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Online Text/PDF Protocol
Please use this table to address changes that need to be made to the online text/PDF document. Both the online text and PDF are generated from the HTML template of your article. Since the PDF is generated from the HTML by our conversion software, it may contain formatting errors. For major structural changes or more than 10 spelling or grammatical mistakes, we will require re-upload of the entire document.     
	
	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.
	Step 1.6
	For monitoring fat content using 4,4-difluoro-4-bora-3a,4a-diaza-s-indacene (BODIPY) staining10,
	Please correct to:
For monitoring fat content using 4,4-difluoro-1,3,5,7,8-Pentamethyl-4-bora-3a,4a-diaza-s-indacene (BODIPY) staining10 (Table of Materials),

	2.
	Step 3.3
	We find that this method does not work as efficiently
	Please correct to:

We find, however,  that this method does not work as efficiently

	3.
	Step 4
	NOTE: To image live worms, they have to be immobilized on the pad. One way to achieve this is to paralyze them with the nicotinic receptor agonist: levamisole.
	Please correct to:
NOTE: To image live worms, they have to be immobilized on the pad. One way to achieve this is to paralyze them with the nicotinic receptor agonist: levamisole (Table of Materials).

	4.
	Step 7.1
	NOTE: The example pipeline described here was constructed using CellProfiler2.2.0.
	Please correct to:
NOTE: The example pipeline described here was constructed using CellProfiler2.2.0 and might not run in later versions of CellProfiler.

	5.
	Step 7.9
	The pipeline can also measure background intensity (Figure S10B) and correct all images accordingly
	Please correct to:
The pipeline can also measure background intensity (Figure S10B) and correct all images accordingly (indicated by the word threshold in the name of the parameter measured, e.g.: Intensity_MeanIntensity_ThresholdWorms,

	6.
	Representative results, paragraph 5
	Due to the occasional occurrence of (small) errors in segmenting the worm masks it is recommended that MeanIntensity measurements are used when comparing fluorescence measurements of individual worms between two conditions.
	Please add at the end of this sentence:
Due to the occasional occurrence of (small) errors in segmenting the worm masks it is recommended that MeanIntensity measurements are used when comparing fluorescence measurements of individual worms between two conditions. If wanting to substract the background fluorescence from quantified measurments, use the measurments named MeanIntensity_Threshold

	7.
	Representative results, paragraph 6
	We have used the Worm_CP pipeline to quantify fluorescence intensity from fixed animals that have been labelled with a fluorescent dye that incorporates into LDs
	Please correct to:

We have used the Worm_CP pipeline to quantify fluorescence intensity from fixed animals that have been labelled with a fluorescent dye that incorporates into lipids droplets (LDs).

	8.
	Representative results, paragraph 7
	The lipid droplet content is decreased by 17% (p-value<0.0001, unpaired t-test) between WT and dbl-1(nk3) using manual quantification, and by 12% (p-value=0.0082 unpaired t-test)
	Please correct to:

The lipid droplet content is decreased by 17% (p-value<0.0001, unpaired t-test) between WT and dbl-1(nk3) using manual quantification, and by 14% (p-value=0.0051 unpaired t-test)

	9.
	Legend Figure 6
	The same set of animals were quantified either using the Worm_CP pipeline (see protocol G)
	Please correct to:
The same set of animals were quantified either using the Worm_CP pipeline (see step 7)

	10.
	Legend Figure 6
	(A) Quantification of fluorescence using Worm_CP pipeline. WT: n=22 animals, average fluorescence= 1.016 (A.U) ± 0.188 SD; dbl-1(nk3): n=25 animals, average fluorescence= 0.892 (A.U) ± 0.115 SD. Paired t-test. (B) Manual quantification of fluorescence. WT: n=22 animals, average fluorescence = 1.048 ± 0.153 SD; dbl-1(nk3): n=25 animals, average fluorescence = 0.8632 ± 0.109. Paired t-test.
	Please correct to:
(A) Quantification of fluorescence using Worm_CP pipeline. WT: n=22 animals, average fluorescence= 1.016 (A.U) ± 0.206 SD; dbl-1(nk3): n=25 animals, average fluorescence= 0.8714 (A.U) ± 0.126 SD. Unpaired t-test. (B) Manual quantification of fluorescence. WT: n=22 animals, average fluorescence = 1.048 ± 0.153 SD; dbl-1(nk3): n=25 animals, average fluorescence = 0.8632 ± 0.109 SD. Unpaired t-test.

	11.
	Legend Fig 7
	(E) shows the GFP Average intensity of WT young adult worm
	Please correct to:

(E) shows the GFP Average intensity (Worm_CP parameter: MeanIntensity_Threshold) of WT young adult worm

	12.
	Legend Fig S10
	The CellProfiler pipeline Worm_CP.cpproj uses the Lines_ images to single the selected worms (A), and uses the Mask_ images (B) to create a rough mask of every worm of interest (C)
	Please correct to:
The CellProfiler pipeline Worm_CP.cpproj uses the Lines_ images to single the selected worms (A), and produces single worm masks of the worms of interest (C). The pipeline also measures background intensity (B).


	13.
	Figure 1
	
	A revised Figure 1 has been uploaded/sent as there was a word “silicon tube” above the picture in Fig1B, and it should not have been there.

	14.
	Figure 6
	
	A revised Figure 6 has been uploaded/sent, as the quantification in the Worm_CP pipeline were based on the MeanIntensity parameter (previous version) instead of the MeanIntensityThreshold parameter (updated version), that substracts the background fluorescence. 

	15.
	Figure 7
	
	A revised Figure 7 has been uploaded/sent, as the quantification with Worm_CP  were based on the MeanIntensity parameter (previous version) instead of the MeanIntensityThreshold parameter (updated version), that substracts the background fluorescence. 
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