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Author Questionnaire 
1. We have marked your project as author-provided footage, meaning you film the video yourself and provide JoVE with the footage to edit. JoVE will not send the videographer. Please confirm that this is correct. 
√ Correct 

 2. Microscopy: Does your protocol require the use of a dissecting or stereomicroscope for performing a complex dissection, microinjection technique, or something similar?  No   
3. Software: Does the part of your protocol being filmed include step-by-step descriptions of software usage?  No

[bookmark: Text5]4. Proposed filming date: To help JoVE process and publish your video in a timely manner, please indicate the proposed date that your group will film here: MM/DD/YYYY	Comment by Poornima  G: Authors, please provide this date via email

When you are ready to submit your video files, please contact our Content Manager, Utkarsh Khare. 

Current Protocol Length
Number of Steps:  14
Number of Shots:  26 

Introduction 
REQUIRED: What is the scope of your research? What questions are you trying to answer? 

1.1. Elina Zhivov: Our research examines the microbiome dysbiosis in Hidradenitis Suppurativa, exploring how it contributes to the disease's pathogenesis and affects immune system function. We aim to uncover the microbiome's role in disease development and progression to identify potential therapeutic targets.
1.1.1. [bookmark: _Hlk194676695]INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera. Suggested B-roll: 2.5.1
What technologies are currently used to advance research in your field?
1.2. Elina Zhivov: 16S rRNA Gene Sequencing,  Metagenomic Sequencing, Metatranscriptomics, Shotgun Sequencing, Flow Cytometry and culture techniques.
1.2.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera. Suggested B-roll: 2.7.1

What research gap are you addressing with your protocol?
1.3. Elina Zhivov: This standardized approach enhances tissue collection and reproducibility in HS microbiome studies, enables banking of bacterial strains from HS tunnels, and supports large-scale functional testing. It also aids in evaluating antimicrobial resistance, optimizing therapies, and developing pathogen-specific treatments.
1.3.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera. Suggested B-roll: 3.5.1








Ethics Title Card
This research has been approved by the Institutional Review Board (IRB) at the University of Miami



Protocol  
2. Isolating Anaerobic Bacteria from Hidradenitis Suppurativa Tunnel Lesions
Demonstrator: Elina V. Zhivov
2.1. To begin, obtain the surgically resected skin tissue from the affected areas of patients diagnosed with Hidradenitis Suppurativa or HS tunnels [1].
2.1.1. WIDE: Talent picking up the petri dish with skin sample from the bench. Authors, we cannot have an image as the opening scene according to journal guidelines. I request you to please film this shot 

2.2. Probe the skin with pre-autoclaved forceps to identify tunnels within the excised tissue [1-TXT].
2.2.1. LAB MEDIA: Figure 1A TXT: Perform this step while at the surgery center or at outpatient clinic

2.3. Immediately after identifying the tunnel, take 6-millimeter punch biopsies through the full-thickness skin of the identified tunnel [1]. Immerse the sample in semi-solid buffered media with reducing agents in anaerobic transport glass vials to preserve anaerobic bacterial species [2].
2.3.1. Shot of a 6-millimeter punch biopsy being taken from the identified tunnel.
2.3.2. Talent placing the biopsy into anaerobic transport vials.

2.4. Transport the tunnel tissue in anaerobic vials to the laboratory on ice [1].
2.4.1. Shot of Vials being placed on ice transport box.

2.5. For HS Skin Processing, use sterile forceps submerged in the media to remove the 6-millimeter punch biopsy from the anaerobic transport vial [1]. Then, with a sterile scalpel, chop the tissue into small pieces, approximately 1 square millimeter each [2]. Place the chopped tissue in a sterile microcentrifuge tube containing 500 microliters of Reinforced Clostridial Medium [3] and briefly vortex [4].
2.5.1. Close-up of talent removing tissue from the vial with sterile forceps.
2.5.2. Talent chopping the tissue into small pieces with a sterile scalpel.
2.5.3. Talent placing chopped tissue into a microcentrifuge tube.
2.5.4. Talent vortexing the tube.


2.6. Next, using a new sterile loop, perform repeated quadrant streaking of the tissue suspension onto TSA 2- 5% Sheep Blood, LKV, PEA and Brain Heart Infusion agar plates [1].
2.6.1. Close-up of Quadrant streaking being performed on agar plates.

2.7. Place all agar plates in an incubator at 37 degrees Celsius inside an anaerobic chamber sealed with a carbon dioxide pack [1]. Check the plates every 2 to 3 days, expecting anaerobic bacterial growth 7 to 14 days post-plating [2-TXT]. 
2.7.1. Talent placing agar plates in the anaerobic chamber incubator.
2.7.2. Talent examining the plate with colonies. TXT: Acquire pictures of the plate

2.8. Prepare glycerol stocks with 20% liquid volume of sterile glycerol based on RCM amount used for above tissue suspension in a cryotube [1]. Store the glycerol stocks at minus 80 degrees Celsius for later use [2]. 
2.8.1. Talent mixing glycerol and tissue suspension in a cryotube.
2.8.2. Shot of Cryotubes being stored at -80 degrees Celsius.


3. 16S Ribosomal RNA Isolation to Identify Anaerobic Bacteria 

3.1. To begin, obtain the anaerobic bacterial colonies isolated from the Hidradenitis Suppurativa or HS patient skin biopsy sample [1].
3.1.1. WIDE: Talent removing anaerobic chamber with plates with colonies from the incubator.

3.2. Prepare a qPCR (Q-PCR) plate with a master mix by calculating the required volume for all selected colonies, a negative control and a positive control [1-TXT].
3.2.1. Talent mixing the PCR master mix tube by inverting. TXT: Positive control: Staphylococcus aureus USA300 

3.3. Bring the qPCR plate into the biosafety cabinet, ensuring the wells are covered to avoid contamination [1]. 
3.3.1. Talent placing the PCR plate in a biosafety cabinet.

3.4. Using a sterile pipette tip, pick up a single colony [1] and streak it in a zig-zag motion on the same type of plate from which it was isolated [2]. Immediately after streaking, place the same pipette tip with the colony in the prefilled master mix well and swirl well to serve as a template for 16S r-DNA PCR amplification  [3-TXT].
3.4.1. Close-up of talent using a sterile pipette tip to pick up a single colony.
3.4.2. Talent streaking the colony on an agar plate.
3.4.3. Talent dipping the tip with remaining colony into a PCR plate well. TXT: Repeat the process for all types of agar plates

3.5. Run the qPCR using appropriate settings in real time system PCR or thermocycler[1] and run gel electrophoresis with amplified qPCR products to verify the size of the amplicon, which is expected to be 311 bp [2]. Purify the successfully amplified 16S rDNA fragments using a PCR purification kit according to the manufacturer’s instructions [3].
3.5.1. Talent placing the PCR plate in a PCR machine.
3.5.2. Talent loading the product into an agarose gel’s well.
3.5.3. Talent adding the amplicon into PCR purification kit tube.

3.6. Send the purified PCR product for 16S ribosomal RNA Sanger sequencing using 16S rDNA V1-V3 forward and reverse primers [1].
3.6.1. Talent labelling the PCR product containing tube for sequencing.


Results
4. Representative Results 
4.1. Distinct bacterial colonies with varying morphologies, including differences in color, size, transparency, and the presence or absence of hemolysis zones, were observed on agar plates within 3 to 14 days of incubation [1].
4.1.1. LAB MEDIA: Figure 1B

4.2. In the gel electrophoresis, the negative control lane contains no DNA, confirming the specificity of the PCR reaction [1]. The presence of specific 16S rDNA bands in the test sample lanes indicates successful amplification from the bacterial colonies [2].
4.2.1. LAB MEDIA: Figure 2 Video editor: Highlight lane “negative control”
4.2.2. LAB MEDIA: Figure 2 Video editor: Highlight lanes “1 to 7”
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