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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 
☐ Incorrect 

 2. Microscopy: Does your protocol require the use of a dissecting or stereomicroscope for performing a complex dissection, microinjection technique, or something similar?  Enter Yes or No.  
If a dissection or stereo microscope is required for your protocol, please list all shots from the script that will be visualized using the microscope (shots are indicated with the 3-digit numbers, like 2.1.1, 2.1.2, etc.).
Click here to list microscope shots, using the shot numbers from the protocol section of the video script.

3. Software: Does the part of your protocol being filmed include step-by-step descriptions of software usage?  Enter Yes or No.
If Yes, we will need you to record using screen recording software.
We recommend using the screen capture program OBS. JoVE’s tutorial for using OBS Studio is provided at this link: https://review.jove.com/v/5848/screen-capture-instructions-for-authors?status=a7854k

As these files are necessary for finalizing your script, please upload all screen captured video files to your project page as soon as possible.

[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

DO NOT use this draft script for filming. Please wait until your script is finalized to begin the filming process. 

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

To ensure that your script can be filmed in one day, the protocol sections are cumulatively restricted to 55 shots (shots are the 3-digit numbers like 2.1.1, 2.1.2…etc)

Current Protocol Length

Number of Steps:  17
Number of Shots:  33

Introduction 

Answers to these questions will become interview statements that you will deliver on camera.
· Answer the 1st REQUIRED question and at least 2 other questions (1.2 – 1.10) below. Up to 5 interview statements will be included in the video.
· Enter the full name of the author who will deliver the statement.
· If possible, each author should deliver no more than two statements.
· Answer in full sentences, in a style suitable for being spoken aloud.
· Limit the length of each statement to 30 words or fewer.
· Answers will be edited for length, clarity, and consistency with journal style guidelines.

REQUIRED: What is the scope of your research? What questions are you trying to answer? 
1.1. Enter author name.: Click here to answer question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words.

What are the most recent developments in your field of research?
1.2. Enter author name: Click here to answer question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words.
What technologies are currently used to advance research in your field?
1.3. Enter author name: Click here to answer question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words.
What are the current experimental challenges?
1.4. Enter author name: Click here to answer question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words.

What significant findings have you established in your field?
1.5. Enter author name: Click here if you choose this question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words.

What research gap are you addressing with your protocol?
1.6. Enter author name: Click here if you choose this question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words.

What advantage does your protocol offer compared to other techniques?
1.7. Enter author name: Click here if you choose this question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words.
How will your findings advance research in your field?
1.8. Enter author name: Click here if you choose this question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words.
What new scientific questions have your results paved the way for?
1.9. Enter author name: Click here if you choose this question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words.
What research questions will your laboratory focus on in the future?
1.10. Enter author name: Click here if you choose this question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words.

Ethics Title Card
This research has been approved by the Research Ethics Board at the University of the Philippines Manila


Protocol  
[bookmark: _Hlk188263998]Please review this section to make sure that it accurately describes your protocol. Use Track Changes when making edits or revisions.
· The two-digit steps (e.g., 2.1., 2.2.) are the narration.  JoVE is responsible for the narration of the protocol and results.
· Red italics are pronunciation guides indicating how the word will be spoken. 
· Filming should take no more than 10 minutes per step. If a step takes more than 10 minutes, prepare the product for that step in advance.
· The three-digit shots (e.g., 2.1.1., 2.2.2.) are the actions that you/your videographer will capture. 

2. Breast Core Needle Biopsy and Tissue Processing for RNA and Histopathology
Demonstrator: Click here to enter name of demonstrator(s)

If the same person is the demonstrator throughout, mention them once here and remove the "Demonstrator" field from the other sections; if the demonstrator changes, retain the field in the respective sections.

2.1. To begin, set up a 14-gauge core needle biopsy gun under ultrasound guidance in an outpatient clinic, operating room, or other aseptic environment [1]. For each core, collect a breast sample approximately 2 centimeters in length from the center of the tumor and 1 centimeter away for adjacent normal tissue [2]. Collect 2 types of specimen, normal tissue and tumor tissue, from each patient [3]. 

2.1.1. WIDE: Talent holding a 14-gauge core needle in a clinical room.
2.1.2. Talent obtaining core samples, showing targeted locations of tumor center and adjacent tissue.
2.1.3. Shot of 2 samples per participant. 
2.2. Hand each sample to the research assistant for placement into a petri dish containing PBS solution [1-TXT].
2.2.1. Talent handing samples to research assistant who places them into petri dishes with PBS. TXT: Obtain up to 9 breast tissue cores

2.3. Sort the nine tumor tissue samples into 6 cores for RNA analysis and 3 cores for biobanking [1]. Cut each core lengthwise or crosswise using a sterile blade [2-TXT].
2.3.1. Talent sorting tumor cores into RNA and biobanking groups in labeled petri dishes.
2.3.2. Talent cutting the tissue with a sterile blade. TXT: Send half the tissue core for RNA analysis and the other half for histopathological analysis

2.4. Place the three normal tissue cores in petri dishes [1]. Cut the cores in half and allocate them for analysis [2]. 

2.4.1. Talent placing normal tissue in petri dishes.
2.4.2. Talent cutting normal tissue cores and placing halves into study and pathology containers.

2.5. Distribute samples among the tubes according to priority [1]. Place half of the cores into designated 5-milliliter cryovials with 1.25 milliliters of RNA stabilization solution [2]. 
2.5.1. Talent sorting samples for tube distribution.
2.5.2. Talent placing cores into cryovials with RNA stabilization solution.
2.6. Fix the other halves in specimen vials containing 10 percent neutral buffered formalin [1]. Complete and submit the surgical pathology forms with the fixed samples to the pathology department [2].
2.6.1. Talent placing matching core halves into formalin vials.
2.6.2. Talent filling out pathology forms and submitting vials.

3. Breast Tumor and Normal Tissue Handling for Biobanking, RNA Sequencing, and Transport
Demonstrator: Click here to enter name of demonstrator(s)
3.1. Place the specimen into a clean specimen bag after documentation and transport immediately to pathology without formalin to reduce cold ischemic time [1]. 
3.1.1. Talent placing specimen in clean bag.
3.2. Obtain a minimum 1 cubic centimeter tumor tissue block during grossing and cut into two halves [1-TXT].
3.2.1. Talent obtaining and slicing a 1 cubic centimeter tumor block. TXT: Use half for biobanking and the other half for pathology; Dimensions: 1 cm x 0.5 cm x 0.5 cm
3.3. Evenly trisect the fresh half block for RNA sequencing, biobanking, and organoid culture [1].
3.3.1. Talent trisecting the half block and placing parts into corresponding containers.

3.4. Immediately place tissue for RNA sequencing in 2.5-milliliter pre-chilled, pre-labeled, and pre-filled cryovials with RNA stabilization solution [1]. For biobanking, use 5-milliliter cryovials with the same solution [2]. 
3.4.1. Talent placing RNA sequencing sample in 2.5 milliliter cryovials.
3.4.2. Talent placing biobanking sample in 5 milliliter cryovials.
3.5. For organoid culture, use 15 milliliter conical vials pre-filled with tissue storage solution and Primocin [1]. Pool one-third of all tumor blocks into one conical tube [2].
3.5.1. Talent placing organoid culture sample in 15 milliliter conical vials.
3.5.2. Talent pooling tissue blocks into one tube.

3.6. Obtain a minimum 1 cubic centimeter normal tissue block [1] and slice it in half for RNA biobanking and routine histopathology [2]. 
3.6.1. Shot of a normal tissue block. 
3.6.2. Talent slicing normal tissue block and distributing samples. TXT: Dimensions: 1 cm x 1 cm x 0.5 cm
3.7. Transfer the tissue block into pre-chilled, pre-labeled, and pre-filled 2.5-milliliter cryovials with RNA stabilization solution for RNA sequencing and biobanking [1].  Then seal all cryovials with parafilm [2]. 
3.7.1. Talent placing samples in cryovials. 
3.7.2. Talent sealing the tubes with parafilm.
3.8. Store at 4 degrees Celsius for 24 hours then transfer to -20 degrees Celsius for 2 to 4 hours, and finally store at -80 degrees Celsius [1].
3.8.1. Talent storing vials at successive temperatures.

3.9. Seal the cryovial caps with parafilm [1].  Place sealed cryovials in test tube rack and cover with absorbent and bubble wrap [2]. 
3.9.1. Talent wrapping the vial caps with parafilm. 
3.9.2. Talent placing tubes in rack and wrapping them.
3.10. Place the wrapped rack in a resealable bag with a temperature logger [1-TXT]. Position gel packs on the bottom of a polystyrene box [2] then place the bag over the gel packs [3]. Put another layer of gel packs on top of the bag. Make sure the tubes are sandwiched between gel packs to ensure the specimens will be kept cold during transport [4]. 
3.10.1. Talent packing tubes with logger in a resealable bag.TXT: Ensure temperature logger is logging temperature and tubes are intact and upright
3.10.2. Talent placing gel packs at the bottom of a polystyrene box. 
3.10.3. Shot of the bag being placed over gel packs in a polystyrene box.
3.10.4. Talent placing gel packs over the bag.  

3.11. Put the closed polystyrene box into a cardboard shipping box and include the manifest in a ziplock bag [1]. Seal and label the box for shipping [2-TXT]. Before courier handoff, note the number of vials and the departure time from the biobank [3].
3.11.1. Talent placing box inside shipping box with manifest.
3.11.2. Talent sealing and labeling the box. TXT: Inform recipient about the collection schedule and immediately courier the samples
3.11.3. Talent documenting number of vials and time courier leaves.


Results
Please review this section to make sure that it accurately reflects your findings.
· You/Your videographer does not have to record this section. It only includes the figures/tables from your manuscript (called LAB MEDIA). 
· Use Track Changes when making edits or revisions. Ensure the voiceover length is below 200 words. Current word count: 77.
· Please note that the video cannot include voiceover without an accompanying visual.

4. Results 

4.1. 2 samples with varying RIN (Rin) values and concentration failed in the library preparation step during sequencing and were excluded in the final analysis [1]. All samples had great sequencing quality scores, where  more than 90% of base calls had an accuracy of at least 99.9% [2]. 
4.1.1. LAB MEDIA: Table 1 TXT: RIN: RNA Integrity Number
Video Editor: Please highlight the 6th and 11th row , “RIN Value” and “Reasons for Failing QC” columns
4.1.2. LAB MEDIA: Table 2	Video Editor: Please highlight the columns for  “%>Q30”

4.2. Bright-field imaging showed successful organoid formation from Stage III breast cancer mastectomy tissues after neoadjuvant therapy, with abundant spheroid-like structures visible at low [1] and high magnification [2].
4.2.1. LAB MEDIA: Figure 6A. 
4.2.2. LAB MEDIA: Figure 6B. 
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