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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.
	Affiliations
	Masatsugu Toyota1
	Please correct to “Masatsugu Toyota1,2”

	2.
	Abstract
	Glutamate Receptor-Like
	Please correct to “glutamate receptor-like”

	3.
	Introduction
	which leads to the activation of downstream defense signaling pathways
	Please correct to “which lead to the activation of downstream defense signaling pathways”

	4.
	Protocol 1.2
	0.05% (w/v) MES, and 0.5% (w/v) gellan gum
	Please correct to “0.05% (w/v) MES and 0.5% (w/v) gellan gum” by removing comma.

	5.
	Protocol 1.2
	Replace the lid and wrap with surgical tapes.
	Please correct to “Replace the lid and wrap with surgical tape.”

	6.
	Protocol 2.1
	1% (w/v) sucrose, and 0.05% (w/v) MES;
	Please correct to “1% (w/v) sucrose and 0.05% (w/v) MES” by removing comma.

	7.
	Protocol 3.1
	iGluSnFR signals at real-time
	Please correct to “iGluSnFR signals in real-time”

	8.
	Protocol 4.1
	For the velocity calculation of Ca2+ wave
	Please correct to “For the velocity calculation of the Ca2+ wave”

	9.
	Protocol 4.2
	Export raw data to the spreadsheet software
	Please correct to “Export raw data to a spreadsheet software”

	10.
	Protocol 3.6.2
	(approximately 1 mm from the tip) of leaf L1 across the main vein
	Please correct to “(approximately 1 mm from the tip) of leaf 1 across the main vein”

	11.
	Protocol 4.4
	using the equation ΔF / F = (F − F0) / F0,
	Please correct to “using the equation ΔF/F = (F−F0)/F0,” by removing spaces.

	12.
	Representative Results
	(approximately 1 mm from the tip) of leaf L1 in plants expressing GCaMP3
	Please correct to “(approximately 1 mm from the tip) of leaf 1 in plants expressing GCaMP3”

	13.
	Protocol 4.5
	For Ca2+ velocity wave analysis,
	Please correct to “For Ca2+ wave velocity analysis,”

	14.
	Representative Results
	Cutting the edge of leaf L1 caused a local [Ca2+ ]cyt increase (at 40 s)
	Please correct to “Cutting the edge of leaf 1 caused a local [Ca2+ ]cyt increase (at 40 s)”

	15.
	Representative Results
	two ROIs (ROI1 and ROI2) were set at the base region and tip of leaf L6 in plants expressing GCaMP3 as shown in Figure 6A.
	Please correct to “two ROIs (ROI1 and ROI2) were set at the base region and tip of leaf 6 in plants expressing GCaMP3 as shown in Figure 6A.”

	16.
	Representative Results
	The time course change of GCaMP3 signal intensity in ROI1 and ROI2 upon cutting the petiole of leaf L1 was measured (Figure 6B).
	Please correct to “The time course change of GCaMP3 signal intensity in ROI1 and ROI2 upon cutting the petiole of leaf 1 was measured (Figure 6B).”

	17.
	Representative Results
	Cutting the petiole of the leaf L1 in plants expressing GCaMP3 (at 0 s)
	Please correct to “Cutting the petiole of the leaf 1 in plants expressing GCaMP3 (at 0 s)”

	18.
	Representative Results
	Upon cutting leaf L1 in plants expressing CHIB-iGluSnFR,
	Please correct to “Upon cutting leaf 1 in plants expressing CHIB-iGluSnFR,”

	19.
	Figure legend (Figure 5)
	(A) Cutting the edge (approximately 1 mm from the tip) of leaf L1 (L1) in plants expressing GCaMP3
	Please correct to “(A) Cutting the edge (approximately 1 mm from the tip) of leaf 1 (L1) in plants expressing GCaMP3”

	20.
	Discussion
	Therefore, for both Ca2+ and glutamate there are multiple single FP and ratiometric sensors available.
	Please correct to “Therefore, for both Ca2+ and glutamate there are multiple single-FP and ratiometric sensors available.”

	21.
	Discussion
	requirements for measurement factors such as high signal:noise (single FP sensors)
	Please correct to “requirements for measurement factors such as high signal:noise (single-FP sensors)”

	22.
	Discussion
	The wide-field, single FP imaging method described here for wounding
	Please correct to “The wide-field, single-FP imaging method described here for wounding”

	23.
	References 18.
	Proceedings of the National Academy of Sciences of the United States of Ameria
	Please correct to “Proceedings of the National Academy of Sciences of the United States of America”

	24.
	References 12.
	Cell-type-specific calcium responses to drought, salt and cold in the Arabidopsis root.
	Please correct to “Cell-type-specific calcium responses to drought, salt and cold in the Arabidopsis root.”

	25.
	References 13.
	Aequorin-based luminescence imaging reveals stimulus- and tissue-specific Ca2+ dynamics in Arabidopsis plants.
	Please correct to “Aequorin-based luminescence imaging reveals stimulus- and tissue-specific Ca2+ dynamics in Arabidopsis plants.”

	26.
	References 14.
	Ionotropic glutamate receptor (iGluR)-like channels mediate MAMP-induced calcium influx in Arabidopsis thaliana.
	Please correct to “Ionotropic glutamate receptor (iGluR)-like channels mediate MAMP-induced calcium influx in Arabidopsis thaliana.”

	27.
	References 17.
	Hypergravity stimulation induces changes in intracellular calcium concentration in Arabidopsis seedlings.
	Please correct to “Hypergravity stimulation induces changes in intracellular calcium concentration in Arabidopsis seedlings.”

	28.
	References 34.
	Glutamate receptor-like channel3.3 is involved in mediating glutathione-triggered cytosolic calcium transients, transcriptional changes, and innate immunity responses in Arabidopsis.
	Please correct to “Glutamate receptor-like channel3.3 is involved in mediating glutathione-triggered cytosolic calcium transients, transcriptional changes, and innate immunity responses in Arabidopsis.”

	29.
	References 29.
	Real-time in vivo recording of Arabidopsis calcium signals during insect feeding using a fluorescent biosensor. Journal of Visualized Experiments: JoVE.
	Please correct to “Real-time in vivo recording of Arabidopsis calcium signals during insect feeding using a fluorescent biosensor. JoVE.”

	30.
	References 45.
	Phototropins and blue light-dependent calcium signaling in higher plants†.
	Please correct to “Phototropins and blue light-dependent calcium signaling in higher plants.”

	31.
	References 53.
	CBL1, a calcium sensor that differentially regulates salt, drought, and cold responses in arabidopsis.
	Please correct to “CBL1, a calcium sensor that differentially regulates salt, drought, and cold responses in Arabidopsis.”
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