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Aachen, December 10th, 2020

Reply to 61987 Editorial ReviewVineeta Bajaj
Review Editor
JoVE
















Dear Dr Bajaj:

Thank you for the review of our research article titled “Electroporation-Based Genetic Modification of Primary Human Pigment Epithelial Cells Using the Sleeping Beauty Transposon System” (manuscript no.: 61987).

We have revised the manuscript according to the editorial comments, which are detailed below.

Sincerely,
Sandra Johnen, PhD

Editorial comments:
Lane 480, “Figure 3”: Please include blots for loading control as well.
For the experiment shown in Figure 3B (termination of the cultures after 21 days), we added Western blots of respective cell lysates analyzed with anti-PEDF, using anti-GAPDH as loading control. The resulting changes within the figure legend are written in blue.
[bookmark: _GoBack]The experiments shown in Figure 3A and 3C comprise the long-term cultivation of non-transfected and transfected primary cells. The cultures did not undergo passaging so that a collection of cells during the cultivation was not possible. Here, only the supernatants were collected at defined times and either purified using Ni-NTA resin (3A) or directly analyzed via immunoblotting (3C).

Lane 512, “which was described by Thumann et al. 201738”: Please include reprint permission for reusing this data.
A permission request was completed and sent to Elsevier. A reply is awaited within the next days.

Lane 514, “Discussion”: Please expand on the limitations.
Within the first revision, we already included additional limitations of the protocol regarding the choice of the appropriate electroporation parameters, crucial facts concerning the cultivation of primary human RPE cells, and the electroporation process. 
We have now added some more details concerning the cultivation of freshly isolated cells, the determination of the ideal transposase-to-transposon ratio, and the bulk electroporation set-up (written in blue).
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