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Author Questionnaire 
1. Microscopy: Does your protocol require the use of a dissecting or stereomicroscope for performing a complex dissection, microinjection technique, or something similar?    No.

2. Software: Does the part of your protocol being filmed include step-by-step descriptions of software usage?  No

3. Filming location: Will the filming need to take place in multiple locations?   No.

Current Protocol Length

Number of Steps:  13
Number of Shots:  37

Introduction
1. Introductory Interview Statements

Videographer: Obtain headshots for all authors. 


REQUIRED: 
1.1. Cheng-Cheng Deng: The isolation and culture of primary fibroblasts derived from keloid tissue are the basis for further studies of keloids.
1.1.1. INTERVIEW : Named talents says the statement above in an interview-style shot, looking slightly off-camera. Suggested B-roll:3.3.1

1.2. Cheng-Cheng Deng: Fibroblasts from keloid tissue can be easily acquired through this protocol, which can provide an abundant and stable source of cells in the laboratory for keloid research. 
1.2.1.  INTERVIEW : Named talents says the statement above in an interview-style shot, looking slightly off-camera. Suggested B-roll:3.5




Videographer: Obtain headshots for all authors. 


Ethics Title Card
1.3. Procedures involving human subjects have been approved by the Institutional Review Board (IRB) at the Dermatology Hospital, Southern Medical University.  

Protocol

2. [bookmark: _Hlk126314255]Tissue Preparation and Isolation 
2.1. [bookmark: _Hlk126314336]Begin by using sterile tweezers to place the keloid tissue in a 50-milliliter sterile centrifuge tube containing 10 to 25 milliliters of PBS (P-B-S) supplemented with 1 % PSA (P-S-A) [1-TXT]. 
2.1.1. WIDE:Talent places the keloid tissue in a 50 mL tube with PBS-PSA solution. TXT: Keep tissue immersed for 10 mins
2.2. Meanwhile, add 4 milliliters of PBS-PSA solution to each well of a 6-well plate [1]. Now take the tissue out of the tube [2] and wash twice with PBS-PSA solution [3]. 
2.2.1. Shot of 4 mL PBS-PSA being added to one well. AUTHORS: Please keep a labeled bottle of PBS-PSA in the background of the shot. 
2.2.2. Shot of tissue being taken out of tube. 
2.2.3. Shot of PBS-PSA being poured on tissue. 
2.3. Using a pair of sterile forceps, transfer the tissue sequentially from one well to the next [1]. Then, remove the adipose and epidermis layers with surgical scissors [2], leaving the dermis untouched [3]. 
2.3.1. Talent transfers the tissue sequentially from 1 well to the next.
2.3.2. Shot of adipose and epidermis being removed. 
2.3.3. Shot of intact dermis. AUTHORS: Please point to the intact dermis. 
2.4. Use a pair of scissors to dissect the trimmed dermis into 3 to 5-square millimeter pieces [1] and transfer the pieces to the next well, with a pair of sterile forceps [2]. Wash the pieces in PBS-PSA solution [3]. 
2.4.1. Talent cuts the trimmed dermis into pieces. 
2.4.2. Shot of pieces being transferred to a well. 
2.4.3. Talent adds fresh solution into wells with tissue pieces.
3. [bookmark: _Hlk126314373]Tissue Culture and Immunofluorescence Fibroblast Identification
3.1. Using sterilized forceps, place 10 to 30 dermis tissue pieces spaced less than 5 millimeters apart, in Petri dishes [1]. Place the dishes upside down in an incubator [2-TXT] until the pieces dry and stick to the dish [3]. 
3.1.1. Talent transfers dermis pieces to Petri dishes. 
3.1.2. Talent places the Petri dishes upside down in an incubator. TXT: 5 % CO2, 37 ˚C, 30-60 min
3.1.3. Shot of the slightly dried pieces stuck to the dishes. 
3.2. Next, add 7 milliliters DMEM (D-M-E-M) supplemented with 10 % FBS (F-B-S) and 1 % PSA  [1] and incubate the dishes as before [2]. After 3 days, replace half the supernatant with complete culture medium [3-TXT]. Observe the fibroblasts daily under 40 x (Ex) microscopic magnification [4]. 
3.2.1. Talent pipettes supplemented DMEM into the dishes. 
3.2.2. Shot of dishes inside the incubator.
3.2.3. Talent pipettes fresh culture medium into the dishes. TXT: Replace medium every 2-3 days
3.2.4.   Talent looks at the sample through a microscope. 
3.3. Remove the tissue pieces and the culture medium when the fibroblasts reach 90 % confluency [1]. Wash the fibroblasts in PBS [2] and add 2 milliliters of sterile trypsin-EDTA (E-D-T-A) solution [3].
3.3.1. Shot of the tissue pieces being removed from a confluent plate. 
3.3.2. Talent pipettes PBS over the fibroblasts. 
3.3.3. Shot of trypsin-EDTA being added to the tissue pieces. 
AUTHORS: For shots 3.3.2 and 3.3.3, please place labeled labware with the respective solutions, in the background of each shot. 
3.4. After incubating the cells in a humidified incubator [1-TXT], gently tap the culture dish [2] and observe it under the microscope [3]. Add 2 milliliters of complete medium to end the digestion once most of the cells have detached [4]. 
3.4.1. Talent removes the dishes from the incubator. TXT: 5 % CO2, 37 ˚C, 3-5 min
3.4.2. Talent taps the culture dish. 
3.4.3. Shot of dish being placed under the microscope. 
3.4.4. Talent pipettes 2 mL of complete medium into the dish. Videographer: If possible, please pan across to the dish and zoom into the detached tissue. 
3.5. Now, transfer the cell suspension to a 15-milliliter sterile centrifuge tube [1] and centrifuge the tube at 300 g for 3 minutes at room temperature [2]. Discard the supernatant carefully [3] and resuspend the cell pellet in complete medium [4]. 
3.5.1. Shot of cell suspension being transferred to a 15 mL centrifuge tube. 
3.5.2. Talent places the tubes in a centrifuge. 
3.5.3. Shot of supernatant being pipetted out of the centrifuged tube. 
3.5.4. Talent resuspends the pellet in complete medium. 
3.6. Seed the fibroblasts into a 9-centimeter cell culture dish [1] and incubate in a humidified incubator [2-TXT]. 	
3.6.1. Shot of cell suspension being seeded into a cell culture dish. 
3.6.2. Talent places the dishes into a humidified incubator. TXT: 5 % CO2, 37 ˚C, 3-4 days
3.7. To perform immunofluorescent analysis, after culturing the fibroblasts on round coverslips [1] and incubating them in primary and secondary antibodies [2],  place the washed coverslips on glass slides using forceps [3]. 
3.7.1. Shot of cells on round coverslips. 
3.7.2. Shot of coverslips incubating in antibody solution. 
AUTHORS: Please place labeled solutions of the primary and secondary antibodies in the background. 
3.7.3. Talent places the washed coverslips on glass slides. 
3.8. Add 50 microliters of DAPI (dæ'pɪ)solution to the coverslips to stain the cellular nuclei [1]  and transfer the samples to a wet, dark box for fluorescent microscopy [2]. 
3.8.1. Talent pipettes 50 µL DAPI solution onto the  glass slidecoverslips. (Please change “coverslips” into “glass slide”.)	Comment by JR S: "Move step 3.8.1 (Talent pipettes 50 µL DAPI solution onto the glass slides) above step 3.7.3 (Talent places the washed coverslips on glass slides).
3.8.2. Shot of coverslips being placed in a wet dark box. 



Results
4. Results: Characterized Fibroblastic Growth 
4.1. [bookmark: _Hlk135649683]Fibroblast outgrowths of the tissue were observed at 5 days after processing [1]. The fibroblasts displayed high proliferation rates and reached confluency after 10 days [2]. The fibroblasts had elongated and spindle-like cell bodies which were aligned in bundles at high confluency [3]. 
4.1.1. LAB MEDIA: Figure 3 Video Editor: Please emphasize 3 A
4.1.2. LAB MEDIA: Figure 3 Video Editor: Please emphasize 3 B
4.1.3. LAB MEDIA: Figure 3B Video Editor: Please zoom into the striated transparent structures in the figure. 
4.2. [bookmark: _Hlk135649698][bookmark: _Hlk126314412]Immunofluorescent staining returned positive red immunofluorescence of the fibroblasts [1] and blue immunofluorescence of the cellular nucleus [2].  
4.2.1. LAB MEDIA: Figure 4 A and C
4.2.2. LAB MEDIA: Figure 4 B and D
4.3. [bookmark: _Hlk135649711]Flow cytometric assays showed CD90 (C-D-Ninety) positivity in almost all fibroblasts [1]. 
4.3.1. LAB MEDIA: Figure 4 E   Video Editor: Please highlight the red peak



Conclusion
5. [bookmark: _Hlk27388131]Conclusion Interview Statements

5.1. Cheng-Cheng Deng: This study has described an optimized method and provided clear instructions to solve existing challenges and increase the chance of success for the isolation and culture of keloid fibroblasts.
5.1.1. INTERVIEW : Named talents says the statement above in an interview-style shot, looking slightly off-camera. Suggested B-roll:3.4
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