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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.
	5.2.1
	Step says “Wash and desalt the loaded peptides = with loading solvent…”
	Please remove the symbol ‘=’ Please correct to “Wash and desalt the loaded peptides with loading solvent…”

	2.
	First paragraph in Introduction
	It says “…modulates the lifespan of Caenorhabditis elegans in the context of….”
	Please correct to “…modulates the lifespan of Caenorhabditis elegans (C. elegans) in the context of….”

	3.
	6.4.2
	Step says 
“Set up the parameters in the template schema as the following:
1) under identification select PTM localization (probability cutoff = 0.75).
2) under quantification, select Major Group Quantity as Sum peptide quantity, set up Major Group N as Max 7 and Min 1, select Minor Group Quantity as Sum precursor quantity, and set up Minor Group N as Max 10 and Min 1, and selected Data Filtering as Qvalue sparse and do not select Cross Run Normalization.”
	Please bold the following words as indicated below:
“Set up the parameters in the template schema as the following:
1) under identification select PTM localization (probability cutoff = 0.75).
2) under quantification, select Major Group Quantity as Sum peptide quantity, set up Major Group N as Max 7 and Min 1, select Minor Group Quantity as Sum precursor quantity, and set up Minor Group N as Max 10 and Min 1, and selected Data Filtering as Qvalue sparse and do not select Cross Run Normalization.”

	4.
	In the ‘Representative Results’ Section
	It says 
“The sonicator that we used greatly increases the efficiency and reproducibility of worm lysis by lysing multiple worms samples simultaneously in a temperature-controlled water bath …”
	Please correct to:
“The sonicator that we used greatly increases the efficiency and reproducibility of worm lysis by lysing multiple worm samples simultaneously in a temperature-controlled water bath …”

	5.
	In the ‘Representative Results’ Section
	It says 
“We applied this protocol to extract and isolate the insolublome from ~3,000 aged and young N2 C. elegans (two bilogical replicates for each condition),…”
	Please correct to:
“We applied this protocol to extract and isolate the insolublome from ~3,000 aged and young N2 C. elegans (two biological replicates for each condition),…”

	6.
	In the ‘Representative Results’ Section
	It says:
“As demonstrated in Figure 2, insolublome sample from N2 aged worms (lanes 2 and 3, biological replicate experiments) has …”
	Please correct to:
“As demonstrated in Figure 2, the insolublome sample from N2 aged worms (lanes 2 and 3, biological replicate experiments) has …”

	7.
	In the ‘Representative Results’ Section
	It says:
“The biological pathways revealed by the KEGG analysis of insolublome from this study have also been identified in past thus validating our methodology …..”
	Please correct to:
“The biological pathways revealed by the KEGG analysis of insolublome from this study have also been identified in the past thus validating our methodology …..”

	8.
	In the ‘Discussion’ section
	It says:
“Use of the highly efficient sonicator for worm lysis allows efficient extraction of the insolublome allowing good protein coverage and cost-effective label-free DIA MS analysis for quantify the insolublome”
	Please correct to:
“Use of the highly efficient sonicator for worm lysis allows efficient extraction of the insolublome allowing good protein coverage and cost-effective label-free DIA MS analysis to quantify the insolublome”

	9.
	Last sentence in the ‘Discussion’ section
	It says:
“For example, in ongoing studies we are applying this workflow to investigate protein profiles of insolublome and proteostasis in various Alzheimer’s disease (AD) C. elegans models including Ab, tau, and dual Ab/tau worms with or without different drug interventions for future high-throughput drug screening.”
	Please correct to:
“For example, in ongoing studies we are applying this workflow to investigate protein profiles of insolublome and proteostasis in various Alzheimer’s disease (AD) C. elegans models including Abeta, tau, and dual Abeta/tau worms with or without different drug interventions for future high-throughput drug screening.”
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