Supplementary table 1: Comparative analysis of parasitic infections using SYBR Green and TaqMan Probe-Based Multiplex qPCR
	S. No.
	Clinical condition (N)
(%positivity)
	Entamoeba histolytica
	Giardia lamblia
	Cryptosporidium spp.
	Mixed infection (E. histolytica. & Giardia)

	
	
	SYBR
	Probe-Hex
	SYBR
	Probe-FAM
	SYBR
	Probe-Tex 615
	SYBR
	Probe-Hex +
FAM + Tex 615

	1.  
	Paediatric Gastroenterology
	15 (3.1%)
	16 (2.9%)
	19 (3.5%)
	19 (3.5%)
	04 (0.74%)
	05 (0.92%)
	05 (0.92%)
	05 (0.92%)

	2. 
	Clinical haematology & Medical Oncology 
	09
(1.7%)
	07
(1.3%)
	15 (2.8%)
	15 (2.8%)
	11 (2.03%)
	11 (2.03%)
	03
(0.55%)
	04
(0.74%)

	3. 
	Gastroenterology (Adults)
	09 (1.8%)
	10 (1.8%)
	41 (7.6%)
	44 (8.1%)
	06 (1.11%)
	07 (1.13%)
	06
(1.11%)
	07
(1.3%)

	          Total (n= 540)
	31 (5.7%)
	33 (6.1%)
	75 (13.9%)
	78 (14.4%)
	21 (3.9%)
	23 (4.2%)
	14
(2.6%)
	16 (2.96%)

	4. 
	Severity of diarrhea
	Acute- 5.18%
Chronic- 0.92%
	Acute- 10.9%
Chronic- 3.52%
	Acute- 2.96%
Chronic- 1.3%
	Acute- 2.04%
Chronic- 0.92%



Supplementary table 2a- Entamoeba histolytica: gene copy number (Genomic size: 23.8 Mb)	
	
S. No.
	
Serial dilution
	Entamoeba histolytica

	
	
	Ct value SYBR
	Ct value Probe
	Calculated plasmid Copy number

	1. 
	100
	10
	11
	3.94 x 104

	2. 
	[bookmark: OLE_LINK11]10-1
	17
	14
	3.94 x 103

	3. 
	10-2
	19
	16
	3.94 x 102

	4. 
	10-3
	22
	19
	3.94 x 101

	5. 
	10-4
	25
	21
	3.94 

	6. 
	10-5
	28
	24
	0.394 

	7. 
	10-6
	30
	25
	0.0394

	8. 
	10-7
	33
	28
	0.00394

	9. 
	10-8
	NA
	29
	0.000394

	10. 
	10-9
	NA
	30
	0.0000394

	11. 
	10-10
	NA
	33
	0.00000394 



Supplementary table 2b- Giardia lamblia: gene copy number (Genome size:11.7 Mb)
	S. No.
	Serial dilution
	Giardia lamblia

	
	
	Ct value SYBR
	Ct value Probe
	Calculated plasmid Copy number

	1. 
	100
	22.5
	14.50
	7.92 x 104

	2. 
	10-1
	22.99
	17.32
	7.92 x 103

	3. 
	10-2
	23.06
	18.88
	7.92 x 102

	4. 
	10-3
	26.4
	19.92
	7.92 x 101

	5. 
	10-4
	27.1
	21.85
	7.92

	6. 
	10-5
	28.6
	23.48
	0.792 

	7. 
	10-6
	29.38
	25.60
	0.0792

	8. 
	10-7
	32.06
	27.80
	0.00792

	9. 
	10-8
	NA
	30.20
	0.000792

	10. 
	10-9
	NA
	33.17
	0.0000792

	11. 
	10-10
	NA
	NA
	0.00000792



Supplementary table 2c- Cryptosporidium spp.: gene copy number (Genome size:9.1 Mb)
	S. No.
	Serial dilution 
	Cryptosporidium spp.

	
	
	Ct value SYBR
	Ct value Probe
	Calculated plasmid Copy number

	1. 
	100
	23
	21.86
	1.02 x 105

	2. 
	10-1
	25
	22.33
	1.02 x 104

	3. 
	10-2
	26
	25.01
	1.02 x 103

	4. 
	10-3
	28
	25.22
	1.02 x 102

	5. 
	10-4
	28.65
	26.26
	1.02 x 101

	6. 
	10-5
	29.12
	27.66
	1.02

	7. 
	10-6
	29.66
	28.17
	0.102 

	8. 
	10-7
	31
	29.26
	0.0102

	9. 
	10-8
	NA
	30.02
	0.00102

	10. 
	10-9
	NA
	32.59
	0.000102

	11. 
	10-10
	NA
	NA
	0.0000102



Supplementary table 3: Agreement analysis and reproducibility of multiplex assays.
Cohen’s kappa (κ) values for inter-assay concordance (SYBR vs probe-based qPCR) 
	Protozoan parasite
	SYBR +ve, probe +ve
	SYBR +ve, probe -ve
	SYBR -ve, probe +ve
	SYBR -ve, probe -ve
	Cohen’s kappa (95% CI)
	McNemar P value
	Standard Error
	SYBR-based qPCR
	TaqMan probe qPCR

	
	
	
	
	
	
	
	
	Sensitivity
	Sensitivity
	Sensitivity
	Specificity

	Entamoeba histolytica
	31
	00
	02
	507
	0.96 (0.92–1.0)
	0.5
	0.02
	93.94%
	100%
	100%
	100%

	Giardia lamblia
	75
	00
	03
	462
	0.97 (0.95–1.0)
	0.25
	0.013
	96.1%
	100%
	100%
	100%

	Cryptosporidium spp.
	21
	00
	02
	517
	0.95 (0.88–1.0)
	0.5
	0.03
	91.3%
	100%
	100%
	100%

	Mixed infection
(E. histolytica. & Giardia lamblia)
	14
	00
	02
	524
	0.93 (0.83–1.0)
	0.5
	0..048
	87.5%
	100%
	100%
	100%






Supplementary table 4: Demographic and clinical distribution of E. histolytica, G. lamblia, and Cryptosporidium spp. detected using multiplex qPCR
	S. No.
	Clinical condition (N)
(%positivity)
	Entamoeba histolytica
	Giardia lamblia
	Cryptosporidium spp.
	Mixed infection (E. histolytica. & Giardia)

	5.  
	IBS (41), 29.3%
	02
	17
	-
	04

	6. 
	Ulcerative colitis(n=33), 30.3%
	08
	11
	04
	02

	7. 
	Crohn’s disease (n=27), 29.6%
	07
	07
	              02
	01

	8. 
	Pancreatitis (n=39), 12.8%
	              02
	12
	              -
	01

	9. 
	Chronic/ severe diarrhoea (n=49), 22.4%
	05
	19
	07
	05

	10. 
	Transplant patient (pre/ post) (n=31), 41.9%
	             05
	07
	06
	02

	11. 
	HIV patient (n=20), 35%
	             04
	             05
	             04
	01

	Total (n= 540)
	33 (6.1%)
	78 (14.4%)
	23 (4.2%)
	16 (2.96%)

	12. 
	Age (in years)
	< 18 years
	15 
	23 
	11 
	05

	13. 
	
	19- 50 years
	08 
	38 
	07 
	07

	14. 
	
	> 50 years
	             10 
	              17
	             05 
	04

	15. 
	 Sex (M/F)
	Male
	14 
	42 
	             09 
	09

	16. 
	
	Female
	19 
	36 
	             14 
	07



Supplementary Figure 1: The original (uncropped) agarose gel images of Entamoeba histolytica, Giardia lamblia and Cryptosporidium spp. with their respective bands i.e., 166bp, 460bp and 240bp respectively.
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