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We thank the reviewers for their efforts in providing a critique of our submission.  Please see the next page for reviewer comments and our responses.  Our responses are indented and in a sans serif font.
	# 
	Time in the video
	comment
	Change in video required

Yes/No
	Change in text is sufficient

Yes/No
	Suggested Changes

	1
	2:20 – 2:34
	Name of drug used for anesthesia is not mentioned
	No
	Yes
	

	2
	4:53
	Preparation is not adequate
	Yes
	No
	Indicate gloves changed between shaving and catheterization

	3
	…
	Close up of amount of wire exposed through catheter is impossible to see
	…Yes - b
	No
	Re-take picture

	
	
	Scale to weigh animals is filthy
	Yes - b
	No
	Re-take photo with clean scale


Comments on written protocol:

Anesthesia in written protocol – “2-3% isoflurane in oxygen and maintained at 0.75 to 2%, depending on the number of animals”  Does 0.75 to 2% pertain to flow rate or iso levels?  If iso levels, this is inappropriate.  Video shows only one animal.  Why not be specific for one animal?

The text has been changed to reflect levels used for one animal:  “Anesthesia is induced with 2% isoflurane (MWI/VetOne, Meridian, ID, Cat# 501017) in oxygen and maintained at 0.75-1.25%.  (Multiple animals can be treated concurrently, which would necessitate an increase in isoflurane levels.)”  

(From above table):  Name of drug used for anesthesia is not mentioned.

Section 3.1 listed isoflurane.  The name of the company, MWI/Vet One, and the catalogue number have been added to the text.
(From above table):  Indicate gloves changed between shaving and catheterization.

We appreciate the comment made by the reviewer.  However, the catheterization procedure is not conducted under sterile conditions, but rather aseptic conditions.  The tip of the catheter is not touched by the gloves and remains aseptic, so we do not change gloves between the clipping of fur and the subsequent catheterization.  This technique has been approved for rodent procedures by our Institutional Animal Care and Use Committee.
(From above table):  Close up of amount of wire exposed through catheter is impossible to see.

The scene has been re-recorded.
(From above table):  Scale to weigh animals is filthy.  Re-take photo with clean scale.
The scene has been re-recorded.

1. Abstract - According to abstract, the wire is Teflon coated.  Everywhere else the wire is platinum.  Is this a Teflon coated platinum wire or is there an error?

The abstract states that bladders are catheterized to permit insertion of a platinum wire, and that the catheters are made of Teflon to serve as an insulator for the wire.  
2. Animal orthotopic tumor model – time to deliver current is not measured.  Inappropriate to label it as 0.5 seconds.  Using the term “0.5 seconds” makes it seem like it was tightly controlled, highly accurate – you tapped, you did not measure.

We have, in fact, measured 20 taps.  The average tap, rounded to one decimal place, was 0.5 seconds.  (average = 0.511, standard deviation = 0.089)  Because we were aware that our method of measurement would be associated with error, we stated that current was applied to the bladder for approximately 0.5 second.  We stand by the statement in the text.
3. Ultrasound - How large is the tumor at 3-5 days?  Can it be palpated at that point?  Or when does it reach 50 mg? 

At 3-5 days post-ionnoculation, detectable tumor mass is 0.5 – 1.0 μl, using V=π/6·L·W·H.  The tumors can be easily palpated typically by 14 days post innoculation.  This information has been added to the Representative Results section.
4. Representative results - Why is euthanasia required by day 24?  If I recommended this model to a PI what signs endpoint signs would we look for (metastasis, necrotic centers and infection, bladder occlusion?).  

Euthanasia is recommended when mice become lethargic or cachectic, display ruffled fur, hunching, and non-responsive behavior, or when they lose 20% of their initial body weight.  This has been added to the Representative Results section.
5. Representative results - Do you have enough room to say something more about the level of hematuria and tumor progression?   Is there a quantitative correlation or is hematuria simply present if tumor cells are?

We have not quantified the hematuria.  (We tried, but found it difficult to collect specimens without catheterization.  With catheterization, there was variability due to the fact that as the tumors became large they could be nicked on catheterization and seep fresh blood into the urine.)  We have expanded the text to more fully describe our qualitative observations regarding hematuria.
6. Discussion - Why do you say the protocol can be applied to other cell types?  Is there evidence or can the protocol potentially be applied to other cell types?

We have enlisted the protocol using MBT-2 cells.
7. Discussion – I think you should refrain from discussing an increase in the amount of time the current is delivered other than to say it may be a strategy to consider. The way the information is provided here, I get the sense that another user might apply current for substantially longer than you did without meaning to.  The time wasn’t measured.  It wasn’t controlled and no mechanism to control time was provided.   
An increase in the amount of time the current is delivered is neither mentioned nor suggested.  Increases in wattage, cell concentration, and incubation time for the instilled cells are discussed.
