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


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


3. Proposed interview filming date: Please indicate the proposed date that your group will self-film interviews: 09/01/2026


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


Current Protocol Length

Number of Steps: 16
Number of Shots: 27

Interviews 

Author: The statements are edited for length and clarity. 

INTRODUCTION:
NOTE to VO: Please record the introductory and conclusion interview statements.

REQUIRED: Summarize your research focus and the main questions it aims to answer.
1.1. This research investigates iron deficiency anemia prevalence, iron status, and associated sociodemographic, dietary, physiological, and biochemical factors among pregnant women.
1.1.1.      2.3.3.

Describe the research gap or limitation in existing methods and how this protocol addresses them.
1.2. Existing research lacks pregnancy-specific data; this protocol addresses the gap by integrating trimester-specific criteria, biomarkers, dietary factors, and sociodemographic characteristics.
1.2.1.     2.2.2. 

CONCLUSION:

Describe the most important consideration or challenge when performing this protocol.
1.3. The primary challenge is accurately assessing hemoglobin and iron status while accounting for pregnancy-related physiological changes and trimester-specific diagnostic thresholds.
1.3.1.     2.3.1.

How can future studies build on this work? Describe the questions or research directions that can be investigated next.
1.4. Future studies should investigate longitudinal iron status, dietary determinants, treatment responses, and maternal and neonatal outcomes to better understand causality and prevention.
1.4.1.      2.3.2. and 2.3.3.


Ethics Title Card
This research has been approved by the Ethical Committee of Bisha University.

Protocol 

2. Participant Assessment and Biochemical Analysis
Demonstrator: Hana

2.1. To begin, arrange the questionnaire and required study materials on the workbench [1]. Record sociodemographic information, including age, education, occupation, residence, nationality, and family history of anemia [2].
2.1.1. WIDE: Talent arranging the questionnaire and required study materials on the workbench
2.1.2. Talent recording the sociodemographic data in the first section of the questionnaire

2.2. Next, document dietary habits, including the consumption of iron-rich and vitamin C-rich foods, tea and coffee intake, dietary regimen, and fast-food consumption [1]. Then, document the participant's clinical history and symptoms, including gestational age, parity, history of blood transfusion, fatigue, dizziness, fever, and other anemia-related symptoms [2].
2.2.1. Talent documenting the dietary habits section of the questionnaire 
2.2.2. Talent documenting the clinical history and symptom data in the third section of the questionnaire

2.3. For each participant, obtain a 5-milliliter venous blood sample after an overnight fast [1]. Centrifuge the blood sample at 2000 g for 15 minutes to separate the serum [2]. Analyze the blood and the separated serum immediately for hemoglobin and iron-status assessment [3].
2.3.1. Talent obtaining a 5-milliliter venous blood sample from a participant after an overnight fast
2.3.2. Talent placing the blood sample in the centrifuge and closing the lid
2.3.3. Talent placing the sample in the automated analyzer
Authors: As per your input that the biochemical analysis cannot be filmed, I have retained only a representative shot of the sample being placed in the automated analyzer. 
3. Statistical Analysis
3.1. Code the collected data and analyze them using statistical analysis software [1]. Summarize the sociodemographic, dietary, clinical, and biochemical variables using means [2], standard deviations [3], and percentages [4].
3.1.1. SCREEN: The data being coded and analyzed using the statistical analysis software
3.1.2. SCREEN: The means being calculated to summarize the sociodemographic, dietary, clinical, and biochemical variables
3.1.3. SCREEN: The standard deviations being calculated to summarize the sociodemographic, dietary, clinical, and biochemical variables
3.1.4. SCREEN: The percentages being calculated to summarize the sociodemographic, dietary, clinical, and biochemical variables

Authors: Please create a screen capture video of the shots labelled SCREEN and upload them onto your project page:  https://review.jove.com/account/file-uploader?src=22210758   

3.2. Compare the groups using an unpaired Student's t-test or one-way analysis of variance, as appropriate, with statistical significance set at p < 0.05 [1]. Produce the graphical outputs using graphing and statistical software [2].
3.2.1. SCREEN: The group comparisons being conducted using an unpaired Student’s t-test or a one-way analysis of variance
3.2.2. SCREEN: The graphical outputs being produced using the graphing and statistical software

3.3. Apply a multivariate logistic regression model to examine the factors independently associated with iron deficiency anemia [1]. Specify  iron deficiency anemia status as the binary dependent variable, with iron deficiency anemia assigned a value of 1 and the non-iron deficiency anemia or control status assigned a value of 0 [2].
3.3.1. SCREEN: A multivariate logistic regression model being applied to examine the factors independently associated with iron deficiency anemia
3.3.2. SCREEN: The iron deficiency anemia status being specified as the binary dependent variable with the respective values being assigned

3.4. Include residence, family history of anemia, pregnancy status, and intake of red meat, poultry, and citrus fruits as the a priori independent variables [1]. Code categorical variables using dummy variables [2] and classify dietary intake as low for consumption of two or fewer times per week, or adequate for consumption of more than twice per week [3].
3.4.1. SCREEN: The residence, family history of anemia, pregnancy, and intake of red meat, poultry, and citrus fruits being entered as independent variables
3.4.2. SCREEN: The categorical variables being coded using dummy variables
3.4.3. SCREEN: The dietary intake variables being classified as low or adequate according to the reported consumption frequency

3.5. Enter all the selected variables simultaneously into the regression model to estimate their independent associations while accounting for potential confounding factors [1]. Report the adjusted odds ratios with 95 percent confidence intervals; odds ratios greater than 1 indicate higher odds of iron deficiency anemia [2].
3.5.1. SCREEN: All the selected variables being entered simultaneously into the regression model
3.5.2. SCREEN: The adjusted odds ratios and 95 percent confidence intervals being generated from the regression model

3.6. Finally, generate a forest plot in spreadsheet software to visually summarize the adjusted odds ratios and the corresponding 95 percent confidence intervals [1].
3.6.1. SCREEN: The adjusted odds ratios and corresponding 95 percent confidence intervals being plotted as a forest plot in the spreadsheet software



Results
4. Results 

4.1. Pregnant women with iron deficiency anemia showed significantly reduced hemoglobin levels [1] compared with non-pregnant controls [2].
4.1.1.  LAB MEDIA: Figure 1. Video editor: Please highlight the bar labeled “Pregnant women”
4.1.2. LAB MEDIA: Figure 1. Video editor: Please highlight the bar labeled “Non-pregnant controls”

4.2. Serum iron levels were markedly reduced in pregnant women with iron deficiency anemia [1] relative to non-pregnant controls [2]. In contrast, total iron-binding capacity was elevated in the pregnant group [3] compared with the controls [4].
4.2.1. LAB MEDIA: Figure 2A. Video editor: Please highlight the bar labeled “Pregnant women”
4.2.2.  LAB MEDIA: Figure 2A. Video editor: Please highlight the bar labeled “Non-pregnant controls”
4.2.3. LAB MEDIA: Figure 2B. Video editor: Please highlight the bar labeled “Pregnant women”
4.2.4.  LAB MEDIA: Figure 2B. Video editor: Please highlight the bar labeled “Non-pregnant controls”

4.3. Transferrin saturation levels were lower in pregnant women with iron deficiency anemia [1] than in non-pregnant controls [2]. Conversely, unsaturated iron-binding capacity was elevated in pregnant women [3] relative to the non-pregnant controls [4].
4.3.1. LAB MEDIA: Figure 2C. Video editor: Please highlight the bar labeled “Pregnant women”
4.3.2. LAB MEDIA: Figure 2C. Video editor: Please highlight the bar labeled “Non-pregnant controls”
4.3.3. LAB MEDIA: Figure 2D. Video editor: Please highlight the bar labeled “Pregnant women”
4.3.4. LAB MEDIA: Figure 2D. Video editor: Please highlight the bar labeled “Non-pregnant controls”

4.4. Ferritin levels also showed a significant reduction in pregnant women with iron deficiency anemia [1] compared with non-pregnant controls [2].
4.4.1. LAB MEDIA: Figure 2E. Video editor: Please highlight the bar labeled “Pregnant women”
4.4.2. LAB MEDIA: Figure 2E. Video editor: Please highlight the bar labeled “Non-pregnant controls”

4.5. Low red meat intake showed the strongest association with iron deficiency anemia, with an odds ratio of 4 [1], followed by low poultry intake, with an odds ratio of 3.5 [2]. Pregnancy was associated with three-fold higher odds of iron deficiency anemia [3], while positive family history, rural residence, and low citrus intake were also independently associated with increased odds of iron deficiency anemia [4].
4.5.1. LAB MEDIA: Figure 3. Video editor: Please highlight the row labeled “Low Red Meat Intake” and its green dot
4.5.2. LAB MEDIA: Figure 3. Video editor: Please highlight the row labeled “Low Poultry Intake” and its green dot
4.5.3. LAB MEDIA: Figure 3. Video editor: Please highlight the row labeled “Pregnancy” and its green dot
4.5.4. LAB MEDIA: Figure 3. Video editor: Please highlight the row labeled “positive history”, “rural residence” and “low citrus” intake with their respective green dots
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