SUPPLEMENTARY FILE S1 
CLINICAL SCREENING QUESTIONNAIRE FOR HEALTHY COHORT
Study Title: Population-Specific Antiphospholipid Antibody Titres in a South Indian Cohort: Defining Cut-Off Values and Implications for Diagnosis from a Cross-sectional Validation Study
Participant ID: ___________________________ 
Date of Assessment: ______________________
Age: _______ (Note: Must be between 21 and 55 years) 
Sex: ☐ Male ☐ Female ☐ Other

Instructions for the Participant: Please answer the following questions regarding your medical history to the best of your knowledge. An internal medicine specialist will review these answers with you during your clinical examination.
PART A: General Medical History
Please check the appropriate box for each condition.
1. Have you ever been diagnosed with or treated for Diabetes? ☐ Yes ☐ No
2. Have you ever been diagnosed with or treated for Hypertension (High Blood Pressure)? ☐ Yes ☐ No
3. Have you ever been diagnosed with or treated for Dyslipidemia (High Cholesterol)? ☐ Yes ☐ No
4. Have you ever been diagnosed with or treated for a Thyroid disease? ☐ Yes ☐ No
5. Do you have any known Autoimmune Diseases (e.g., Systemic Lupus Erythematosus, Rheumatoid Arthritis)? ☐ Yes ☐ No
6. Are you currently taking any prescription medications? ☐ Yes ☐ No If yes, please list them here: ______________________________________________________
PART B: Thrombotic & Obstetric History
6. Have you ever had a blood clot in your legs (Deep Vein Thrombosis) or lungs (Pulmonary Embolism)? ☐ Yes ☐ No
7. Have you ever had a stroke, heart attack, or transient ischemic attack (TIA)? ☐ Yes ☐ No
8. (For female participants) Have you ever experienced a pregnancy loss (miscarriage or stillbirth)? ☐ Yes ☐ No ☐ Not Applicable
9. (For female participants) Have you ever had complications during pregnancy, such as pre-eclampsia or eclampsia? ☐ Yes ☐ No ☐ Not Applicable
PART C: Recent Health & Infections
10. Have you had a fever or any infectious illness in the past 2 weeks? ☐ Yes ☐ No
11. Do you have any current symptoms of illness (e.g., cough, sore throat, body aches)? ☐ Yes ☐ No

PHYSICIAN DECLARATION
To be completed by the evaluating internal medicine specialist.
I have reviewed this questionnaire with the participant and completed a basic clinical examination. Based on this assessment, I confirm that the participant is:
· Free from current infections.
· Free from risk factors for thrombotic or obstetric complications.
· Has no history of diabetes, hypertension, dyslipidemia, or autoimmune diseases.
Conclusion: The participant is deemed FIT / UNFIT (circle one) for inclusion in the healthy reference cohort.
Physician Name: _______________________________________ 

Physician Signature: ____________________________________ 

Date: ______________________





	Table S1: The outliers excluded from each antibody levels in normal cohort. The highest ten values are presented for each antibody. Underlined and emboldened values are the excluded outliers.


	
	
	
	
	

	Antibody
	IgG aCL
	IgM aCL
	IgG anti-β2GPI
	IgM anti-β2GPI

	
		2.41

	2.44

	2.54

	2.65

	2.72

	2.74

	2.98

	3.04

	3.67

	22.11



		3.12

	3.52

	3.7

	4.13

	4.68

	5.98

	7.59

	8.66

	10.64

	12.58



		9.3

	9.6

	9.7

	11.2

	15

	15.9

	16.9

	27.6

	28.8

	45.6



		8.6

	11

	12

	13.7

	14.3

	14.4

	14.7

	15

	16.2

	25.6




	
	
	
	
	

	Outliers excluded (n)
	1
	0
	3
	1

	
	
	
	
	

	 Participants included (N)
	124
	125
	122
	124

	
	
	
	
	

	aCL- anticardiolipin, anti-β2GPI - anti B2-glycoprotein I, IgG- Immunoglobulin G, IgM- Immunoglobulin M
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	Table S2: Median (Interquartile range) values of antiphospholipid antibodies in the normal cohort, stratified by sex

	

	Antibodies
	Sex

	
	Female
(n = 100)
	Male
(n = 25)

	
	
	

	IgG ACL (GPL)
	1.5 (1)
	1.3 (0.8)

	IgM ACL (MPL)
	1.1 (0.7)
	1.1 (1.3)

	IgG anti-β2GPI (SGU)
	8.1 (0.9)
	8.2 (2)

	IgM anti-β2GPI (SMU)
	3.6 (2.1)
	3.5 (2.8)

	
	
	

	IgG - Immunoglobulin G, IgM - Immunoglobulin M, ACL - Anitcardiolipin, AB2GP1- Anti beta 2 glycoprotein 1, GPL-G phospholipid units, MPL-M phospholipid units, SGU, SMU- arbitrary units for beta 2 glycoprotein IgG and IgM respectively.




	Table S3: Median (Inter-Quartile Range) values of antibodies in thrombotic/obstetric issues in validation cohort (n = 199)

	

	Clinical feature
	IgG aCL
(GPL)
	IgM aCL
(MPL)
	IgG anti-β2GPI
(SGU)
	IgM anti-β2GPI
(SMU)

	Only thrombotic issues 
(n = 78)
	2.7 (6.4)
	3.1 (6.0)
	6.6 (15.9)
	5.3 (8.4)

	
	
	
	
	

	Only obstetric issues of APS according to criteria (n = 45)
	2.7 (8.9)
	3 (8.2)
	5.8 (5.6)
	4.2 (7.9)

	
	
	
	
	

	Both thrombotic and criteria obstetric issues 
(n = 5)
	10.5 (16.3)
	3.8 (8.1)
	10.2 (26.7)
	4.3 (1.3)

	
	
	
	
	

	Without autoimmune disease and any thrombotic/ obstetric issues (n = 26)
	2 (1.5)
	1.8 (2.8)
	4.4 (3.1)
	4.6 (2.3)

	
	
	
	
	

	Autoimmune disease without any thrombotic/ obstetric issues 
(n = 55)
	2 (3)
	1.5 (2.1)
	5.3 (4.5)
	4.1 (2.6)

	
	
	
	
	

	[bookmark: _Hlk203482916]IgG - Immunoglobulin G, IgM - Immunoglobulin M, aCL - Anticardiolipin, anti-β2GPI - Anti beta 2 glycoprotein 1, GPL-G phospholipid units, MPL - M phospholipid units, SGU, SMU- arbitrary units for beta 2 glycoprotein IgG and IgM respectively.





	Table S4: Median (Inter-Quartile Range) values of antiphospholipid antibodies in validation cohort (n = 199)

	
	
	
	
	

	Groups
	IgG aCL (GPL)
	IgM aCL (MPL)
	IgG anti-β2GPI (SGU)
	IgM anti-β2GPI (MPU)

	
	
	
	
	

	Cases
(Group A + Group B) (n = 118)
	2.7 (6.3)
	3 (6.5)
	6 (8.2)
	4.9 (8.5)

	Control 
(Group C + Group D)
(n = 81)
	2.0 (2.3)
	1.6 (2.2)
	4.6 (4)
	4.3 (2.7)

	
	
	
	
	

	IgG-Immunoglobulin G, IgM-Immunoglobulin M, ACL-Anticardiolipin, anti-β2GPI - Anti beta 2 glycoprotein 1, GPL-G phospholipid units, MPL-M phospholipid units, SGU, SMU- arbitrary units for beta 2 glycoprotein IgG and Ig respectively.









	Table S5: Area Under the Curve of calculated antiphospholipid cutoffs in classifying anti-phospholipid antibody cases, in a ROC curve analysis of the validation cohort (n = 199).

	
	

	Antibody (Cutoff by ROC)
	AUC (%)

	
	

	IgG ACL (20 GPL)
	61.5 (53.7-69.3)

	IgM ACL (6.5 MPL)
	64.8 (57-72.5)

	IgG anti-β2GPI (12.5 SGU)
	60.3 (52.5-68.1)

	IgM anti-β2GPI (11.5 SMU)
	56.4 (48.5-64.3)

	
	

	IgG - Immunoglobulin G, IgM - Immunoglobulin M, aCL-Anticardiolipin, anti-β2GPI -Anti beta 2 glycoprotein 1, AUC- Area under the curve





SUPPLEMENTARY FIGURE
[image: ]
Supplementary Figure S1: ROC curve for cut off calculation of aPL.
 AB2GP1- anti beta 2 glycoprotein, ACL - anticardiolipin, IgG-Immunoglobulin G, IgM-Immunoglobulin M
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