[image: ]Maria G. Castro, PhD
R C Schneider Endowed Professor of Neurosurgery 
Department of Cell and Developmental Biology
University of Michigan School of Medicine
1150 W. Medical Center Drive
MSRB II, Room 4570
Ann Arbor, MI 48109-5689 


 
[bookmark: _GoBack]

September 10, 2014


Dr. Nguyen
JOVE
Via Internet

RE:  Manuscript Number JoVE52443R1


Dear Dr. Nguyen,

We have revised the manuscript JoVE52443R1 'Transposon mediated integration of plasmid DNA into the subventricular zone of neonatal mice to generate novel models of glioblastoma' according to your suggestions as well as the reviewers’ comments. We have uploaded to the JOVE website the revised word document, tracking the implemented changes and also uploaded a separate document, represented by this letter.  Changes to the manuscript and replies to the reviewers’ comments are detailed below:

Changes to be made by the Author(s):

1. Please take this opportunity to thoroughly proofread the manuscript to ensure that there are no spelling or grammar issues. The JoVE editor will not copy-edit your manuscript and any errors in the submitted revision may be present in the published version.

We have proofread the manuscript and checked for spelling and grammar issues. We believe the manuscript in its present state is free of copy edits and ready for publication.

2. What are the reactions conditions for the digestion in step 1.2?

We have modified the manuscript to specify the reaction conditions for the digestion (4 hours at 37oC) in step 1.2. 

3. In step 1.5, how much 70% ethanol should be used? What are the centrifugation conditions thereafter?

We have changed the step 1.5 of the manuscript to clarify the uncertainties: 

Comments from reviewer #1.

We thank reviewer #1 for his positive feedback and appreciation of the manuscript. We also believe that this manuscript will disseminate the technical knowledge needed to use the Sleeping Beauty transposon model to generate glioblastomas in mice and will help accelerate discoveries and novel therapeutic approaches to treat this devastating disease.

Comments from reviewer #2.

With regard to the major concerns of reviewer #2 related to “safety issues facing this approach for gene therapy” we reply that this manuscript presents a method for generating GBM in mice which is by no means a gene therapeutic approach. Hence the safety concerns do not apply. 

We have addressed limitations related to the integration of the transposons in variable number and locations, as well as the possibility of interference with coding host genomic DNA in our discussion section (lines 748-753). We feel that an extensive elaboration on the topic is beyond the scope of this manuscript. 

Regarding the concern that the “SB transposase can induce the remobilization of transposons already sited in the recipient genome” we refer the reviewer to the article cited in our manuscript at position 20: “Hackett, P.B., S.C. Ekker, D.A. Largaespada, and R.S. McIvor. 2005. Sleeping beauty transposon-mediated gene therapy for prolonged expression. Advances in genetics 54:189-232.”, as well as to the references within.  The Sleeping Beauty transposase is a synthetic transposase constructed from the dormant salmonoid transposase of the TC1/mariner class and does not bind to other transposons in humans or other mammalian cells. We have added this statement to the body of the manuscript, lines 149-151.

Regarding the minor concerns of reviewer #2 we have addressed them as follows:

Line 230: "digest" should be replace by "digestion"
As “restriction digest” is a commonly used and accepted term to identify this procedure, we have kept the original version (see also: http://en.wikipedia.org/wiki/Restriction_digest)

Protocol section 2.3: the injection solution has to be described in this section. The authors should move lines 714 to 728 from the discussion to section 2.3.
Originally the preparation of the injection solution was presented in the methods. Following repeated discussions with our editorial reviewer and due to formatting restrictions of the journal we have moved this part to the discussion section to comply with the editorial review specific and repeated requests.

Same for the plasmids description, lines 730 to746, that fits better in section 2. The plasmids used in the report and their features have to be mentioned also in the table of material and equipment.
The same explanation (see above) goes for this comment as well.

Line 281: "in on ice" should be replaced by "on ice" or "in ice"
We have made the suggested correction.

Line 286: "Ensure that the head is level" remove "is"
We have re-written the sentence to avoid any confusion about the positioning of the head of the pup in the stereotaxic frame. The sentence (lines 288-290) now reads: “Ensure that the dorsal side of the skull is horizontal, parallel to the surface of the frame and that the cranial sutures are clearly visible.”  

Section 3.2: step 3.2.2 should be switched with 3.2.1
The injection is performed prior to placing the animal in the anesthesia chamber. The sequence of steps is correct as stated.


The authors need to describe clearly the experiments represented in figure 5 and 6. The reader cannot understand why the tumor cells are GFP positive.
The injected shp53 plasmid encodes for green fluorescent protein to allow the identification of transfected cells and their progeny (pT2/shp53/GFP). We have added this sentence to the results section to clarify our statements (lines 591-593 and 596). We thank the reviewer for pointing out this oversight.



Thanking you in advance for your consideration.

Sincerely yours, 
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Maria G. Castro, PhD
Professor
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