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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.
	Author Names
	Blanca Chinchilla-Rodriguez
	Blanca Chinchilla

	2.
	Abstract
	This paper is an updated audiovisual version of the protocol previously published by Fernandez-Godino et al. to efficiently isolate and culture primary mouse RPE cells. 
	Include the year of the original publication:

This paper is an updated audiovisual version of the protocol previously published by Fernandez-Godino et al. in 2016 to efficiently isolate and culture primary mouse RPE cells. 

	3.
	Introduction
	Retinal pigment epithelium (RPE) appears redundantly abbreviated in the lines 2 and 3 of introduction. 
	Please change the second Retinal pigment epithelium (RPE) for “RPE” only:

The RPE is a monolayer located in the eye between the neural retina and the Bruch's membrane. 


	4.
	Results 
	200 Ωcm2 is missing “x”:

Polarization of the RPE monolayer was confirmed by TER values with average higher than 200 Ωcm2, which remained stable over time (Figure 2).


	Please replace 200 Ωcm2 with 200 Ω x cm2

	5.
	Figure 1, 2, 3
	The quality of the images is not good.
	Please replace with higher quality images (vectorial versions are available as needed).

	6.
	Discussion
	Last paragraph says “No more than two eyes would be harvested at the same time, since a prolonged dissection time results in a higher percentage of cell death”

	Replace by ““No more than two eyes would be harvested at the same time until some experience is acquired, since a prolonged dissection time results in a higher percentage of cell death”

	7.
	Protocol (1.2.1)
	Include “for” before “at least 30 min at 37 °C, in a 5% CO2-aerated incubator.”
	Include “for” in the sentence: 
1. Equilibrate the 6.5-mm membrane inserts with RPE medium for at least 30 min at 37 °C, in a 5% CO2-aerated incubator. Use one membrane insert to seed RPE cells from two mouse eyes.

	8.
	Protocol (3.4)
	Specify if the buffer contains or not calcium and magnesium. In this part of the protocol we use HBSS buffer without Ca/Mg.
4. …Leave the iris epithelium in place to prevent the detachment of the neural retina and RPE during incubation. Place the eye in HBSS-H.
	Change HBSS-H for HBSS-H− buffer:

4. Hold the optic nerve and apply slight pressure to the ora serrata with the base of the angled scissors until the lens comes completely out. Leave the iris epithelium in place to prevent the detachment of the neural retina and RPE during incubation. Place the eye in HBSS-H− buffer.


	9.
	Protocol (4.8)
	Separate these two words: Instead “distributethe”, write “distribute the”.

	8.Remove the laminin from the upper chamber of the membrane insert and distribute the RPE cell suspension dropwise and uniformly to the center of the chamber, avoiding bubble formation while pipetting.

	10.
	Protocol (6.2)
	Change “remove membrane inserts” for “take the transwells” and also separate these two words “electrodeof”.

	2.Take the transwells from the incubator and perform TER measurement within 3 min to avoid alterations due to temperature fluctuations. To measure TER, immerse the short electrode of the voltohmmeter in the upper chamber and the long electrode in the bottom chamber of the membrane insert. Avoid contact with the RPE monolayer to prevent cell detachment.

	11.
	Protocol (6.3)
	Please replace 200 Ωcm2 or 400 Ωcm2 with 200 Ω x cm2 or 400 Ω x cm2.


	…The product should be at least 200 Ω x cm2 after 72 h in culture. TER values should measure above 400 Ω x cm2 after two weeks. Discard RPE cultures with low TER values.

	12.
	Results (Figure 2)
	Replace 200 Ωcm2 with 200 Ω x cm2 
	Figure 2. TER over time. The transepithelial electrical resistance (TER) of ~60 primary mouse RPE cell cultures on membrane inserts was measured after 0.5 (n=33), 1 (n=58), 1.5 (n=54), and 2 (n=60) weeks. TER reaches over 200 Ω x cm2 by 72 hours and remains stable for at least two weeks. Data represented as single values with average ± SD.  
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