Dear Editor,
We have revised our manuscript to address the concerns of the reviewers. The changes have been marked as red in the revised manuscript. We hope that our protocol is now suitable for publishing in the JOVE.
Our responses towards the reviewers’ comments are as follow:
Reviewer #1: 
Manuscript Summary:
The authors have updated Fig 1, which now includes Western blots on total lysates, nuclei and unbroken cells, and PNS before ultracentrifugation. The fact that Western blot signals for most markers are similar between Total and Nuclei/unbroken cells, the authors need to note this in the text and also include that the method described here is not an optimal method for extracting proteins from endosomes. In fact it is a very poor/inefficient method since majority of the endosomes still seem to be in the nuclei/unbroken cell fraction, which is discarded.
In our previous revision, we loaded same volume of sample for the Total and Nuclei/unbroken cells. However, due to the differences in the sample collection procedures, the total protein level in the Total and Nuclei/unbroken cells fraction could be different. A note concerning about the homogenization method has been added to the protocol (line 110 – 112) as follow:
NOTE: Other homogenization method, for example passing the sample through a syringe, could be used. The efficiency of homogenization could be checked by observing the homogenate under a phase contrast microscope. 
Also, the authors actually did not address the point 3 fully. That is, they didn't show results in non-transfected cells. This is a minor point.
As mentioned in the previous letter, the immunoblots in Fig 1 is obtained from HEK293 cells without transfection, i.e., non-transfected cells. 


Reviewer #2: 


Major Concerns:
The authors have basically addressed my queries in this revised version of the paper. However, I still have two comments, which the authors may wish to take into consideration in order to improve the paper.

i) In the rebuttal letter, the authors write that they did not calculate yield and enrichment values. This is surprising: the principle of subcellular fractionation is to obtain fractions with a defined yield and a precise enrichment.

Thank you for the suggestion and we calculated the enrichment values by performing densitometric analysis with our immunoblot results with the ImageLab software (Bio-rad). The band intensities of GAPDH, COX IV and Rab11 in PNS and fraction 7 have been measured and the intensity ratio of the markers in the fraction 7 to the PNS are calculated. The result is expressed as a bar chart in Fig 1.

ii) The profiles of Lamp1 and Rab7 are not nice in new Fig 1. Moreover, the profiles of GAPDH ad COX IV look completely different from the previous Fig 1. How many times were these experiments done?
As shown in Fig 1, the levels of Lamp1 and Rab7 are very low in the PNS fraction. Therefore, the isolation of Lamp1- or Rab7-positive organelles, which are lysosomes and late endosomes, may not be efficient in our experimental conditions. All the experiments have been performed three times.


Reviewer #3: 
No concerns have been raised by the reviewer.
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