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	Protocol Step
	Comment
	Requested Change (highlight in bold)

	1.
	General comment 
	The figures appear very pixelated to us. When you click the link, the quality gets a bit better, although not great. Is there a way for crisp image– perhaps a different file format upload? .ai or .psd? If they are converted to .jpg, sometimes resolution can be lost. 
	

	2.
	Intro
	(format edit) 

“in vivo” should be italics
	2 cases used in the intro, 3 cases in the discussion.

	3.
	Intro
	(removal) 

“C. elegans touch receptor neurons that transgenically express an mCherry protein are outlined, with an emphasis on cargoes that can be monitored”
	Please remove the word ‘an’. 

 “C. elegans touch receptor neurons that transgenically express mCherry protein are outlined, with an emphasis on cargoes that can be monitored”

	4.
	Intro
	(deletion) 

“A proteostasis challenge, such as stress induced by hsf-1 genetic disruption, autophagy knockdown…”
	 “A proteostasis challenge, such as stress induced by autophagy knockdown…”

	5.
	Protocol 1.1
	(format edit) 

“Select a strain that expresses fluorescent cargoes within the neurons of C.  elegans to readily visualize exophers.”
	“C. elegans”  in italics.

“Select a strain that expresses fluorescent cargoes within the neurons of C.  elegans to readily visualize exophers.”

	6.
	Protocol 1.1
	(addition) 

“NOTE: FuDR, used commonly…”
	 “NOTE: Fluoro-deoxyuridine
(FuDR), used commonly…”


	7.
	1.1
	(word change)

“For basal conditions, keep animals at a constant temperature of 20 °C. Rearing animals at variable temperatures (even acute changes in temperature) can cause variations in the timing of maximal exopher production.”

	“For basal conditions, keep animals at a constant temperature of 20 °C. Rearing animals at variable temperatures (even temporary changes in temperature) can cause variations in the timing of maximal exopher production.”


	8.
	2.1
	(sentence change)

“FuDR, used commonly to block progeny

production, and lack of food dramatically effect exopher

production.”
	 “Lack of food, or FuDR used commonly to block progeny production, dramatically effect exopher production.

	9.
	3.5
	(sentence change) 

“Do not use contaminated cultures and reinitiate

experiments in the event of biological compromise of the

population or the plate.”
	 “Do not use contaminated cultures; reinitiate

experiments in the event of biological compromise of the population or the plate.”


	10.
	6.4
	(plurality edit) 

“…will contain 1-2 visible PLM soma (Figure 3A ).”


	“…will contain 1-2 visible PLM somas (Figure 3A).”


	11.
	9.1
	(sentence change)

“It is heterogenous, especially among different wavelengths.”
	 “It is heterogenous, especially as viewed with

different wavelengths.”

	12.
	5.2
	(deletion)

Immobilize animals on NGM plates by pipetting 100-200 µL of 10-100 mM  levamisole/tetramisole solution onto the NGM agar plate surface. After 2-4 minutes, the animals become paralyzed and can be observed directly on the agar plate. Animals can recover from paralysis after they are picked to a levamisole free plate.

	Immobilize animals on NGM plates by pipetting 100-200 µL of 10-100 mM  levamisole/tetramisole solution onto the NGM agar plate surface. After 2-4 minutes, the animals become paralyzed and can be observed directly on the agar plate.


	13.


	9.3 
	(delete parenthesis) 

More details on soma body identification are

described in (Figure 3A ).
	“More details on soma body identification are

described in Figure 3A.”

	14.
	Discussion 
	(change percentage)

“…basal conditions are most often associated with 5-15% of neurons of a specific type…”

	“…basal conditions are most often associated with 5-25% of neurons of a specific type…”


	15.
	Representative results
	“Under basal

growth conditions with high neuronal expression of mCherry,

exopher production is relatively low (5-15% of ALMRs

produce exophers) but some stresses, including osmotic

and oxidative stress, can increase exopher rates.”

This comes up again later:

In general exopher production by ALMRs expressing

mCherry under basal conditions ranges from 5-15% of ALMRs examined within the optimal timeframe of adult day

2-3 (Figure 3D ).
	Change to “5-25%”

“Under basal

growth conditions with high neuronal expression of mCherry,

exopher production is relatively low (5-25% of ALMRs

produce exophers) but some stresses, including osmotic

and oxidative stress, can increase exopher rates.”

And 

In general exopher production by ALMRs expressing

mCherry under basal conditions ranges from 5-25% of ALMRs examined within the optimal timeframe of adult day 2-3 (Figure 3D ).

	16.
	4.5.1
	(punctuation, capital ‘A’) 

“NOTE: animals at the L4 stage are..”

	“NOTE: Animals at the L4 stage are..”


	17.
	4.1
	Please add additional sentence after: 

“Keep experimental populations the same biological age, as exopher detection patterns vary with adult age and comparison of animals of mixed age populations can confound results. ^^”

	“Keep experimental populations the same biological age, as exopher detection patterns vary with adult age and comparison of animals of mixed age populations can confound results. Always ensure successful synchronization of experimental animal populations by checking for the “white crescent” vulva morphology at the L4 stage.” 

  

	18.
	6.5.2
	(removal) 

“Identify the soma and neuronal processes. The soma should be the most obvious (brightest), marked by a round cell body at the end of the process.”

	Please take out this entirely

	19.
	6.5.4
	(deletion)

 “At 10-40x magnification, slowly scroll through the Z-axis to identify the plane of the attached process.”

	“At 10-40x magnification, slowly scroll through the Z-axis to identify the attached process.”


	20.
	6.5
	(addition) 

“Once the process is identified, follow it laterally in the posterior direction towards the vulva, where the soma will be apparent. Once the most in-focus neuronal soma is found, it can be identified by using other neuronal landmarks as follows..”
	“Once the process is identified, follow it laterally in the posterior direction towards the vulva, where the soma will be apparent, marked by a round cell body at the end of the process. Once the most in-focus neuronal soma is found, it can be identified by using other neuronal landmarks as follows…”

	21.
	7.1 


	(removal) 

“ZB4065 bzIs166[Pmec-4::mCherry1])”
	(ZB4065 bzIs166[Pmec-4::mCherry]) 


	22.
	9
	(removal/addition) 

“NOTE: It is important to get an idea of this background to ensure correct identification of the extruded fluorescent entity vs. autofluorescence.”

	“NOTE: It is important to get an idea of background fluorescence to ensure correct identification of the extruded fluorescent entity vs. autofluorescence.”



	23.
	8.2
	(punctuation) 

Consider exopher detection as an ‘exopher-event”


	Consider exopher detection as an “exopher-event”



	24.
	8.2
	(punctuation)

Consider exopher detection as an ‘exopher-event”

 
	Add a period at the end of this section.

	25.
	Representative results


	(removal) 

“HT115 bacteria can be used when scoring for exophers in feeding RNAi experiments does not significantly change baseline exopher production from the standard OP50 E. coli strain…”

	“HT115 bacteria can be used when scoring for exophers in feeding RNAi.”


	26.
	Representative results

Figure 2 legend
	(figure title change) 

“Figure 2: mCherry extruded from touch neurons in exophers engages the surrounding hypodermal lysosomal network but is eventually extruded into the pseudocoelom where coelomocytes can store/degrade the mCherry.”
	“Figure 2: mCherry extruded from touch neurons in exophers engages the surrounding hypodermal lysosomal network but can later be extruded into the pseudocoelom where coelomocytes can store/degrade the mCherry.”


	27.
	Representative results

Figure 4 legend
	 (take out)

“The soma has an attached exopher with other smaller extrusions likely to be exopher fragments (arrows). GFP positive structures are included in the soma and are present in the large exopher, mostly co-localized with mCherry (yellow)…”

	“The soma has an attached exopher with other smaller extrusions likely to be exopher fragments (arrows). GFP positive structures are included in the soma and are present in the large exopher…”


	28.
	Figure 3
	(Cropping)

Figure 3 – can the “i” be cropped out on the right hand side?
	

	29.
	Figure 1

Figure 4

Figure 5
	Can the figure be bigger to fit the page? 

(PDF version)
	

	30.
	Figure 1 legend, 

Figure 2 legend.


	The legend appears to run into the “footer” of the page—can this be fixed by JoVe formatting?

(PDF version, not present on link version.)

	

	31.
	Figure 3 legend
	(word change) 

“(Top) Cartoon depiction of mechanosensory touch neurons in spatial relation to key anatomical landmarks of C. elegans include the pumping pharynx and the neuron-dense nerve ring at the head of the animal, the vulva at the mid body, and the

tapered tail…”
	“ (Top) Cartoon depiction of mechanosensory touch neurons in spatial relation to key anatomical landmarks of C. elegans including the pumping pharynx and the neuron-dense nerve ring at the head of the animal, the vulva at the mid body, and the

tapered tail…”


	32.
	Table 1
	(format edit)

Table 1 formatting – all ‘mec-4’ and ‘mec-7’ should be italics.
	

	33.
	Table 1
	Some of the text appears beyond the boundaries of the table lines in our copy. (PDF version.)
	

	34.
	Acknowledgements
	We need to add a citation on the lab group.
	After grants please include:

“Members of the Driscoll and Grant labs have contributed extensively to the development and fine tuning of protocols described, with rigorous experiments and strong communication.”
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