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	1
	4:01/video
	The tumor appears to be ulcerated.  Tumor ulceration is often used as a humane endpoint for animal studies because of the pain ulceration may cause and because of the potential for bacterial invasion through the devitalized skin.  If the ulceration had just occurred, then the surgical intervention may have been appropriate.  However, the imaging sequence shown at 5:27 and in the text shows ulceration starting to occur on day 23, 6 days before the last image shown.
	Some explanation as to whether surgical debridement was performed as soon as ulceration was identified is needed.  Alternatively, an explanation as to why ulceration was not used as a human endpoint is needed.
	We recommend addressing this concern in the text protocol. 
	

	2
	4:12/video
	The incision is not draped.  It appears that both the cotton swab and the suture may have come in contact with unclipped and unprepped parts of the mouse, breaking sterile technique.
	Typically the incision should be draped off and sterile technique should be maintained.  
	We can add a text overlay stating the surgical drape has been omitted for demonstration purposes. 
	

	3
	text
	Specific suture name must be mentioned in the video and paper. The suture appeared to be silk which is not appropriate to be used on the skin. The length of sutures was also too long for the animal.
	
	We recommend addressing this issue in the text protocol. 
	

	4
	text
	The name, dosage, and length of analgesics must be mentioned in video and paper. Just stating “appropriate” is not sufficient.
	
	As above. 
	

	5
	Text/video
	The video shoes coating the wound with an antibiotic and analgesic mix.  The text indicates that the drugs were gentamycin and tramadol.
	Antibiotics are not generally used for clean surgeries such as this if good aseptic technique is maintained.  If antibiotics are needed, broad spectrum antibiotics capable of treating both gram + and gram – bacteria are used.  Gentamicin has only a gram negative spectrum and would be ineffective against many surgical infections caused by Staphylococcus or Streptococcus sp.  

The Tramadol works centrally at the brain and administering it onto a would would be expected to have little or no effect.  In addition, it is reported to be ineffective as an analgesic in mice.  
	As above.
	


1. Place in the video/text- 4:01/video
-Reviewer comment 
The tumor appears to be ulcerated. Tumor ulceration is often used as a humane endpoint for animal studies because of the pain ulceration may cause and because of the potential for bacterial invasion through the devitalized skin. If the ulceration had just occurred, then the surgical intervention may have been appropriate. However, the imaging sequence shown at 5:27 and in the text shows ulceration starting to occur on day 23, 6 days before the last image shown.

-Suggested changes 
Some explanation as to whether surgical debridement was performed as soon as ulceration was identified is needed. Alternatively, an explanation as to why ulceration was not used as a human endpoint is needed.

-Jove response 
We recommend addressing this concern in the text protocol.
-Author response
We agree that ulceration is a serious ethics topic for animal experiments. The Main character of this model is to plant breast cancer cells into mice mammary fat pad orthotopically. We discuss these concern in REPRESENTATIVE  RESULTS figure 1 and in first paragraph in DISCUSSION part respectively: “After a successful injection, one white transparent flat sphere with the nipple as the out-surface round center can be observed.”, “During the tumor progress, in some mice, the nipple can ulcerate, scab, grow red granulation tissue, flatten, or even disappear, similar to what happens in human nipples during breast cancer. Mice may experience discomfort with ulcerations; humane care should be taken.” Since scab is the character of this model, we made a definition in this project’s ethic: delimit “bleeding ulceration with open wound” as the humane endpoints, while closed dry spot or scab will not regard as ulceration. The humane endpoints for the present study were as follows: Body weight, which was monitored twice weekly. When the weight after tumor cell inoculation decreased by >10% when compared with the initial weight of the mouse. Secondly, behavioral observations taken during the experiment. When the food/water consumption and the daily activity reduced by 50%, or if the fur became dull. Thirdly, tumor length and width were measured twice weekly using digital calipers. When the volume of primary tumor reached ~800 mm3, the mice were sacrificed. Also, painkillers were administered following tumor resection. If mice appeared in pain even with following painkiller administration, the mice were sacrificed. If continuous bleeding and wound infection were observed, the mice were sacrificed. Finally, if the wounds fail to heal following tumor resection past 5 days, the mice were sacrificed. 
2. Place in the video/text- 4:12/video
-Reviewer comment 
The incision is not draped. It appears that both the cotton swab and the suture may have come in contact with unclipped and unprepped parts of the mouse, breaking sterile technique.
-Suggested changes 
Typically, the incision should be draped off and sterile technique should be maintained.  

-JOVE 
We can add a text overlay stating the surgical drape has been omitted for demonstration purposes.
-Author response 
Thank JOVE to add a text to state the surgical drape has been ommitted for demonstraton purpose. 
Radical surgical resection for primary tumor is operated in order to avoid any residual tumor tissue interfere with the observation of metastases. After recession, we cut off excess suture, drape off the incision, while these parts maybe are not filmed or clipped into the whole video. We add “cut off excess suture, drape off the incision.” In PROTOCOL 4.1.3 to reinforce the suture and align the incisional skin progress.
The whole operation is done in a sterile hood. Anything before putting into the hood were steriled. The sewing needles are commercial steriled, high pressure steam sterilization are used for other surgical instruments. Before surgery, 75% ethanol were used to spray the lower abdomen to sterile tumor and its surrounding. In the hood, we have relatively cleaning area and relatively contaminated area. The steriled cotton swab, the suture, and surgical instrument are putted in cleaning area (sterile gauze). The animal, removed tumor and organs are putted in relatively contaminated area in the hood. 
3. Place in the video/text- Text
-Reviewer comment 
Specific suture name must be mentioned in the video and paper. The suture appeared to be silk which is not appropriate to be used on the skin. The length of sutures was also too long for the animal.

-JOVE response 
We recommend addressing this issue in the text protocol.
-Author response 
The suture is sewing needle (stainless steel needle with medical thread), from Shanghai Pudong Jinhuan Medical Products Co., Ltd. we added it in material list. The sterilized medical thread used in this product is made of braided mulberry silk; the needle of the suture needle is made of stainless steel. One sewing needle is in one aseptic packaging. According to instructions, the whole product is sterilized by gamma ray or sterilized by ethylene oxide, and is suitable for suturing and ligation of human tissue during surgery. 
We choose non-absorbable suture in this project, and leave the sutures a little longer. The location where we did suture is at the forth fat pad at the lower abdomen. After recover from anesthesia, the mouse start to tongue to clean herself. Absorbable and short sutures can be easily to bite and even lead the wound open. After some failed attempts, we choose this sewing needle and set up the materials and methods.
4. Place in video/text- Text
-Reviewer comment 
The name, dosage, and length of analgesics must be mentioned in video and paper. Just stating “appropriate” is not sufficient.

-JOVE response 
We recommend addressing this issue in the text protocol.
-Author response 
For tumor cells injection, 2% isoflurane gas to anesthetize the mice during injection, no analgesics or painkiller is used, because the pain caused by syringe needle (0.45×16) is soft, and short. For surgery, painkiller can be used for post-surgical pain, here we used tramadol, non-opioid central analgesics. 1 mg/mL tramadol, 1 drop of about 50 μL (50μg) per mouse were used during surgery, and is mentioned in text in PROTOCOL 4.2. 
5. Place in video/text- Text/video
-Reviewer comment 
The video shoes coating the wound with an antibiotic and analgesic mix. The text indicates that the drugs were gentamycin and tramadol.

-Suggested changes 
Antibiotics are not generally used for clean surgeries such as this if good aseptic technique is maintained. If antibiotics are needed, broad spectrum antibiotics capable of treating both gram + and gram – bacteria are used. Gentamicin has only a gram-negative spectrum and would be ineffective against many surgical infections caused by Staphylococcus or Streptococcus sp. The Tramadol works centrally at the brain and administering it onto a wound would be expected to have little or no effect.  In addition, it is reported to be ineffective as an analgesic in mice.

-JOVE response 
We recommend addressing this issue in the text protocol.
-Author response 
We agree with the comments that antibiotics are not generally used for clean surgeries. We fellowed our published article on Molecules and Oncology Letter to use Gentamicin, and this may mislead the readers of this video. In the improved protocol, we stop using it. JOVE, could you please make some changes for the video and text? For the video, at 4:10, change the text from “see text for anesthesia, analgesia and antibiotic details” to “see text for anesthesia and analgesia detals”, while the voice should also make correspondence changes. For the text, change 4.2 from “Dissociate the tumor from the skin with scissors, dropwise antibiotic (2 mg/mL gentamicin, 1 drop of about 50 μL per mouse), and painkiller (1 mg/mL tramadol, 1 drop of about 50 μL per mouse) to prevent infections and relieve postoperative pain.” to “Dissociate the tumor from the skin with scissors, dropwise painkiller (1 mg/mL tramadol, 1 drop of about 50 μL per mouse) to relieve postoperative pain.”
Tramadol is a non-opioid central analgesic, and has no inhibitory effect on breathing. The potential administrations can be Intraperitoneal injection, Intramuscular injection, Intravenous injection and oral taken. Considering the inhaled anesthesia condition, no inhibitory effect analgesic is needed. Since the part of peritoneal blood vessel has been exposed during surgery, considering the fast-peritoneal absorption, we dropwise painkiller to relieve postoperative pain. After surgery, we administer 10 mg/kg tramadol with an oral gavage for 3 d. Although it is reported to be ineffective as an analgesic in mice, it is still a widely used and available product for animal surgery.
