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1. References have been removed from the abstract

2. The introduction has been expanded to include (in italics) 

a) ) A clear statement of the overall goal of this method: 
"the goal of this method is to isolate, purify and quantify low iron MEVs that can be used  for biochemical and functional assays".

b) The rationale behind the development and/or use of this technique:  

" To characterize MEVs and understand their biogenesis and functions, strict and efficient methods of vesicle purification and validation are crucial. MEVs have been isolated from the culture filtrate of mycobacteria grown in an iron-rich medium1. However, our previous work demonstrated that iron limitation greatly stimulates vesicle release in Mtb possibly to capture iron via mycobactin, a siderophore secreted in MEVs6. Although, procedures for MEVs isolation from Mtb cultured in high iron medium have been described an efficient methodology to obtain MEVs from low iron cultures has not been reported".

c) The advantages over alternative techniques with applicable references to previous studies: "
our previous work demonstrated that iron limitation greatly stimulates vesicle release.

 Although, procedures for MEVs isolation from Mtb cultured in high iron medium have been described an efficient methodology to obtain MEVs from low iron cultures has not been reported

d) A description of the context of the technique in the wider body of literature.

Although, procedures for MEVs isolation from Mtb cultured in high iron medium have been described an efficient methodology to obtain MEVs from low iron cultures has not been reported.  

e) Information to help readers to determine whether the method is appropriate for their application.

Therefore, the goal of this method is to isolate, purify and quantify low iron MEVs that can be used  for biochemical and functional assays, and for analysis of genetic determinants of vesicle production in mycobacteria.

 More citations have been included.

3. A citation for plating for single colonies is included.

4. We do not check the O.D of the culture before collecting since there is no detergent in the medium mycobacteria aggregates in clumps and O.D measurements are not accurate. We have a added a step that indicates measure the O.D of a sample culture supplemented with detergent. this culture is also used for CFU counting. (step 3.1)

5. Gel conditions and a reference for preparing SDS-PAGE was included.

6. The concentration of the vesicles added in the blot is included.

7. Citations in the discussion have been included.

8. We are now citing more that 10 references.
