dissociate, and culture midbrain neurons from the mouse ventral mesencephalon (VM) of ED14 mouse embryos.”

	9.
	Introduction, paragraph 2 
	“This can be achieved using NBQX, an AMPA and kainate blocker, which at micromolar concentrations is selective for AMAPR receptors”
	This can be achieved using NBQX, an AMPA and kainate blocker, which at micromolar concentrations is selective for AMPA receptors

	10.
	Introduction, paragraph 3
	“Here, we have developed a protocol in which we express the genetically encoded calcium indicator (GECI), GCaMP6f, using AAV2/5 with the human synapsin (hSyn) promotor to measure the Ca2+ activity of mouse VM primary neurons in response to glutamate application can be measured at the physiological and molecular level.”
	“Here, we have developed a protocol in which we express the genetically encoded calcium indicator (GECI), GCaMP6f, using AAV2/5 with the human synapsin (hSyn) promotor to measure the Ca2+ activity of mouse VM primary neurons in response to glutamate application which can be measured at the physiological and molecular level.

	11.
	Protocol step 1.2
	“Prepare 10% equine (horse) serum stop solution by adding 5 mL of ES to 45 mL of 1x Hank’s Balanced Salt Solution (HBSS).”
	“Prepare 10% equine (horse) serum (ES) stop solution by adding 5 mL of ES to 45 mL of 1x Hank’s Balanced Salt Solution (HBSS).”

	12.
	Protocol step 1.2
	“To dilute 10% stock to 0.01%, perform 3 serial 1:10 dilutions.”
	“To dilute 10% Triton X-100 stock to 0.01%, perform 3 serial 1:10 dilutions.”

	
	Protocol step 8.5
	“Aspirate the PBS and block cells in 1 mL of 10% NGS in PBS.”
	“Aspirate the PBS and block cells in 1 mL of 10% NGS in PBS for 40 min.”

	
	Protocol step 8.11
	“Repeat steps 8.7 – 8.10, but using the chicken anti-TH primary antibody in step 8.7 and the goat anti-chicken AlexaFluor 594 secondary antibody in step 8.9.”
	“Repeat steps 8.7 – 8.10, but using the chicken anti-TH primary antibody (1:1000) in step 8.7 and the goat anti-chicken AlexaFluor 594 secondary antibody (1:1000) in step 8.9.”

	
	Protocol step 9.6
	“Once ideal imaging settings are determined, center the cell in the field of view and apply a 3x digital zoom. Next, select the “focus x2” scan option and move the cell of interest into the center of the field of view. Increase the digital zoom to 3x using the “zoom” slider.”
	Please remove from previous sentence “center the cell in the field of view and apply a 3x digital zoom. Next,”

To now read: “Once ideal imaging settings are determined, select the “focus x2” scan option and move the cell of interest into the center of the field of view. Increase the digital zoom to 3x using the “zoom” slider.”

	
	Discussion, paragraph 3
	“For the specific AAV, 5 days of incubation following viral infection is ideal to achieve the desired protein expression levels, which allows for dynamic changes in GCaMP fluorescence in order to record Ca2+ activity.
	“For the specific AAV used here, 5 days of incubation following viral infection is ideal to achieve the desired protein expression levels, which allows for dynamic changes in GCaMP fluorescence in order to record Ca2+ activity.”


[image: image1.png]