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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. Interview statements: Which interview statement filming option is the most appropriate for your group? Please select one.

☐ 	Interviewees self-record interview statements. JoVE can provide support for this option.

☐ 	Interview Statements are read by JoVE’s voiceover talent. 


[bookmark: Text5]3. Proposed interview filming date: Please indicate the proposed date that your group will self-film interviews: MM/DD/YYYY

DO NOT use this draft script for filming Interviews. 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:  27
Number of Shots:  54 

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 Danish Animal Experiments Inspectorate 


Protocol  
[bookmark: _Hlk188263998]Please review this section to make sure that it accurately describes your protocol. Use Track Changes when making edits or revisions.	Comment by Poornima  G: Authors: Please review the protocol section titles, narration in purple text and the timestamps given below entirely.
We strongly urge you to watch the video for these timestamps and check if they match corresponding the narration
· 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. Procedures Surrounding Birth
Demonstrator: Click here to enter name of demonstrator(s)


2.1. To begin, perform an elective cesarean section to deliver preterm piglets at 90% of gestation [1].
2.1.1. LAB MEDIA:  Wide_shot.jpeg
2.2. Perform a left flank laparotomy using a scalpel to expose and exteriorize the uterine horns [1]. Incise the uterus horns along the greater curvature to deliver individual piglets [2].
2.2.1. LAB MEDIA:  Delivery_1.MOV 0:46-00:48 and 01:52-01:55	Comment by Poornima  G: Authors: Please provide precise 20 seconds timestamps for each of these shots to match the VO
2.2.2. LAB MEDIA:  Delivery_1.MOV 02:42-02:44 and 7:38 – 7:50
2.3. Administer a fixed volume of 0.1 milliliters each of 20 milligrams per milliliter doxapram and 0.1 milligrams per milliliter flumazenil intramuscularly in the neck of the piglets. Doxapram stimulates spontaneous respiration, whereas flumazenil, a benzodiazepine antagonist, partially reverses anesthesia transferred from the sow during the cesarean section [1].
2.3.1. LAB MEDIA:  Delivery_2.MOV 3:06 – 3:35
2.4. For piglets unable to breathe spontaneously, perform resuscitation on an individual basis [1]. Repeat the doxapram and/or flumazenil doses [2], and provide positive-pressure ventilation as needed to stabilize respiration [3].
2.4.1. LAB MEDIA:  DSC_0008_Resuscitation.MOV 00:36 – 00:46
2.4.2. LAB MEDIA:  Delivery_2.MOV 3:06 – 3:16
2.4.3. LAB MEDIA:  DSC_0006_Mon.MOV 00:21 – 00:31

2.5. Once piglets are stable, insert a 4 French umbilical catheter into an artery of the transected umbilical cord [1]. Advance the catheter tip to the dorsal aorta [2]. Secure the catheter to the skin with sutures [3] and connect it to an infusion line for the provision of parenteral nutrition [4].
2.5.1. LAB MEDIA:  DSC_0010_catheter.MOV 00:24 – 02:03	Comment by Poornima  G: Authors: Please provide precise 20 seconds timestamps for each of these shots to match the VO
2.5.2. LAB MEDIA:  DSC_0010_catheter.MOV 00:24 – 02:03
2.5.3. LAB MEDIA:  DSC_0011_catheter.MOV 08:14 – 09:14
2.5.4. LAB MEDIA:  DSC_0011_catheter.MOV 08:14 – 09:14
2.6. House each piglet individually in a heated incubator with controlled ventilation, providing supplemental oxygen for up to 12 h after birth to prevent hypoxia  [1]. Monitor rectal temperature during the first 12 h after birth [2]. Adjust heating conditions as needed to maintain a core temperature of 38 to 39 degrees Celsius [3].
2.6.1. LAB MEDIA:  Housing.jpeg
2.6.2. LAB MEDIA:  Rectal_temp.MOV 00:48 – 00:54
2.6.3. LAB MEDIA:  Rectal_temp.MOV 01:25 – 01:28



3. Preparation of Bacteria and Induction of Experimental Infection
Demonstrator: Click here to enter name of demonstrator(s)



3.1. After thawing the frozen Staphylococcus epidermidis glycerol stock vial, vortex it briefly for 2 to 3 seconds to obtain a homogenous suspension [1].
3.1.1. LAB MEDIA:  DSC_0011_SE_culture.MOV 01:35 – 01:44
3.2. Prepare an overnight culture by inoculating 20 milliliters of brain heart infusion or BHI broth with 5 microliters of the thawed stock in a sterile 100 milliliter Erlenmeyer flask [1]. Incubate at 37 degrees Celsius with orbital shaking at 180 revolutions per minute for around 16 hours, allowing the culture to reach the stationary phase. Include uninoculated BHI broth control under identical conditions to verify medium sterility [2].
3.2.1. LAB MEDIA:  DSC_0011_SE_culture.MOV 01:58 – 02:08
3.2.2. LAB MEDIA:  DSC_0008_SE_culture.MOV 00:04 – 00:18
3.3. After incubation, prepare a new culture by inoculating 20 milliliters of BHI broth with 200 microliters of the overnight culture in a sterile 100 milliliter Erlenmeyer flask [1]. Incubate at 37 degrees Celsius with orbital shaking at revolutions per minute for 2.5 hours, until bacteria reach an early-logarithmic growth phase [2].
3.3.1. LAB MEDIA:  Day_culture.MOV 00:29 – 00:40
3.3.2. LAB MEDIA:  DSC_0008_SE_culture.MOV 00:04 – 00:18

3.4. Estimate the total culture volume required to infect all piglets based on the titrated target dose, average body weight, number of piglets, and culture density [1].
TEXT ON PLAIN BACKGROUND:
 Assume the culture will reach an optical density at 600 nm (OD) of ≥1 

Established conversion rate of OD of 1 = 3 × 108 colony-forming units (CFU)/mL

Include 15% extra volume to account for handling losses. 

Calculate the estimated culture volume using the formula:


where:
VEstimate = estimated total culture volume required (mL)
BW = average body weight per piglet (kg)
N = total number of piglets

3.5. Following incubation, determine the OD of the culture [1]. Dilute the sample as necessary to keep readings within the linear range of the spectrophotometer [2]. Calculate the final culture volume required to achieve the target CFU concentration using the formula [3].
3.5.1. LAB MEDIA:  Prep_samples_OD_reader.MOV 00:06 – 00:51
3.5.2. LAB MEDIA:  Prep_samples_OD_reader.MOV 01:10 – 01:53
3.5.3. TEXT ON PLAIN BACKGROUND:

where:
VFinal = final culture volume required (mL)

3.6. Transfer the calculated VFinal into 50 mL Falcon tubes [1] and centrifuge at 3,000 × g for 10 min at room temperature [2]. Carefully discard the supernatant [3].
3.6.1. LAB MEDIA:  Transfer_Vfinal_for_centrifugation.MOV 00:02 – 00:49
3.6.2. LAB MEDIA:  Loading_of_centrifuge.MOV 00:02 – 00:12
3.6.3. LAB MEDIA:  Removing_supernatant.MOV 00:00 – 00:33
3.7. Resuspend the bacterial pellet in 3 x Final volume of sterile 0.9% saline to prepare for intra-arterial administration of 3 milliliters per kilogram body weight over 3 min [1]. Ensure that the solution is free of aggregates by vortexing [2].
3.7.1. LAB MEDIA:  Suspending bacterial pellet.MOV 00:01 – 01:19
3.7.2. LAB MEDIA:  Vortexing.MOV 00:00 – 00:16
3.8. Prepare 50 milliliter infusion syringes with the bacterial suspension [1]. Prepare a separate 50 milliliter infusion syringe with sterile 0.9% saline for uninfected controls [2]. Administer the bacterial suspension or sterile saline to each piglet through the umbilical arterial catheter using an infusion pump set to deliver the target dose over 3 minutes. The experimental infection can be induced either 3 to 4 hours after birth or on postnatal day 3 [2].
3.8.1. LAB MEDIA:  Infusion_bacterial_saline.MOV 00:11 – 01:17
3.8.2. LAB MEDIA:  Infusion_bacterial_saline.MOV 01:18 – 02:06
3.8.3. LAB MEDIA:  DSC_0006_Inoculum.MOV 02:24 – 02:42 and  DSC_0004_Inoculum.MOV 01:39 – 02:03
3.9. Immediately after infection, start the continuous infusion of parenteral nutrition to flush the catheter and ensure delivery of the entire dose [1].
3.9.1. LAB MEDIA:  DSC_0006_Inoculum.MOV 06:37 – 06:51



4. Parenteral Nutrition
Demonstrator: Click here to enter name of demonstrator(s)




4.1. Remove 300 milliliters from the glucose chamber [1]. Then, remove 70 milliliters from the lipid chamber [2]. Under sterile conditions, add 155 mL of 50% glucose to the glucose chamber [3-TXT].
4.1.1. LAB MEDIA:  DSC_0002_PN.MOV 01:23 – 01:38
4.1.2. LAB MEDIA:  DSC_0002_PN.MOV 04:02 – 04:21
4.1.3. LAB MEDIA:  DSC_0002_PN.MOV 09:05 – 09:21 TXT: Add 214 mL of Vamin and 150 mL sterile water to the glucose chamber Authors: Are these added to the same chamber?
4.2. Add 0.1 milliliters of heparin to the glucose chamber [1-TXT]. Mix the contents of all three chambers thoroughly [2].
4.2.1. LAB MEDIA:  DSC_0002_PN.MOV 12:36 – 13:07 TXT: Heparin stock: (5000 IE/mL) 
4.2.2. LAB MEDIA:  DSC_0003_PN.MOV 00:32 – 01:02
4.3. Fill 50 milliliters sterile syringes with parenteral nutrition [1] and infuse continuously through the intra-arterial catheter using an infusion pump [2]. Set the infusion rate to 6 milliliters per kilogram per hour [3]. Weigh the piglets daily and adjust the dose according to the updated body weight [4].
4.3.1. LAB MEDIA:  PN_fill_up.MOV 00:09 – 00:25
4.3.2. LAB MEDIA:  PN_fill_up.MOV 00:30 – 00:59
4.3.3. LAB MEDIA:  Setting_infusion_rate.MOV 00:25 – 00:51
4.3.4. LAB MEDIA:  Setting_infusion_rate.MOV 01:38 – 01:52



5. Clinical Monitoring and Blood Sampling 
Demonstrator: Click here to enter name of demonstrator(s)


5.1. Assess piglets continuously throughout the study to determine if action is needed. After bacterial infusion, animals should be monitored every 1 to 2 hours by experienced personnel until planned euthanasia [1].
5.1.1. LAB MEDIA:  DSC_0001.MOV 00:37 – 00:42
5.2. Observe symptoms related to circulation, including discoloration, cold extremities, prolonged capillary refill time, tachycardia, and bradycardia [1]. Withdraw a minimum of 2 milliliters of blood and set it aside, as this volume may be contaminated with parenteral nutrition from the infusion line. Maintain sterility of the withdrawn sample [2].
5.2.1. LAB MEDIA:  DSC_0433.MOV 00:12 – 00:31
5.2.2. LAB MEDIA:  DSC_0003_blood.MOV 00:40 – 00:56
5.3. Collect the required blood volume for analysis in EDTA-coated tubes for hematology analyses and in heparinized syringes for blood gas analysis [1]. After sampling, reinfuse the initially withdrawn 2 milliliters of blood into the piglet and carefully reconnect the catheter to the parenteral nutrition infusion line [2].
5.3.1. LAB MEDIA:  DSC_0003_blood.MOV 00:57 – 01:10 and DSC_0003_blood.MOV 01:22 – 01:36
5.3.2. LAB MEDIA:  DSC_0003_blood.MOV 01:11 – 01:22
5.4. Perform jugular venipuncture using a Vacutainer system and collect the required blood volume [1]. Apply pressure to the venipuncture site until hemostasis is achieved. Then return the piglet to its incubator [2].
5.4.1. LAB MEDIA:  DSC_0007.MOV 00:17 – 00:38
5.4.2. LAB MEDIA:  DSC_0007.MOV 00:39 – 00:54
5.5. Transport the sample to the blood gas analyzer [1] and follow the manufacturer’s instructions. Ensure the sample is processed promptly to maintain accuracy [2].
5.5.1. LAB MEDIA:  DSC_0009_blood.MOV 00:01 – 00:13
5.5.2. LAB MEDIA:  DSC_0009_blood.MOV 00:35 – 00:44



6. Sepsis Criteria and Bacterial Plating for Quantification 
Demonstrator: Click here to enter name of demonstrator(s)


6.1. Use blood pH as the main indicator for sepsis and the primary humane endpoint [1-TXT]. For piglets with a blood pH ≤ 7.2, repeat blood gas measurements every 15–30 min [2].
6.1.1. LAB MEDIA:  patient_result.jpeg TXT: Euthanize piglets with a blood pH ≤ 7.1 immediately 
6.1.2. LAB MEDIA:  acid_base_chart.jpeg

Text Card
As secondary humane endpoints, euthanize piglets regardless of blood pH upon manifestation of disseminated intravascular coagulation, including ecchymosis or petechial bleeding, respiratory arrest, profound lethargy, and/or lack of responsiveness to pain stimuli. Authors: This will be text only as we do not show euthanasia in the video


6.2. Using 50 microliters of blood from each sample, prepare 10-fold dilutions of 10-1, 10-2, and 10-3 in 450 microliters of sterile PBS in 1.5 milliliter microcentrifuge tubes [1]. Spot each plate with three 20-microliter drops of the corresponding dilution in the assigned quadrant [2], spacing drops to avoid contact or carryover and preventing aerosolization [3].
6.2.1. LAB MEDIA:  DSC_0001_plating.MOV 01:44 – 02:18
6.2.2. LAB MEDIA:  DSC_0002_plating.MOV 01:10 – 01:44
6.2.3. LAB MEDIA:  DSC_004_plating.MOV 1:05 – 01:48
6.3. Count all bacterial colonies in the dilution containing approximately 10 colonies per spot. Include only colonies which are typically white, circular, and smooth-edged [1]. Calculate CFU/mL using the following equation [2].
6.3.1. LAB MEDIA:  Bacterial_plate_1.jpeg
6.3.2. TEXT ONPLAIN BACKGROUND:
6.3.3. 




Results
Please review this section to make sure that it accurately reflects your findings.	Comment by Poornima  G: Authors: Please check if the narration is correct and if the figures and areas being highlighted match with the narration.
The result section is over our word limit of 200. Can you please indicate which results you would definitely include and which ones you can omit? I will alter the results section accordingly 
· 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: XXX.
· Please note that the video cannot include voiceover without an accompanying visual.

7. Results 

7.1. Following Staphylococcus epidermidis infusion, the blood bacterial burden remained higher throughout the 44 hours follow-up period in piglets receiving the high dose compared with the low-dose group [1].
7.1.1. LAB MEDIA: Figure 2A. Video editor: Highlight the dark red line labelled 'SE 5×10⁹ CFU/kg' above the light pink line labelled 'SE 10⁹ CFU/kg' at 6, 24, and 44 hours.

7.2. Only piglets in the high-dose group developed sepsis, with onset occurring approximately 12 to 15 hours after infection [1].
7.2.1. LAB MEDIA: Figure 2B. Video editor: Highlight the dark red survival curve labelled 'SE 5×10⁹ CFU/kg' where it first drops between 12 and 15 hours.

7.3. Piglets receiving the high bacterial dose exhibited a lower blood pH at 12 hours [1], accompanied by a marked increase in partial pressure of carbon dioxide [2].
7.3.1. LAB MEDIA: Figure 2C. Video editor: Highlight the dark red data distribution at 12 hours.
7.3.2. LAB MEDIA: Figure 2D. Video editor: Highlight the dark red data distribution at 12 hours.

7.4. During the acute phase of infection at 6 hours, both infected groups showed lower base excess than saline controls [1][2], with more pronounced changes that persisted until 12 hours in the high-dose group [3].
7.4.1. LAB MEDIA: Figure 2E. Video editor: Highlight the light pink data distribution at 6 hours.
7.4.2. LAB MEDIA: Figure 2E. Video editor: Highlight the dark red data distribution at 6 hours.
7.4.3. LAB MEDIA: Figure 2E. Video editor: Highlight the dark red data distribution at 12 hours.

7.5. During the acute phase of infection at 6 hours, both infected groups showed higher lactate levels than saline controls [1][2], with more pronounced changes that persisted until 12 hours in the high-dose group [3].
7.5.1. LAB MEDIA: Figure 2F. Video editor: Highlight the light pink data distribution at 6 hours.
7.5.2. LAB MEDIA: Figure 2F. Video editor: Highlight the dark red data distribution at 6 hours.
7.5.3. LAB MEDIA: Figure 2F. Video editor: Highlight the dark red data distribution at 12 hours.

7.6. Blood glucose levels were not significantly different between groups [1].
7.6.1. LAB MEDIA: Figure 2G. Video editor: Show the three group data distributions across the time points.

7.7. At 6 hours, both infected groups showed robust blood neutrophil depletion compared with uninfected controls [1][2].
7.7.1. LAB MEDIA: Figure 3A. Video editor: Highlight the light pink data distribution at 6 hours.
7.7.2. LAB MEDIA: Figure 3A. Video editor: Highlight the dark red data distribution at 6 hours.

7.8. Later in the course of infection, neutrophil replenishment was observed in both infected groups [1][2], but was greater in the low-dose group [3].
7.8.1. LAB MEDIA: Figure 3A. Video editor: Highlight the light pink data distributions at the later time points.
7.8.2. LAB MEDIA: Figure 3A. Video editor: Highlight the dark red data distributions at the later time points.
7.8.3. LAB MEDIA: Figure 3A. Video editor: Highlight the light pink data distribution above the dark red data distribution at 24 hours.

7.9. Both infected groups developed thrombocytopenia during the experiment [1][2], but thrombocyte counts declined earlier and more markedly in the high-dose group [3].
7.9.1. LAB MEDIA: Figure 3B. Video editor: Highlight the light pink data distributions across the time points.
7.9.2. LAB MEDIA: Figure 3B. Video editor: Highlight the dark red data distributions across the time points.
7.9.3. LAB MEDIA: Figure 3B. Video editor: Highlight the dark red data distributions at the earlier time points where they are lower.

7.10. Plasma tumour necrosis factor alpha [1], interleukin 6 [2], and interleukin 10 levels were elevated in both infected groups at 6 and 12 hours after infection compared with controls [3].
7.10.1. LAB MEDIA: Figure 3C. Video editor: Highlight the light pink tumour necrosis factor alpha data at 6 and 12 hours and the dark red tumour necrosis factor alpha data at 6 and 12 hours.
7.10.2. LAB MEDIA: Figure 3C. Video editor: Highlight the light pink interleukin 6 data at 6 and 12 hours and dark red interleukin 6 data at 6 and 12 hours.
7.10.3. LAB MEDIA: Figure 3C. Video editor: Highlight the light pink interleukin 10 data at 6 and 12 hours and the dark red interleukin 10 data at 6 and 12 hours.

7.11. At 24 hours, plasma tumour necrosis factor alpha [1] and interleukin 10 [2] levels remained elevated only in the high-dose group, whereas by 44 hours, only tumour necrosis factor alpha levels remained higher in the high-dose group [3].
7.11.1. LAB MEDIA: Figure 3C. Video editor: Highlight the dark red tumour necrosis factor alpha data at 24 hours.
7.11.2. LAB MEDIA: Figure 3C. Video editor: Highlight the dark red interleukin 10 data at 24 hours.
7.11.3. LAB MEDIA: Figure 3C. Video editor: Highlight the dark red tumour necrosis factor alpha data at 44 hours.

7.12. At euthanasia, only cholesterol was significantly lower in piglets infected with the high dose of compared with the low-dose group [1].
7.12.1. LAB MEDIA: Figure 4B. Video editor: Highlight the dark red cholesterol box plot below the light pink box plot.

7.13. Mean levels of liver injury markers, including alanine aminotransferase [1] and aspartate aminotransferase [2], as well as kidney injury markers including creatinine [3] and blood urea nitrogen [4], were numerically higher in the high-dose group than in uninfected controls.
7.13.1. LAB MEDIA: Figure 4D. Video editor: Highlight the dark red alanine aminotransferase box plot.
7.13.2. LAB MEDIA: Figure 4E. Video editor: Highlight the dark red aspartate aminotransferase box plot.
7.13.3. LAB MEDIA: Figure 4F. Video editor: Highlight the dark red creatinine box plot.
7.13.4. LAB MEDIA: Figure 4G. Video editor: Highlight the dark red blood urea nitrogen box plot.
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