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	Protocol Step
	Comment
	Requested Change (highlight in bold)

	1.
	Reference # 8 
	Frost, D. C., Greer, T. & Li, L. High-Resolution Enabled 12-Plex DiLeu Isobaric Tags for Quantitative Proteomics. Analytical Chemistry. 87 (3), 1646-1654, (2015).
	Please change the reference 8 to a recent article. 

Frost, D. C., Feng, Y. & Li, L. 21-plex DiLeu Isobaric Tags for High-Throughput Quantitative Proteomics. Analytical chemistry. 10.1021/acs.analchem.0c00473, (2020). 

	2.
	1.8.1
	This is not a step it is a Note to the reader.
Add an internal quality control standard (e.g. bovine alpha casein or other exogenous protein) with the ratio 1 µg standard: 100 µg protein sample.
	Please change the step to a Note to the readers. 

Note: Add an internal quality control standard (e.g. bovine alpha casein or other exogenous protein) with the ratio 1 µg standard: 100 µg protein sample.

	3.
	4.10 Note
	In this study 180 µL of the well contents from row 1 was combined with 180 µL of row 2 from sample plate 2 to a new 2 mL collection plate (Sample Plate 3).
	Please change the volume aspirated and dispensed.  

In this study 90 µL of the well contents from row 1 was combined with 90 µL of row 2 from sample plate 2 to a new 2 mL collection plate (Sample Plate 3).

	4.
	6.4
	To reconstitute the peptides, load 230 µL tips and aspirate 200 µL of 100 mM triethyl ammonium bicarbonate (TEAB) buffer (pH ~8.5) from row 1 at TEAB plate and dispense to the dried peptides at row 3 of sample plate 3.
	Please change the volume aspirated and dispensed.
To reconstitute the peptides, load 230 µL tips and aspirate 100 µL of 100 mM triethyl ammonium bicarbonate (TEAB) buffer (pH ~8.5) from row 1 at TEAB plate and dispense to the dried peptides at row 3 of sample plate 3.

	5.
	6.7
	Load 1 row of 90 µL tips and aspirate 25 µL of the combined dimethylated peptides and dispense to the row 1 of the TMT processing plate. Unload the tips.
	Please change the volume aspirated and dispensed.
Load 1 row of 90 µL tips and aspirate 12.5 µL of the combined dimethylated peptides and dispense to the row 1 of the TMT processing plate. Unload the tips.

	6.
	2.1 
	Load 230 µL tips and aspirate 90 µL of 8 M urea from the reservoir and dispense to row 1 of the black 2 mL deep well plate. Unload the tips at TL1. Repeat this step until 8 M urea is added to all the wells corresponding to the 22 samples.
	Please delete (at TL1). 
Load 230 µL tips and aspirate 90 µL of 8 M urea from the reservoir and dispense to row 1 of the black 2 mL deep well plate. Unload the tips. Repeat this step until 8 M urea is added to all the wells corresponding to the 22 samples.

	7.
	Materials 
	04-408-120
	Please change the Catalog Number for 0.6 mL eppendorf tubes to 05-408-120
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