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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, 1st sentence.
	Please modify the sentence: Over the past decade, regulation of protein quality control processes went through a transformation that unveiled the importance of intercellular signaling processes to regulate cell-nonautonomous proteostasis.

	Over the past decade there has been a transformative increase in knowledge surrounding the regulation of protein quality control processes, unveiling the importance of intercellular signaling processes in the regulation of cell-nonautonomous proteostasis.

	2.
	Abstract, 4th sentence.
	Please modify the sentence: In the laboratory, we use genetic knockdown by tissue-specific RNAi in combination with stress reporters and tissue-specific proteostasis sensors.

	In the laboratory, we use genetic knockdown by tissue-specific RNAi in combination with stress reporters and tissue-specific proteostasis sensors to study this.


	3.
	Abstract, 7th sentence.
	Please modify the sentence: Stress reporters, and behavioral assays then function as a valuable readout, that allow for the fast screening of genes and conditions modifying systemic stress signaling processes.

	Stress reporters and behavioral assays function as valuable readouts that enable the fast screening of genes and conditions modifying systemic stress signaling processes.


	4.
	Introduction. Second paragraph. 1st sentence.
	Please modify the sentence: Cellular proteostasis is coordinated by an additional layer in multicellular organisms that requires the orchestration of cellular stress responses across different tissues to activate protective protein quality control components such as molecular chaperones

	Cellular proteostasis is coordinated by an additional layer in multicellular organisms, such as C. elegans, that requires the orchestration of cellular stress responses across different tissues to activate protective protein quality control components such as molecular chaperones


	5.
	Introduction. 3rd Paragraph. 4th sentence
	Please modify the sentence: Combination of these reporters with a tissue-specific stress condition then allows a powerful read-out that will pin-point individual tissues responding to an imbalance of the PN in a distal “sender” tissue perceiving the stress.

	The combination of these reporters with a tissue-specific stress condition then allows a powerful read-out that will pin-point individual tissues responding to an imbalance of the PN in a distal “sender” tissue perceiving the stress.

	6.
	Introduction. 4th paragraph. 3rd sentence.
	Please modify the sentence: SID-1 is a multi-pass transmembrane protein in all cells (except neurons) and required for dsRNA export as well as import into cells.

	SID-1 is a multi-pass transmembrane protein in all cells except neurons, and is required for dsRNA export as well as import into cells.


	7.
	Introduction. 6th paragraph. 5th sentence.
	Please modify the sentence: As a second method for tissue-specific RNAi, we demonstrate how the sid-1 mutant system can be adapted for feeding RNAi bacteria rather than expression of a hairpin RNAi construct. 

	As a second method for tissue-specific RNAi, we demonstrate how the sid-1 mutant system can be adapted for feeding RNAi-expressing bacteria rather than expression of a hairpin RNAi construct. 


	8.
	Protocol 1.1.2
	Please correct the sentence Subclone the amplified sequence into the commercial cloning kit (e.g., TOPO pCR BluntII)

	Subclone the amplified sequence into the commercial cloning kit vector (e.g., TOPO pCR BluntII)


	9.
	Protocol 1.1.4
	Please correct the sentence: Subclone the hairpin construct into a Gateway entry vector pDONR221 and fused with Gateway entry clones

	Subclone the hairpin construct into a Gateway entry vector pDONR221 and fuse it with Gateway entry clones


	10.
	Protocol Heading 2.3
	Using iQ44::YFP as a proteostasis sensor for the intestine
[the heading should not be bold]

	Using iQ44::YFP as a proteostasis sensor for the intestine
 

	11.
	Protocol 3.2.2
	Please correct the spelling: Crticial step

	Critical step

	
	Protocol 3.4.7
	The sentence says:…,using a false discovery rate of 0.01

	Please correct this to:…,using a false discovery rate of 0.05


	12.
	Results. Paragraph 4. Last sentence.
	The “step 3.3” this sentence is referring to is incorrect: This can be quantified, by measuring RFP fluorescence intensity using Image J software (Figure 3B), as described in step 3.3 of the protocol section.

	Please correct this to: This can be quantified, by measuring RFP fluorescence intensity using Image J software (Figure 3B), as described in step 3.4 of the protocol section.


	13.
	Figure Legend 3.
	The Figure legend is incorrect. What it says here under (A) should be in Figure 4A. (B) and (C) need to be changed into (A) and (B) accordingly.
(A) Flow chart demonstrating the tissue-specific RNAi screening protocol using stress reporters and tissue-specific proteostasis sensors. (B) Fluorescent microscope images of animals expressing the hsp-70 promoter fused to red fluorescent protein (RFP) and in the background of sid-1(pk3321) mutants (control) (strain AM994). Animals were either grown at 20°C (no HS) or treated with 1-hour heat shock at 35°C (HS) and allowed to recover for 6 hours post-HS. hsp-90intestine hp-RNAi animals (strain PVH2) express an hsp-90 hairpin RNAi construct under control of the intestine-specific promoter (vha-6p) in the genetic background of hsp-70p::RFP;sid-1(pk3321). Scale bar = 100 mm (C) Quantification of RFP fluorescence intensity of control animals grown at 20°C (no HS), treated with a 1h HS at 35°C (HS) or expressing intestine-specific hsp-90 hairpin RNAi at permissive temperature (20°C). 

	Please correct this into:

(A) Fluorescent microscope images of animals expressing the hsp-70 promoter fused to red fluorescent protein (RFP) and in the background of sid-1(pk3321) mutants (control) (strain AM994). Animals were either grown at 20°C (no HS) or treated with 1-hour heat shock at 35°C (HS) and allowed to recover for 6 hours post-HS. hsp-90intestine hp-RNAi animals (strain PVH2) express an hsp-90 hairpin RNAi construct under control of the intestine-specific promoter (vha-6p) in the genetic background of hsp-70p::RFP;sid-1(pk3321). Scale bar = 100 mm (B) Quantification of RFP fluorescence intensity of control animals grown at 20°C (no HS), treated with a 1h HS at 35°C (HS) or expressing intestine-specific hsp-90 hairpin RNAi at permissive temperature (20°C). 


	14.
	Figure legend 4.
	The Figure legend should consist of (A), (B) and (C). What it currently describes under (A) is incorrect.

(A) Intestine-specific RNAi screen by feeding dsRNA bacteria to hsp-90intestine hp-RNAi animals expressing vha-6p::SID-1 (strain PVH172; see Table 1 for genotype). Shown are candidate genes that act as potential modifiers of TCS (txt for intestinal tcs-(x)cross-tissue) by either suppressing or enhancing the hsp-70p::RFP fluorescence intensity in the bodywall muscle when knocked down in the intestine. (B) Muscle-specific RNAi screen by treating hsp-90intestine hp-RNAi animals expressing myo-3p::SID-1 (strain PVH171; see Table 1) with txt candidate gene RNAi. (A and B) Fluorescence intensity of candidate genes are indicated as gray bars and are normalized to control (EV) RNAi which is indicated as a black bar. Error bars are S.E.M. of 5 biological replicates. The statistical significance of decreased or increased RFP fluorescence intensity between txt gene RNAi compared to empty vector (EV) control RNAi was calculated using student’s t test, and correction for multiple testing was performed using the Benjamini-Hochberg method with a false discovery rate of 0.05. * P < 0.05

	Please add the highlighted sentence for (A) and change the current (A) into (B) and the current (B) into (C) as highlighted in the text below: 

(A) Flow chart demonstrating the tissue-specific RNAi screening protocol using stress reporters and tissue-specific proteostasis sensors.
(B) Intestine-specific RNAi screen by feeding dsRNA bacteria to hsp-90intestine hp-RNAi animals expressing vha-6p::SID-1 (strain PVH172; see Table 1 for genotype). Shown are candidate genes that act as potential modifiers of TCS (txt for intestinal tcs-(x)cross-tissue) by either suppressing or enhancing the hsp-70p::RFP fluorescence intensity in the bodywall muscle when knocked down in the intestine. (C) Muscle-specific RNAi screen by treating hsp-90intestine hp-RNAi animals expressing myo-3p::SID-1 (strain PVH171; see Table 1) with txt candidate gene RNAi. (B and C) Fluorescence intensity of candidate genes are indicated as gray bars and are normalized to control (EV) RNAi which is indicated as a black bar. Error bars are S.E.M. of 5 biological replicates. The statistical significance of decreased or increased RFP fluorescence intensity between txt gene RNAi compared to empty vector (EV) control RNAi was calculated using student’s t test, and correction for multiple testing was performed using the Benjamini-Hochberg method with a false discovery rate of 0.05. * P < 0.05
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