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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 China Location Producer, Junling Cheng.

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:  51 

Interviews 

Answers to these questions will become interview statements that you will deliver on camera.
· Introduction: Answer the 1st REQUIRED prompt and 1 additional question; Conclusion: Answer any 3 questions. No more than 5 interview statements will be included in the video.
· Enter the full name of the author who will deliver the statement.
· Speak naturally and avoid reading the lines.
· Limit the length of each statement to 20 words or fewer.
· Answers will be edited for length, clarity, and consistency with journal style guidelines.

Authors: Please note that the questions will not appear on screen. Please answer in stand-alone full sentence with sufficient context.

INTRODUCTION:
REQUIRED: Summarize your research focus and the main questions it aims to answer.
1.1. Enter full author name.: Click here to answer question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 20 or fewer words.

Describe the research gap or limitation in existing methods and how this protocol addresses them.
1.2. Enter full author name: Click here to answer question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 20 or fewer words.
Describe the research contexts or systems in which this protocol can be applied.
1.3. Enter full author name: Click here to answer question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 20 or fewer words.

CONCLUSION:
What does this protocol allow researchers to study or measure?
1. 
1.1. 
1.2. 
1.3. 
1.4. Enter full 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 20 or fewer words.

Describe the most important consideration or challenge when performing this protocol.
1.5. Enter full 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 20 or fewer words.

Are there any additional methods or analyses that can be performed following this procedure?
1.6. Enter full 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 20 or fewer words.

How can future studies build on this work? Describe the questions or research directions that can be investigated next.
1.7. Enter full 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 20 or fewer words.

Ethics Title Card
This research has been approved by the Ethics Committee of Changchun University of 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 you/your videographer will capture. 

2. Establishment of the IgA Nephropathy Model
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, administer 100 grams per liter BSA to the rats via oral gavage every other day [1]. Subcutaneously inject a carbon tetrachloride and castor oil mixture once weekly for 8 weeks [2].
2.1.1. WIDE: Talent administering BSA to a rat by oral gavage.
2.1.2. Talent administering the carbon tetrachloride and castor oil mixture to a rat by subcutaneous injection.
2.2. During week 6, administer lipopolysaccharide through the tail vein [1]. After completion of the modeling procedure, randomly select 12 rats [2].
2.2.1. Talent administering lipopolysaccharide through the rat tail vein.
2.2.2. Shot of the selected rats
2.3. After euthanasia, verify immunoglobulin A nephropathy model establishment by confirming granular immunoglobulin A deposition in the glomerular mesangium via immunofluorescence [1], with no deposition in control rats.[2].
2.3.1. SCOPE: Prominent granular immunoglobulin A deposition visible in the glomerular mesangium by immunofluorescence.
2.3.2. SCOPE: No immunoglobulin A deposition visible in the glomeruli of the normal control rat kidneys.

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

3.1. Prepare Huangkui capsule suspensions in normal saline [1] [2] and mix the suspensions thoroughly until homogeneous [3].
3.1.1. Talent preparing the Huangkui capsule suspensions in normal saline
AND
TEXT ON A PLAIN BACKGROUND
Low dose: 0.034 g/mL
Medium dose: 0.068 g/mL
High dose: 0.136 g/mL Video editor: Please use split screen to show these two shost side by side
3.1.2. Talent mixing the Huangkui capsule suspensions until homogeneous.
3.2. Dissolve valsartan in polyethylene glycol 300 [1]. Then, dilute the solution with an equal volume of normal saline to obtain a final concentration of 1 milligram per milliliter [2] and mix the valsartan suspension thoroughly until homogeneous [3].
3.2.1. Talent dissolving valsartan in polyethylene glycol 300.
3.2.2. Talent diluting the valsartan solution with an equal volume of normal saline.
3.2.3. Talent mixing the valsartan suspension until homogeneous.

4. Drug Treatments
Demonstrator: Click here to enter name of demonstrator(s)
4.1. After successful establishment of the immunoglobulin A nephropathy model, randomly assign the rats to six groups with 8 rats in each group, using a random number table [1].  Conduct the histopathological evaluation and image quantification with investigators blinded to the group allocation [2]. 
4.1.1. TEXT ON A PLAIN BACKGROUND
1. Normal control (CON)
2.  Model (MOD)
3.  Valsartan positive control (POS)
4.  Huangkui capsule low-dose (HK-L)
5.  Medium-dose (HK-M)
6.  High-dose (HK-H) groups
4.1.2. Talent evaluating histopathological images.
4.2. For treatment administration, grasp the loose skin of the neck and back with the left hand while slightly extending the head backward and stabilize the tail with the ring and little fingers to keep the rat upright [2]. Hold a syringe fitted with a gavage needle in the right hand and insert the needle through one side of the mouth while avoiding the incisors [2]. Gently advance the tube into the esophagus, avoiding excessive force [3]. Administer the suspension slowly over 3 to 5 seconds, pause for 1 to 2 seconds, then carefully withdraw the gavage needle. [4].
4.2.1. Talent properly restraining the rat for oral gavage.
4.2.2. Talent holds the gavage needle in the right hand and insert the needle through one side of the mouth.
4.2.3. Talent advancing the tube into the esophagus.
4.2.4. Talent administering the suspension, pausing briefly, and withdrawing the gavage needle.
4.3. Administer the presented treatments to the various groups [1]
4.3.1. TEXT ON A PLAIN BACKGROUND
	Group
	Treatment
	Dose

	
	
	

	CON
	Normal saline
	10 mL∙kg⁻¹∙day⁻¹

	MOD
	Normal saline
	10 mL∙kg⁻¹∙day⁻¹

	POS
	Valsartan suspension
	10 mg∙kg⁻¹∙day⁻¹

	HK-L
	Huangkuicapsule suspension
	0.34 g∙kg⁻¹∙day⁻¹

	HK-M
	Huangkui capsule suspension
	0.68 g∙kg⁻¹∙day⁻¹

	HK-H
	Huangkui capsule suspension
	1.36 ∙kg⁻¹∙day⁻¹











5. Biochemical Sample Collection
Demonstrator: Click here to enter name of demonstrator(s)
5.1. At the end of the 8-week intervention, house each rat separately in a metabolic cage for 24-hour urine collection [1]. Centrifuge the collected urine at 6,660 g for 10 minutes [2]. Measure the urinary protein in the resulting supernatant using a commercial assay kit according to the manufacturer's protocol [3]. Freeze aliquots of the remaining urine sample at negative 80 degrees Celsius for subsequent analyses [4].
5.1.1. Talent placing a rat into a metabolic cage for 24-hour urine collection.
5.1.2. Talent placing the urine sample into the centrifuge.
5.1.3. Talent measuring urinary protein using a commercial assay kit.
5.1.4. Talent storing urine sample aliquots in a negative 80 degrees Celsius freezer.
5.2. After anesthetizing the rats, collect blood from the abdominal aorta [1-TXT]. Allow the blood to clot at room temperature for 30 minutes [2], then centrifuge it at 3,996 g for 15 minutes [2]. Store the separated serum at minus 80 degrees Celsius [3].
5.2.1. Talent collecting blood from the abdominal aorta. TXT: Anesthesia: Pentobarbital sodium: 30 mg/kg
5.2.2. Talent shows the clotted blood
5.2.3. Talent placing the blood sample into the centrifuge.
5.2.4. Talent storing the separated serum in a negative 80 degrees Celsius freezer.
5.3. Assay the stored serum using commercial kits for creatinine, blood urea nitrogen, albumin, liver enzymes, triglycerides, and cholesterol levels, following the manufacturers' protocols [1].
5.3.1. Talent adding the reagent to the serum sample. Authors: Please place the reagent for reagents for any one assay in the frame

6. Kidney Tissue Collection and Processing
Demonstrator: Click here to enter name of demonstrator(s)

6.1. Following blood collection, rapidly excise both kidneys [1]. Rinse the kidneys with pre-cooled PBS to remove residual blood [2] and carefully remove the kidney capsules [3]. Section each kidney longitudinally according to the subsequent experimental procedures [4].
6.1.1. Talent excising both kidneys.
6.1.2. Talent rinsing the kidneys with pre-cooled phosphate-buffered saline.
6.1.3. Talent carefully removing the kidney capsules.
6.1.4. Talent sectioning each kidney longitudinally.
6.2. Snap-freeze the kidney tissue samples designated for western blot analysis in liquid nitrogen [1]. Store the frozen samples at negative 80 degrees Celsius [2].
6.2.1. Talent placing the kidney tissue samples into liquid nitrogen.
6.2.2. Talent storing the frozen tissue samples in a negative 80 degrees Celsius freezer.
6.3. Fix the kidney tissue samples designated for histological staining, immunohistochemistry, and immunofluorescence analyses in 4% paraformaldehyde [1]. Cut the kidney tissue samples designated for transmission electron microscopy into approximately 1 cubic millimeter pieces [2] and fix them in 2.5% glutaraldehyde [3].
6.3.1. Talent placing the kidney tissue samples into 4% paraformaldehyde.
6.3.2. Talent cutting the kidney tissue into approximately 1 cubic millimeter pieces.
6.3.3. Talent placing the tissue pieces into 2.5% glutaraldehyde.

7. Western Blot Analysis
Demonstrator: Click here to enter name of demonstrator(s)
7.1. Extract the total protein from the kidney tissue using radioimmunoprecipitation assay buffer supplemented with protease and phosphatase inhibitors [1]. Measure the protein concentration using a BCA assay [2]. Load 30 micrograms of protein from each sample onto a 10% SDS-PAGE and perform electrophoresis [3]. Transfer the separated proteins to PVDF membranes [4].
7.1.1. Talent adding RIA buffer to the kidney tissue.
7.1.2. Talent measuring the protein concentration using a bicinchoninic acid assay.
7.1.3. Talent loading protein samples onto a sodium dodecyl sulfate-polyacrylamide gel for electrophoresis.
7.1.4. Talent setting the transfer casette.
7.2. Block the membranes in 5% non-fat milk for 1 hour at room temperature [1]. Incubate the membranes overnight at 4 degrees Celsius with the primary antibodies [2].
7.2.1. Talent placing the membrane into the blocking solution.
7.2.2. Talent placing the membrane into the primary antibody solution. 
7.3. Incubate the membranes with horseradish peroxidase-linked secondary antibodies at a dilution of 1 to 5,000 for 1 hour at room temperature [1]. Detect the protein bands using enhanced chemiluminescence [2]. Measure the band intensities using image-analysis software, with beta-actin as the loading control [3].
7.3.1. Talent placing the membrane into the secondary antibody solution.
7.3.2. Talent detecting the protein bands using an enhanced chemiluminescence system.
7.3.3. Protein bands being quantified with the image-analysis software. Beta-actin being selected as the loading control.

8. Enzyme-Linked Immunosorbent Assay (ELISA)
Demonstrator: Click here to enter name of demonstrator(s)
8.1. Homogenize approximately 100 milligrams of the renal cortex tissue in 1 milliliter of ice-cold PBS supplemented with protease inhibitors [1]. Centrifuge the homogenate at 6,660 g for 10 minutes at 4 degrees Celsius [2] and retain the clarified supernatant [3].
8.1.1. Talent homogenizing the renal cortex tissue in ice-cold phosphate-buffered saline supplemented with protease inhibitors.
8.1.2. Talent placing the homogenate into the centrifuge.
8.1.3. Talent collecting the clarified supernatant.
8.2. Measure the concentrations of TNF-alpha, interleukin 1 beta, and interleukin 6 using commercial ELISA kits according to the respective manufacturers' protocols [1]. Record the optical density at 450 nanometers using a microplate reader [2]. Calculate cytokine concentrations using the corresponding standard curves and normalize them to the total protein content of each sample [3].
8.2.1. Talent performing the enzyme-linked immunosorbent assay using commercial assay kits.
8.2.2. Talent placing the microplate into the microplate reader.
8.2.3. Talent in front of the computer checking the standard curves.













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: 190.
· Please note that the video cannot include voiceover without an accompanying visual.

9. Results 

9.1. After 8 weeks of administration, high-dose Huangkui capsule significantly reduced 24 hour urinary protein [1] and urinary red blood cell count [2].
9.1.1. LAB MEDIA: Figure 1A. Video editor: Highlight the bar labelled 'HK-H'.
9.1.2. LAB MEDIA: Figure 1B. Video editor: Highlight the bar labelled 'HK-H'.
9.2. High-dose Huangkui capsule also markedly decreased serum creatinine [1] and blood urea nitrogen levels [2].
9.2.1. LAB MEDIA: Figure 1C. Video editor: Highlight the bar labeled 'HK-H'.
9.2.2. LAB MEDIA: Figure 1D. Video editor: Highlight the bar labelled 'HK-H'.
9.3. Huangkui capsule significantly increased serum albumin levels [1], showed no obvious effect on alanine aminotransferase levels [2] or aspartate aminotransferase levels [3], decreased serum total cholesterol [4], triglyceride [5], and low-density lipoprotein cholesterol levels [6], and increased high-density lipoprotein cholesterol levels [7].
9.3.1. LAB MEDIA: Figure 2A. Video editor: Highlight the bar labelled 'HK-H'.
9.3.2. LAB MEDIA: Figure 2B. .
9.3.3. LAB MEDIA: Figure 2C. .
9.3.4. LAB MEDIA: Figure 2D. Video editor: Highlight the bar labelled 'HK-H'.
9.3.5. LAB MEDIA: Figure 2E. Video editor: Highlight the bar labelled 'HK-H'.
9.3.6. LAB MEDIA: Figure 2F. Video editor: Highlight the bar labelled 'HK-H'.
9.3.7. LAB MEDIA: Figure 2G. Video editor: Highlight the bar labelled 'HK-H'.
9.4. Marked attenuation of mesangial expansion, capillary loop collapse, inflammatory cell infiltration, mesangial matrix deposition, basement membrane thickening, and irregular loop contours was observed following Huangkui capsule treatment [1], along with reduced collagen fiber accumulation and improved fibrosis [2].
9.4.1. LAB MEDIA: Figure 3A,B. Video editor: Highlight the kidney sections in the 'HK-H' column 
9.4.2. LAB MEDIA: Figure 3C,D. Video editor: Highlight the 'HK-H' images and the 'HK-H' bar in 3D.
9.5. Huangkui capsule markedly reduced IgA deposition [1], complement component 3 deposition [2], mesangial matrix and electron-dense deposits, and ameliorated podocyte injury [3].
9.5.1. LAB MEDIA: Figure 4A,C. Video editor: Highlight the reduced red fluorescence in the 'HK-H' column and the bar labelled 'HK-H'.
9.5.2. LAB MEDIA: Figure 4B,D. Video editor: Highlight the reduced red fluorescence in the 'HK-H' column and the bar labelled 'HK-H'.
9.5.3. LAB MEDIA: Figure 4E. Video editor: Highlight the 'HK-H' images.
9.6. The positive areas of collagen I [1], alpha-smooth muscle actin [2], and fibronectin  were markedly reduced following Huangkui capsule treatment [3].
9.6.1. LAB MEDIA: Figure 5A,B. Video editor: Highlight the 'HK-H' panel and the bar labelled 'HK-H' 
9.6.2. LAB MEDIA: Figure 5A,C. Video editor: Highlight the 'HK-H' staining and the bar labelled 'HK-H' 
9.6.3. LAB MEDIA: Figure 5A,D. Video editor: Highlight the 'HK-H' staining and the bar labelled 'HK-H' 
9.7. Huangkui capsule markedly restored CD2AP (C-D-Two-A-P)[1], WT-1 (W-T-One) [2], and Nephrin expression [3].
9.7.1. LAB MEDIA: Figure 6A,D,G,H. Video editor: Highlight the 'HK-H' labelled image, bar and band.
9.7.2. LAB MEDIA: Figure 6B,E,G,I. Video editor: Highlight the 'HK-H' staining, protein band, and bar for WT-1.
9.7.3. LAB MEDIA: Figure 6C,F,G,J. Video editor: Highlight the 'HK-H' staining, protein band, and bar for Nephrin.
9.8. Reduced levels of tumor necrosis factor alpha [1], interleukin-1 beta [2], interleukin-6 [3], TLR4 (T-L-R-Four), MyD88 (My-D-Eighty-Eight), phosphorylated IκBα, and phosphorylated NF-κB (N-F-kappa-Beta) protein expression were observed following Huangkui capsule treatment [4].	Comment by Pallavi  Sharma: Authors: Please provide a pronunciation guide
9.8.1. LAB MEDIA: Figure 7A. Video editor: Highlight the bar labelled 'HK-H'.
9.8.2. LAB MEDIA: Figure 7B. Video editor: Highlight the bar labelled 'HK-H'.
9.8.3. LAB MEDIA: Figure 7C. Video editor: Highlight the bar labelled 'HK-H'.
9.8.4. LAB MEDIA: Figure 7D–H. Video editor: Highlight the 'HK-H' protein bands and corresponding bars for TLR4, MyD88, phosphorylated IκBα, and phosphorylated NF-κB.
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