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A. Microscopy: Does your protocol involve video microscopy? N
B. Does your protocol include software usage? N
C. Which steps of your protocol will viewers benefit most from having filmed? 
2.5., 2.7., 2.10., 3.2., 3.3., 3.7.
D. What is the single most difficult aspect of this procedure and what do you do to ensure success? 
2.5. The suture should be prepared before the incision is made and the muscle should not be released until the catheter is inserted 
3.2. To eliminate the extremes of the left kidney is a delicate step where it is helpful that someone else hold the kidney with cotton swabs (this method is also useful for the right kidney removal). It is also interesting to check that there is no bleeding before introducing the left kidney again into the mouse. 
E. Will the filming need to take place in multiple locations? Maybe (interviews may be filmed in lab, no animal facilities)

1. Introduction (Experimental Goal and Author Interviews) – As the beginning of your video, the introduction should clearly present the goal of your method to the viewer and its significance. Other information can be provided according to the various statements below, but the total introduction should not exceed 150 words. 

A. Experimental Goal: (read by voice talent at JoVE)

The overall goal of this procedure is to deliver large, repeated volumes of fluid intraperitoneally into the mouse abdomen and to generate uremia with a 5/6 nephrectomy to simulate the state of a human renal patient. (Intro)

B. Required Interview Statements: (Said by you on camera. Don’t forget to smile!) 
1.1. Guadalupe González: This method can help answer key questions in the peritoneal dialysis field about peritoneal or eventual systemic alterations in the response to fluid exposure, either under uremic or non-uremic conditions.
1.2. Guadalupe González: The main advantages of this technique are that large volumes of fluid can be injected intraperitoneally over a lengthy treatment period and that it allows the use of genetically-modified animals.    

C. Optional Interview Statements: (Said by you on camera. Don’t forget to smile!) 
1.3. Pilar Sandoval: The implications of this technique extend toward the therapy and diagnosis of structural and functional peritoneal deterioration, as it facilitates potential therapeutic strategy testing and biomarker evaluation. 
1.4. Manuel Lopez Cabrera: We first had the idea for this method when we anticipated the need for using genetically-modified mice to study the molecular cues involved in peritoneal damage.  
D. Introduction of Demonstrator: (Said by you on camera. Don’t forget to smile!)
E. Ethics title card: (for human subjects or animal work, does not count toward word length total)
1.5. Procedures involving animal subjects have been approved by the Institutional Animal Care and Use Committee (IACUC) at CSIC (Consejo Superior de Investigaciones Científicas).



Protocol: (read by voice talent at JoVE)
2. Catheter Placement
[bookmark: _GoBack](Editor: The author used file names that were not the shot numbers, and had a few specific requests for visualization that weren’t directly clear to me without seeing the footage. I’ve added all of the author’s comments, but don’t have suggestions for each)
2.1. For catheter placement, after shaving the right flanks and backs of each animal [3-CU], confirm a lack of response to toe pinch [1-WIDE-TXT] and apply ointment to the animals’ eyes [2-ECU]. [3-CU]
2.1.3. Flank being shaved, with shaved back visible in frame as possible
2.1.1. Talent pinching toe (Videographer: More Talent than mouse in shot) (TEXT: Anesthesia: 4-2% isoflurane; Analgesia: 0.1 mg/kg buprenorphine)
2.1.2. Ointment being applied
2.1.3. Flank being shaved, with shaved back visible in frame as possible (Move above 2.1.1)
2.2. Next, place the first animal on its left flank on the surgical table [1-MED-TXT] and disinfect the exposed skin with 1% chlorhexidine gluconate solution [2-CU].
2.2.1. Talent placing mouse onto table (Videographer: More Talent than mouse in shot) (TEXT: Maintain temperature w/ thermal system/heat pad/other appropriate heating system) (Author Comment: Use C0035, not C0034)
2.2.2. Skin being disinfected, with chlorhexidine gluconate solution container label visible in frame if possible
2.3. Use blunt scissors to make a 0.5-cm cut skin incision on the right flank of the body [1-ECU]. Then carefully separate the skin from the adjacent muscle layer until the skin covering the entire back of the animal is well separated [2-CU].
2.3.1. Incision being made (Author Comment: C0089 is valid, not C0088)
2.3.2. Shot of scissors separating skin from muscle (Author Comment: This shot was filmed from different angles)
2.4. Make 1-mm-diameter incision in the muscle layer through the skin incision [1-ECU] and insert the tip of the catheter and the first plastic ring into the muscle incision [2-CU-TXT].
2.4.1. Incision being made [Shots 2.4.1 and 2.4.2 combined. Sort of. See Author note] (Author Comment: There are 2 shots: use the beginning of the first one (not first 26 seconds, but from sec. 26 to 35), and the end of the second (from second 10 to the end, being careful with the breathing rhythm))
2.4.2. Tip and/or ring being inserted (TEXT: Peritoneal damage minimal) (Author Comment: Is in the same shot as 2.4.1)
2.5. Suture the peritoneal wall tightly around the catheter with a 5.0 or 6.0 non-absorbable suture [1-CU] with one plastic ring inside the peritoneal cavity and the other between the muscle and the skin [2-ECU-TXT].
2.5.1. Catheter being sutured (Author Comment: File C0042)
2.5.2. Shot of ring(s) as possible (TEXT: i.e. fix catheter to prevent hyperosmotic fluid leakage into subcutaneous space) (Author Comment: Use C0071 + C0072 to show that it is perfectly fixed. (wrongly called step 3.8.3). Also, from second 00:12 the animal begins to breath too fast)
2.6. “The suture should be prepared before the incision is made and the muscle should not be released until the catheter is inserted. Otherwise, since the incision is very small, it could be difficult to find the incision again.” [1-MED-interview style] 
2.6.1. Guadalupe González, speaking the above interview style (looking just off-camera)
2.7. Insert the access port into the subcutaneous space toward the tail of the mouse [1-CU-TXT] and close the wound with a second suture [2-CU].
2.7.1. Port being inserted into subcutaneous space (TEXT: Do not secure port to fixed position/Fixed port could cause itching/scratching/biting) 
2.7.2. Suture being placed (Author Comment: 2 shots: 2.7.2 + 2.7.2 final suture) (Editor: I’m not sure what the autor means be 2 shots, as this should just show the second/final suture)
2.8. Then return the animal to its cage after full sternal recumbency [1-MED-TXT].
2.8.1. Talent placing mouse into cage (TEXT: Repeat for each animal) (Author Comment: Use the second shot)
2.9. Four to seven days later, to initiate the peritoneal dialysis treatment, first load a syringe with 2 mL of peritoneal dialysis fluid [2-MED] and disinfect the skin surrounding the port with 1% chlorhexidine gluconate solution [1-CU-TXT] [2-MED].
2.9.2. Talent loading syringe (Author Comment: This shot is called 2.9.1, file C0077) (Editor: I’m not sure how this was slated – nevermind the naming – nor do I know how they slated the original 2.9.1)
2.9.1. Skin being disinfected, with solution container visible in frame (TEXT: See text for post-surgery monitoring details) (Author Comment: File C0081. File C0050 is not step 2.9.1, do not use it)
2.9.2. Talent loading syringe (Move above 2.9.1)
2.10. Then use one hand to restrain the animal by the tail and access port [1-CU] and inject the fluid into the port with the other hand, using a beveled needle [2-CU-TXT].
2.10.1.  Mouse being restrained  (Author Comment: Wrongly called 2.9.1, file C0078. Not C0079 nor C0080.)
2.10.2.  Fluid being injected (TEXT: Inject mice 2x/d/40 d) (Author Comment: File C0086)
3. 5/6 Nephrectomy and Catheter Placement
3.1. For five-sixths nephrectomy and catheter placement, after preparing the animals for surgery as demonstrated [1-WIDE], make a 0.5-cm skin incision on the left side of the animal close to the bottom of the ribs [2-CU].
3.1.1. Talent shaving animal (Videographer: More Talent than mouse in shot) (Author Comment: File C0087, maximum till second 26)
3.1.2. Incision being made (Author Comment: Add shot C0049 at the beginning (not numbered) + C0089, called 2.3.1) (Editor: I’d ignore this note from the author unless there is no footage – or no good footage – provided for this shot)
3.2. Open a small incision in the muscle to extract the left kidney from the peritoneum [1-CU] and remove the capsule and the adrenal gland [2-CU]. 
3.2.1. Kidney being extracted (Author Comment: I think we do not have this shot, it was a bit difficult to film it)
3.2.2. Capsule/gland being removed (Author Comment: Wrongly called 3.2.1, file C0053. Till sec. 54 is enough)
3.3. Use a cauterizer to burn and cut the extremities of the kidney [1-ECU] and return the kidney to the peritoneal cavity [2-CU].
3.3.1. Extremity being cauterized (Author Comment: File C0054 for the left side from 0:01:16 (eliminate from 0:01:26 till 0:01:28) and file C0090 for the right side (called 3.3.1 better repeat)) (Editor: I’m not sure what the authors want here – if they want or need to show both sides, or if they want them shown in split screen. I’d suggest doing whatever looks best for now)
3.3.2. Kidney being returned 
3.4. Then close the muscle and the skin wounds with insoluble 5.0 or 6.0 sutures [1-CU] and return the animal to its cage when it has fully recovered [2-MED].
3.4.1. Skin suture being placed (Author Comment: 3.4.1 + 3.4.1 final suture if it is acceptable: it looks a bit out of focus) (C0057)) (Editor: I think this means that these shots were combined? And hopefully the shot is in focus enough to use)
3.4.2. Talent placing mouse into cage
3.5. The next day, make a 0.5-cm skin incision on the right side of the animal [1-CU] and separate the skin at the back of the animal from the muscle as demonstrated [2-CU].
3.5.1. Incision being made (Author Comment: Called 3.4.1; C0058)
3.5.2. Shot of skin mostly separated from muscle (Author Comment: Called 3.4.2, C0059 + C0060)
3.6. Make a 0.3-0.4-cm incision in the muscle [1-ECU] and extract the right kidney from the peritoneal cavity [2-CU].
3.6.1. Incision being made (Author Comment: File C0061 from sec 18)
3.6.2. Kidney being extracted (Author Comment: Do not use C0062. Use C0066 from sec 08)
3.7. Remove the capsule and the adrenal gland [1-ECU] and use a non-absorbable 5.0 or 6.0 suture to ligate the kidney vein, artery, and ureter [2-CU].
3.7.1. Shot of kidney without capsule/gland (Author Comment: Use file C0067, called 3.6.3)
3.7.2. Suture being placed (Author Comment: File C0068)
3.8. Now remove the kidney completely [1-CU] and insert the catheter so that the muscle is maintained between the two plastic rings as demonstrated [2-ECU] before closing the muscle wound [2-CU].
3.8.1. Kidney being harvested (Author Comment: File C0069)
3.8.2. Catheter and/or ring(s) being placed
3.8.3. Shot of closed wound
3.9. Introduce the access port into the subcutaneous space [1-ECU] and close the skin as demonstrated [2-CU].
3.9.1. Port being inserted
3.9.2. Shot of sutured skin incision
3.10. Then return the animal to its cage with monitoring until full recovery [1-MED-TXT] and allow the animal to recover for at least 10 days before administering the hyperosmotic fluid as demonstrated [2-CU].
3.10.1.  Talent placing animal into cage (TEXT: Repeat for each animal) (Author Comment: Not C0075. Use C0076 only from 0:03 to 0:07 if necessary; if not, forget this part) (Editor: It looks like this is the file name instead of the shot number. I’m not sure if this is how the videographer is labeling the shots when sent to us or if this is author submitted material.)
3.10.2.  Use 2.9. (fluid being injected)
4. Results: Representative Peritoneal Dialysis Effects 

4.1. Mouse parietal peritoneal tissues obtained from the most distant area of the catheter demonstrates an increased thickness [1-LM] and cell migration during dialysis that is further aggravated in the nephrectomized animals [2-LM]. 

4.1.1. Jove fig 3 without brackets and arrows.ai please add bracket to “without Nephrectomy” image as in original Figure 3
4.1.2. Jove fig 3 without brackets and arrows.ai: please add bracket to “5/6 Nephrectomy” image as in original Figure 3

4.2. The mesothelial cells also exhibit an altered morphology due to intercellular union degradation induced by the peritoneal dialysis [1-LM].

4.2.1. Jove fig 3 without brackets and arrows.ai: please emphasize brown-stained cells at top of 5/6 Nephrectomy image

4.3. [bookmark: OLE_LINK2]Serum samples from nephrectomized mice indicate that a 5/6 nephrectomy induces a uremic state [1-LM], increasing the ureic nitrogen levels during the course of the experiment compared to baseline [2-LM].

4.3.1. figure 4.tif: please emphasize green 5/6 nephrectomy end point data point
4.3.2. figure 4.tif: please emphasize green 5/6 nephrectomy pre-treatment data point

4.4. Moreover, when the kidneys are fully functional, the ureic nitrogen [1-LM] levels remain similar to the basal state, even in mice exposed to peritoneal dialysis fluid [2-LM].

4.4.1. figure 4.tif: please yellow saline end point data point
4.4.2. figure 4.tif: please blue PDF w/o nephrectomy end point data point

5. Conclusion (said by authors on camera):
5.1. Guadalupe González: These techniques can be completed in 5-7 minutes without the nephrectomy, 15-20 minutes for the left kidney cauterization, and 20-25 minutes for the right kidney removal and catheter placement if each methodology is performed properly.
5.2. Manuel Lopez-Cabrera: After its development, this technique paved the way for researchers in the field of peritoneal dialysis to explore therapeutic options for peritoneal preservation in renal patients subjected to peritoneal dialysis treatment.

Authors, please list all images, movie files, or 3-D rendered animations that are to be included in the video per editor’s request. The step in the script/video where the files will be inserted should be indicated before the file name (please do not name files with step number, as step numbers may change with revisions). For example:

3.1.1. Figure1.tif - dual color imaging of tumor angiogenesis at 40X 
3.1.2. Figure2.tif - dual color imaging of tumor angiogenesis at 100X

Formats: For static images, we prefer .tiff, .eps, Illustrator, PowerPoint or Photoshop files at dimensions of at least 720X480 pixels and 300 dpi. The higher resolution, the better. Likewise, any exported movie files should have at minimum these dimensions and be rendered to .mov, .mp4, or .avi files. 

Jove fig 3 without brackets and arrows.ai
figure 4.tif

General Preparation

It’s critical for a smooth and organized shoot that all reagents are accounted for, in advance.  

Any overnight or long incubation steps should be recognized and specimens/samples be prepared in advance so that prior steps can be recorded and shooting can continue with pre-prepared specimens/samples. 

All tubes/flasks should be pre-labeled neatly before we arrive. 

Ex. Luciferase assay done in 96 well plates should be labeled with negative/positive control wells and experimental samples are labeled accordingly.

You will receive more detailed preparation instructions in the email accompanying the finalized script.
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