Dear Editors,
We would like to thank editors for reviewing our protocol. Please find enclosed our 2nd revised version of manuscript entitled,
`Digital droplet PCR method for quantification of AAV transduction efficiency in murine retina`
We followed the editors’ recommendation, took this opportunity to respond to each point of editors, and revised the manuscript accordingly.  We provided an explanation of our revisions below.
For editorial comments, we have done minor revisions as suggested in comment boxes in the text as well as narrations in video.
1- We change the formats throughout the MS where it is necessary as suggested.
2- ddPCR is changed to dd-PCR due to commercial term issue as requested.
3- Necessary citations are added as requested.
4- We have added documentation for our animal permits from Sabanci University.
5- We clarify the cell culture section 1.4 as requested.
6- We explained the scoresheet scaling as requested. 
7- Representative results and discussion have been revised as suggested.
8- For editorial suggestion related to RT-PCR, 
Unfortunately, in our lab we do not isolate gDNA and totalRNA simultaneously. We normally do these techniques separately. I also think solely quantifying transcript levels without gDNA will not be useful for transduction efficiency unless they are done simultaneously, since there are variety of parameters that effect transcript levels including promoters, RNA stability, possible translational regulations and etc. However, gDNA quantification from the whole retina is a solid representative of total numbers AAV particles that are transduced or still present. Our main aim is to have an absolute quantification of AAV genome copy numbers thus total number of AAV particles in an AAV injected retina. Simultaneous gDNA and total RNA isolation, cDNA preparation and RT-PCR also are not related to the protocol we proposed.  We also explained the issue in our first revision (Please see below from revision). 
`2-) On the other hand,. The reviewer suggests including measurement of the transduction efficiency by examining the copy number of the transcripts by ddPCR.
We do not feel an analysis of this sort would add much value. tdTomato protein levels and hence the Tdtomato transcripts levels originating form AAVs should correlate with the observed tdTomota fluorescence levels. Another technical difficulty performing this comparison would be to isolate gDNA and RNA with a more efficient set up and would require extensive optimization. `
For video comments, we have done all the revisions that are suggested except  for the scale bar.
1- In our first revision we already explained the issue below. Micron IV has round optics since the retina is a sphere and a scale bar is not feasible. Please check our previous reply below.   
[bookmark: _GoBack]`1-) For all images taken with a microscope, please include a scale bar.
The fundus microscope has a special round optics to be able to image retina which is a hemisphere. Therefore, scale bar is not applicable to our retina images.`
2- Spelling is corrected for `DNAse should be spelled as DNase.
3- Narration is fixed for   2:24: the narration is cut here – Please include centrifuge for 3 times….
4- The sign is corrected for `2.59, 4.28: % sign should be after the number: 0.5% and not %0.5.`
5- Commercial terms were  blurred where available ` 4.39: We cannot have commercial terms in the video. Please blur “Phoenix” both in the instrument and in the software, and BioRad from the ddPCR section.`
6- Spelling is corrected for `4:53 Please subscript 2 in CO2.`
7- We have removed droplet generator form the figure 2. `Figure 2 A: Image of the ddPCR machine … is this copyrighted? If yes, please include permission to use this.`
Video Comments:
1- We have added cross-dissolve before. However, when the background is very similar at the next scene, it gives the impression of sudden transition. The other transition problems are  solved. `Transition seems too sudden which looks distracting or confusing to the viewers, please consider increasing the footage duration by half a second to address it if possible`
Graphics Comments:
1- We have highlighted parts for `• 7:51 - 8:13 Please highlight the parts as the narrator speaks, it will be good for the viewers to understand it better.
Audio Comments:
1- Audio problem is solved. for ` • 2:35 - 2:51 Audio level seems a bit low, please consider maintaining audio level between -12dB to -6dB.`
2- Audio problem is solved for `• 2:43 There is a noise at this timestamp and after that, the audio level goes down substantially, please address this.``
3- Audio problem is solved for `• 7:30 Audio seems to start mid-word, please check it once and address it if possible.`
4- Duration of the footage is increased for `• 7:51 Please let the sentence complete by increasing the duration of the footage.`
5- Audio problem is solved for `• Level of both the Audio channels isn't the same, please consider matching the audio levels of both the channels (L+R).`
We believe that we responded adequately to all concerns and hope that you will find the 2nd revised version of our manuscript acceptable for publication in JOVE.
Regards,
