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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.
	Abstract, the first paragraph
	In the sentence: “An in vitro cell culture assay…
	Please use italic: “An in vitro cell culture assay…

	2.
	Abstract, the second paragraph
	The sentence says: “...determination of four kynurenines, i.e., kynurenine, 3-hydroxykynurenine, 3-hydroxykynurenine, and xanthurenic acid…”
	Please correct to: “...determination of four kynurenines, i.e., kynurenine, 3-hydroxykynurenine, 3-hydroxyanthranilic, and xanthurenic acid…”

	3. 
	Abstract, the second paragraph 
	In the sentence: “…collected

from in vitro cultured cancer cells.”
	Please use italic: “…collected

from in vitro cultured cancer cells.”

	4.
	Abstract, at the end of the last paragraph
	The sentence says: “As confirmed by experiments with human ovary and breast cancer cells, the proposed LC-SQ analysis generates….”
	Please correct to “As confirmed by experiments with human ovary and breast cancer cells, the proposed LC-SQ method generates….”

	5. 
	Abstract, the last sentence
	In the sentence: “… applied to other in vitro cellular models.“
	Please use italic: “… applied to other in vitro cellular models.”

	6. 
	Introduction, at the middle of the first paragraph
	The sentence: “Xanthurenic acid (XA), which …”
	Pleas correct to: “Xanthurenic acid, which…”

	7. 
	Introduction, at the middle of the first paragraph
	The sentence: “Increased activity of this metabolic route and accumulation of some kynurenines modulate the immune response

and are associated…”
	Please correct to: “Increased activity of this metabolic route manifesting by accumulation of some kynurenines modulate the immune response and is associated

	8.
	Introduction, at the middle of the first paragraph
	The sentence: “In cancer research, in vitro cell culture..”
	Plese use italic: “In cancer research, in vitro cell culture..”

	9.
	Introduction, the second paragraph, the first line
	The sentence is: “we describe a protocol for the simultaneous determination of four kynurenine pathway metabolites: Kyn, 3HKyn, 3HAA, and XA,

determined by LC-QS….”
	Please correct to: “we describe a protocol for the simultaneous determination of four kynurenine pathway metabolites: Kyn, 3HKyn, 3HAA, and XA by LC-SQ….”

	10.
	Introduction, the last paragraph
	The sentence: “The purpose of the presented method…”
	Please correct to: “The purpose of the developed method…”

	11. 
	Introduction, the last paragraph
	The sentence: “…in the medium collected from in vitro cultured…:
	Please use italic: “…in the medium collected from in vitro cultured…”

	12.
	Protocol, step 1
	The title is: “1. Preparation of standard 3NT, Kyn, 3HKyn, 3HAA, XA stock solutions”
	Please correct to: “1. Preparation of 3NT, Kyn, 3HKyn, 3HAA, XA standard stock solutions”

	13.
	Protocol, step 2.2
	The sentence is: “Next,

centrifuge, the tubes at 6000 x g…”
	Please correct to: “Next,

centrifuge the tubes at 6,000 x g…”

	14.
	Protocol, step 2.5
	The sentence is: “… step 6.4.2.”
	Please correct to: “…step 6.3.2.”

	15.
	Protocol, step 3.5
	The sentence is: “Do not apply temperature higher than 40 °C to avoid over-drying.”
	Please correct to: ”Do not apply temperature higher than 40 °C

and avoid over-drying.”

	16.
	Protocol, step 5.1.2
	The sentence is: “…adjust the volume up to 1 mL with ultrapure…”
	Please correct to: “adjust the volume up to 1 L with ultrapure…”

	17.
	Protocol, step 5.1.2
	The sentence is: “NOTE: Freshly prepare the solvents …”
	Please correct to: “NOTE: Prepare fresh solvents…”

	18. 
	Protocol, step 5.3
	The sentence is: “…and to prime all the solvent channels …”
	Please correct to: “…and to prime all solvent channels…”

	19.
	Protocol, step 5.7.2
	The sentence is: “for Kyn m/z 209.0 (scan

period: 2-12 min, …”
	Please correct to: “for Kyn m/z 209.0 (scan

period: 6-12 min, …”

	20.
	Protocol, step 6.3.3
	The sentence is: “…each calibration curves.”
	Please correct to: “…each calibration curve.”

	21. 
	Protocol, step 7.3
	The sentence is: “… experiment design.”
	Please correct to: “… experimental design.”

	22.
	Protocol, step 8.9
	The sentence is: ”… (from step 6.4.3.)…”
	Please correct to: “… (from step 6.3)…”

	23.
	Protocol, step 9.2
	The sentence is: ‘Freeze the samples at – 20 °C…”
	Please correct to: “Freeze the samples at -20 °C …”

	24.
	Protocol, step 9.5
	The sentence is: “Construct a calibration curve from 0 to 2.0 μg of the protein per well range.”
	Please correct to: “Construct a calibration curve from 0 to 2 μg of the protein per well range.”

	25.
	Protocol, step 9.5.2
	The sentence is: “On a 96#well plate, load different amounts of BSA standard …”
	Please correct to: “On a 96-well plate, load different amounts of BSA standard …”

	26. 
	Protocol, step 9.6
	The sentence is: “…cell lysate from step 9.2…”
	Please correct to: “…cell lysate from step 9.4 …”

	27.
	Representative Results, the third paragraph
	The sentence is: “At

the retention time of ca 25 min, …”
	Please correct to: “At

the retention time of about 25 min, …”

	28.
	Representative Results, legend of figure 2
	The legend says: “Figure 2: Examples …”
	Please correct to: “Figure 2. Examples…”

	29.
	Representative Results, the last paragraph
	The sentence: “…collected from the in vitro cultured…”
	Please use italic: “… collected from the in vitro cultured…”

	30.
	Discussion, the first paragraph
	The sentence: “…are measured in a medium from in vitro cultured…”
	Please use italic: “…are measured in a medium from in vitro cultured …”

	31.
	Discussion, the seventh paragraph
	The sentence is: “… and 0.019 – 4.87 μmol/L, …”
	Please correct to: “…and 0.019 - 4.87 μmol/L, …”

	32.
	Discussion, the eight paragraph
	The sentence: “…kynurenines generated by in vitro …”
	Please use italic: “…kynurenines generated by in vitro …”

	33.
	Discussion, the ninth paragraph
	The sentence is: “…in future studies to engage an in vitro cell …”
	Please use italic: “…in future studies to engage an in vitro cell …”

	34.
	Discussion, the tenth paragraph
	The sentence is: “In this case, suitable changes …”
	Please correct to: “The suitable changes …”

	35.
	Discussion, the last paragraph
	The sentence is: “…when using in vitro cell culture model.”
	Please use italic: “…when using in vitro cell culture model.”
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