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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?  Enter Yes or No.  
If Yes, can you record movies/images using your own microscope camera?
Enter Yes or No.  
If your protocol involves microscopy but you are not able to record movies/images with your microscope camera, JoVE will need to use our scope kit. 
If your microscope does not have a camera port, the scope kit will be attached to one of the eyepieces and you will have to perform the procedure using one eye.
Enter make and model of microscope.
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.

2. 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.

3. Filming location: Will the filming need to take place in multiple locations?   Enter Yes or No.
If Yes, how far apart are the locations? Click to enter distance between locations.

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:  19
Number of Shots:  48 

Introduction
Videographer: Obtain headshots for all authors available at the filming location. 

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.


Videographer: Obtain headshots for all authors available at the filming location.

Testimonial Questions (OPTIONAL): 

Answers to these questions will not appear in the video but may be featured in our journal's promotional materials.
· Enter the full name of the author who will deliver the statement.
· Answer in full sentences, in a style suitable for being spoken aloud. 
· Answers will be mildly edited for clarity.
· Limit the length of each statement to 50 words or fewer.


How do you think publishing with JoVE will enhance the visibility and impact of your research?
1.11. 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 50 or fewer words.
Can you share a specific success story or benefit you’ve experienced—or expect to experience—after using or publishing with JoVE? (This could include increased collaborations, citations, funding opportunities, streamlined lab procedures, reduced training time, cost savings in the lab, or improved lab productivity.)
1.12. 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 50 or fewer words.


Ethics Title Card
This research has been approved by the Animal Ethics Committee of Changchun University of Traditional Chinese Medicine


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 the videographer will capture. 

2. Preparation of XY Decoction Aqueous Extract
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, place 15 grams of Renshen or Panax ginseng C.A. Mey, 30 grams of Guiban or Chinemys reevesii, and 30 grams of Biejia or Trionyx sinensis Wiegmann into a decoction pot [1]. Add 1000 milliliters of deionized water and soak for 30 minutes at room temperature [2].

2.1.1. WIDE: Talent placing the specified herbs into the decoction pot.  
2.1.2. Talent adding deionized water into the decoction pot and letting it soak.

2.2. Boil the three herbs for 1 hour [1]. Simultaneously, soak these fifteen herbs in another container for 30 minutes [2]. After soaking, transfer the soaked herbs into the decoction pot [3].

2.2.1. Talent boiling the three herbs in the decoction pot.  
2.2.2. TEXT in PLAIN BACKGROUND:
1) Rehmannia glutinosa Libosch (Dihuang, 30 g), 
2) Trichosanthes kirilowii Maxim. (Tianhuafen, 30 g), 
3) Coix lacryma-jobi L. var. mayuen (Roman.) Stapf (Yiyiren, 20 g), 
4) Paeonia lactiflora Pall. (Baishao, 30 g), 
5) Boswellia carterii Birdw. (Ruxiang, 7 g), 
6) Commiphora myrrha Engl. (Moyao, 7 g), 
7) Agrimonia pilosa Ledeb. (Xianhecao, 20 g), 
8) Alpinia oxyphylla Miq. (Yizhiren, 20 g), 
9) Ziziphus jujuba Mill. var. spinosa (Bunge) (Suanzaoren, 30 g), 
10) Melia toosendan Sieb. et Zucc. (Chuanlianzi, 5 g), 
11) Fritillaria thunbergii Miq. (Zhebeimu, 15 g), 
12) Anemarrhena asphodeloides Bge. (Zhimu, 10 g), 
13) Platycodon grandiflorum (Jacq.) (Jiegeng, 10 g), 
14) Polygala tenuifolia Willd. (Yuanzhi, 15 g), 
15) Phragmites communis Trin. (Lugen, 30 g)  

2.2.3. Talent transferring the soaked herbs into the main decoction pot.

2.3. Now, boil all 18 herbs together for 30 minutes [1]. Pour out the herbal liquid [2], add 1000 milliliters of deionized water [3], and boil again for another 30 minutes [4].

2.3.1. Talent boiling the 18 herbs in the decoction pot.  
2.3.2. Talent pouring out the herbal liquid.
2.3.3. Talent adding deionized water.
2.3.4. Talent placing the decoction pot on a heater.

2.4. Now, filter the mixed herbal liquid through a 400-mesh cloth [1]. Concentrate the filtrate under reduced pressure [2]. Then, transfer the concentrated herbal liquid to cooling equipment [3].

2.4.1. Talent filtering the herbal liquid through the cloth.  
2.4.2. Talent concentrating the filtrate under reduced pressure.  
2.4.3. Talent transferring the concentrated liquid to a cooling device.

2.5. After cooling, pour the concentrated herbal liquid into a lyophilization tray [1] and place it in the pre-freezing chamber of a vacuum lyophilizer [2]. After pre-freezing, transfer the tray to the sublimation drying chamber to remove water [3-TXT].

2.5.1. Talent pouring concentrated herbal liquid into the lyophilization tray.
2.5.2. Talent placing the tray into the pre-freezing chamber of a vacuum lyophilizer.  
2.5.3. Talent transferring the lyophilization tray to the sublimation drying chamber. TXT: Remove any residual moisture at a high temperature

2.6. Next, pulverize the freeze-dried herbal extract using a pulverizer [1] to obtain fine lyophilized XiaoYi or XY decoction powder [2].

2.6.1. Talent placing the freeze-dried into a pulverizer.
2.6.2. A shot of the fine lyophilized XiaoYi or XY decoction powder.

3. Drug-Containing Serum Preparation
Demonstrator: Click here to enter name of demonstrator(s)

3.1. Weigh 0.91 grams of lyophilized XY decoction powder [1] and dissolve it in 3.2 milliliters of distilled water to prepare the drug solution [2].

3.1.1. Talent weighing the lyophilized XY decoction powder.
3.1.2. Talent dissolving the powder into distilled water.

3.2. Administer the XY decoction to the mice in the XY group via gavage [1-TXT], while administering the control group with an equivalent volume of deionized water [2].

3.2.1. Talent administering XY decoction to the mouse using a gavage tube. TXT: Randomly assign 6-week-old C57BL/6 male mice (20 ± 2 g) into the XY or control group 
3.2.2. Talent administering deionized water to a control mouse.

3.3. After anesthetizing the mice and enucleating the eyeballs, collect blood samples from the eyeballs before euthanizing the mice [1-TXT].

3.3.1. Talent collecting blood from the enucleated eyeballs. TXT: Anesthesia: Pentobarbital sodium; Euthanasia: CO2 asphyxiation followed by cervical dislocation

3.4. Allow the blood samples to stabilize at room temperature for 90 minutes [1]. Then, centrifuge at 3450 g at 4 degrees Celsius for 15 minutes [2] and collect the supernatant [3].

3.4.1. A shot of the blood samples placed on a workbench. 
3.4.2. Talent centrifuging the blood samples.
3.4.3. Talent collecting the supernatant.

4. UHPLC-QE-MS Analysis
Demonstrator: Click here to enter name of demonstrator(s)

4.1. Add 100 milligrams of XY decoction lyophilized powder to 500 microliters of extraction solution composed of methanol and water in a 4:1 (four to one) ratio and mix thoroughly [1]. Sonicate the mixture [2], and incubate it in an ice-water bath for 1 hour [3].

4.1.1. Talent adding XY decoction lyophilized powder to extraction solution and mixing.  
4.1.2. Talent sonicating the mixture.
4.1.3. Talent incubating the mixture in an ice-water bath.

4.2. After one hour, place the mixture at minus 40 degrees Celsius for one more hour [1]. Centrifuge at 13,800 g at 4 degrees Celsius for 15 minutes [2]. Filter the supernatant through a 0.22-micrometer filter membrane [3] and combine 100 microliters of each supernatant to create quality control or QC samples [4].

4.2.1. Talent placing the mixer in a freezer.  
4.2.2. Talent centrifuging the sample.  
4.2.3. Talent filtering the supernatant through the membrane.  
4.2.4. Talent combining supernatants for quality control samples.

4.3. Next, after thawing the plasma samples, take 400 microliters of the control group plasma sample and 400 microliters of the XY group plasma samples [1]. Add 40 microliters of 2 molar hydrochloric acid to each sample [2]. Vortex for 1 minute [3] and let the mixture stand at 4 degrees Celsius for 15 minutes [4-TXT].

4.3.1. A shot of the control group plasma sample and the XY group plasma sample placed on a workbench.  
4.3.2. Talent adding hydrochloric acid to both the plasma samples.  
4.3.3. Talent vortexing the mixture.
4.3.4. Talent placing the mixture in a refrigerator. TXT: Repeat this step 4x

4.4. Now, add 1.6 milliliters of acetonitrile [1] and vortex for 5 minutes [2]. After centrifuging for 5 minutes, subject 1800 microliters of the supernatant to nitrogen drying [3].

4.4.1. Talent adding acetonitrile to the mixture.
4.4.2. Talent vortexing the mixture.  
4.4.3. Talent drying the supernatant under nitrogen.

4.5. Add 150 microliters of 80% methanol with 10 micrograms per milliliter of internal standard to the dried samples [1], and mix them well by vortexing for 5 minutes [2]. Centrifuge at 13,800 g for 5 minutes at 4 degrees Celsius [3]. Transfer 120 microliters of the supernatant to a fresh glass vial for Liquid chromatography-mass spectrometry or LC-MS (L-C M-S) analysis [4].

4.5.1. Talent adding methanol to the dried sample.
4.5.2. Talent vortexing the solution.  
4.5.3. Talent centrifuging the solution.  
4.5.4. Talent transferring supernatant to a fresh glass vial for analysis.

5. Cell Culture and Animal Preparation for the Tumor Model Establishment
Demonstrator: Click here to enter name of demonstrator(s)

5.1. Inject 0.1 milliliters of the prepared cell suspension subcutaneously into the right axilla of the mice to establish the lung adenocarcinoma model [1].

5.1.1. Talent injecting cell suspension into the right axilla of the mouse.

5.2. After 5 days, randomly divide the mice into these five groups [1].

5.2.1. TEXT in PLAIN BACKGROUND:
1) Model group (M):  No treatment
2) XY decoction low-dose group (XY-L): 1.3 g/kg
3) XY decoction medium-dose group (XY-Z): 2.6 g/kg
4) XY decoction high-dose group (XY-H): 5.2 g/kg
5) Cisplatin group (DDP): Treated with cisplatin

n = 6 per group


5.3. Dissolve the XY decoction powder in 200 microliters of distilled water at the corresponding dose [1] and administer it via gavage [2-TXT].

5.3.1. Talent dissolving decoction powder in distilled water.
5.3.2. Talent gavaging the mouse to administer the solution. TXT: The M and DDP groups receive an equal volume of distilled water

5.4. Finally, administer cisplatin to the cisplatin group via intraperitoneal injection once every 3 days [1-TXT].

5.4.1. Talent administering intraperitoneal injection of cisplatin to the mouse. TXT: Cisplatin: 3 mg/kg, I.P.

Results
Please review this section to make sure that it accurately reflects your findings.
· This section will not be recorded by the videographer. 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: 117.
· Please note that the video cannot include voiceover without an accompanying visual.

6. Representative Results 

6.1. The effect of XY decoction on tumor volume and morphology is shown in this figure [1]. The tumor volume in mice gavaged with XY decoction for 21 days was significantly lower [2] compared to the M group [3] and showed a dose-dependent decrease [4].
6.1.1. LAB MEDIA: Figure 4B, 4C.
6.1.2. LAB MEDIA: Figure 4B, 4C. Video Editor: Highlight all the plots except the top one (M) in 4B and all the rows except the top one (M) in 4C.
6.1.3. LAB MEDIA: Figure 4B. Video Editor: Highlight the top plot (M) in 4B and the top row (M) in 4C.
6.1.4. LAB MEDIA: Figure 4B.
6.2. Hematoxylin and eosin staining revealed that tumor cells in the M group were densely packed with active proliferation [1], while XY decoction treatment led to a gradual loosening of cell arrangement, increased intercellular spaces, and higher degrees of necrosis [2].
6.2.1. LAB MEDIA: Figure 5A, 5B. Video Editor: Highlight the two images in the M column.
6.2.2. LAB MEDIA: Figure 5A, 5B. Video Editor: Highlight the images in the XY-L, XY-Z, XY-H, and DDP columns.
6.3. Ki-67 immunohistochemistry staining showed reduced proliferation in XY decoction and DDP groups [1] compared to the M group [2]. Authors: How do you want to pronounce Ki-67? “K-I-sixty-seven”?
6.3.1. LAB MEDIA: Figure 6A, 6C. Video Editor: Highlight the XY-L, XY-Z, XY-H, and DDP images in 6A and all the bars except the black one in 6C.
6.4. Caspase 3 immunohistochemistry staining showed increased apoptosis in XY decoction and DDP groups [1] compared to the M group [2].
6.4.1. LAB MEDIA: Figure 6B, 6D. Video Editor: Highlight all the bars except the black one in 6D.
6.4.2.  LAB MEDIA: Figure 6B, 6D. Video Editor: Highlight the black bar in 6D.
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