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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 P2 – Line 7
	“In vivo” not in italics
	Please correct to “in vivo”

	2.
	3.11
	Step says “…steps

3.1 to 3.11 should be repeated by setting the focus on the uninjected side.”
	Please correct to “..steps

3.10 to 3.11 should be repeated by setting the focus on

the uninjected side.”

	3.
	Figure 1 Legend
	Says “…Representative images of confocal tile scan, realtime tuning, and quantitation of cells. Scale bar = 100 μm”
	Please correct to “…Representative images of confocal tile scan, ROI definition, and quantitation of cells. Scale bar = 100 μm”

	4.
	3.6


	Says “Load the slide onto the stage and choose a section with strong TH staining. Click on Live on the acquisition panel.”
	Please correct to “Load the slide onto the stage and choose a section with strong TH staining. Click on Live on the Acquisition panel.”

	5.
	3.10
	Says “At this point, you are ready to begin imaging. Using the eyepiece, choose the first section showing positive TH staining, set the focus at the point of interest (i.e., SNpc) and then move the stage to the midline of the section. This saves the position in the x, y, and z axis and will image a tile scan capturing the whole section.”
	Please correct to “At this point, you are ready to begin imaging. Using the eyepiece, choose the first section showing positive TH staining, set the focus at the point of interest (i.e., SNpc) and then move the stage to the midline of the section. This saves the position in the x, y, and z axes and will image a tile scan capturing the whole section.”

	6.
	4.12
	Says “Add the Total Cells from each section analyzed per animal and the Total Analyzed Area (mm2). Divide the total number of cells by the total area analyzed to give the number of cells/mm2 in the SNpc for each rat.”
	Please correct to “Add the Total Cells from each section analyzed per animal and the Total Analyzed Area (mm2). Divide the total number of cells by the total area analyzed to calculate the number of cells/mm2 in the SNpc for each rat.”

	8.
	Discussion
	Says “An in-depth knowledge of the neuroanatomical regions of the rodent brain are important to differentiate when to begin cutting, and later to identify the SNpc when drawing a region of interest.”
	Please correct to “An in-depth knowledge of the neuroanatomical regions of the rodent brain is important to differentiate when to begin cutting, and later to identify the SNpc when drawing a region of interest.”

	9.
	Representative Results
	Says “For the methods described here, 4 sequential sections per animal were analyzed. Previous studies have shown significant differences with as little as three sections, but analysis can be further increased up to 12 sections to encompass the whole SNpc depending on the model and intervention being studied by the investigator.”
	Please correct to “For the methods described here, 4 sequential sections per animal were analyzed. Previous studies have shown significant differences with as little as 3 sections, but analysis can be further increased up to 12 sections to encompass the whole SNpc depending on the model and intervention being studied by the investigator.”

	10.
	3.5
	Says “In the Channels panel, set track 1 to Alexa488 and track 2 to Alexa555.”
	Please correct to “In the Channels panel, set track 1 to Alexa488 and track 2 to Alexa555.”

	11.
	4.3 
	Says “Move to the Analysis tab and from the drop-down Analyze menu, select Real-Time tuning. This opens a separate window on the section image allowing for realtime modification of analysis parameters (Figure 3).
	Please correct to “Move to the Analysis tab and from the drop-down Analyze menu, select Real-Time Tuning. This opens a separate window on the section image allowing for realtime modification of analysis parameters (Figure 3).”

	12.
	4.6
	Adjust the Nuclear Contrast Threshold, Minimum Nuclear Intensity, Nuclear segmentation Aggressiveness, and Nuclear Size settings while carefully watching the Real-Time Tuning window.”
	Please correct to “Adjust the Nuclear Contrast Threshold, Minimum Nuclear Intensity, Nuclear Segmentation Aggressiveness, and Nuclear Size settings while carefully watching the Real-Time Tuning window.”

	13.
	Representative Results – P6
	Says – “Importantly, there was a strong correlation between the dopaminergic neuron numbers estimated using automated image analysis software and those estimated using unbiased stereology (r = 0.8819, P=0.0007). 
	Please correct to – “Importantly, there was a strong correlation between the dopaminergic neuron density estimated using automated image analysis software and dopaminergic neuron number estimated using unbiased stereology (r = 0.8819, P=0.0007).” 

	14. 
	Figure 2 legend
	Says “….substantia nigra pars compacta”
	Please correct to “…SNpc”

	15. 
	Figure 5 legend (d)
	Says “A significant correlation between HALO AI counting of TH+ neurons/mm2 (y-axis) and unbiased stereology cell numbers (x-axis). Pearson correlation (r = 0.8819, P
= 0.0007).”
	Please correct to “A significant correlation between HALO counting of TH-positive neurons/mm2 (y-axis) and unbiased stereology cell numbers (x-axis). Pearson correlation (r = 0.8819, P
= 0.0007).”

	16. 
	Discussion 
	Says “In our hands, the easiest and most

reproducible way to do this was to use a 25G needle to poke a hole periodically in the left dorsal midbrain while

cutting coronal sections to differentiate the uninjected side.”
	Please correct to “In our hands, the easiest and most

reproducible way to do this was to use a 25G needle to poke a hole periodically in the left dorsal midbrain while

identify the uninjected side.”

	17. 
	Discussion 
	Says “…and one should be able to differentiate between TH positive neurons in the ventral

tegmental area and retrorubal field.”
	Please correct to “…and one should be able to differentiate between TH-positive neurons in the ventral

tegmental area and retrorubal field.”

	18. 
	Discussion 
	Says “There are a

number of possible reasons for this discrepancy, including

the low numbers per group used in this study and the above-mentioned anatomical differences from side to side.”
	Please correct to ““There are a

number of possible reasons for this discrepancy, including

the small sample size used in this study and the above-mentioned anatomical differences from side to side.”

	19. 
	Limitations
	Says “The above presented method has a number of distinct

advantages in its speed and ability to detect large changes in neuron density, but also poses its own challenges.”
	Please correct to ““The method described has a number of distinct advantages in its speed and ability to detect large changes in neuron density, but also poses its own challenges.”
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