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Supplementary Figure S1. Calibrated dose-response (CDR) curves for CRP, calprotectin, TNF-α, lactoferrin, IL-6, IL-12, IL-22, and IL-23 obtained using the multiplex READ platform. These calibration models were used for quantitative biomarker determination and subsequent spike-and-recovery validation in saliva.
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Supplementary Table S1. Spike-and-recovery performance of the multiplex READ platform in human saliva. 
	CRP

	Spiked Concentration (µg/mL)
	Recovered Concentration (µg/mL)
	% Recovery
	% Accuracy

	4.6875
	4.05
	86.38
	115.76

	9.375
	8.42
	89.82
	111.34

	18.75
	19.05
	101.61
	98.41

	37.5
	37.65
	100.39
	99.61

	Calprotectin

	Spiked Concentration (µg/mL)
	Recovered Concentration (µg/mL)
	% Recovery
	% Accuracy

	1
	0.91
	91.44
	109.37

	3
	2.73
	90.99
	109.90

	9
	8.43
	93.62
	106.82

	18
	15.62
	86.80
	115.20

	81
	74.49
	91.96
	108.75

	TNF-alpha

	Spiked Concentration (pg/mL)
	Recovered Concentration (pg/mL)
	% Recovery
	% Accuracy

	5
	5.43
	108.59
	92.09

	15
	15.31
	102.06
	97.99

	30
	27.81
	92.72
	107.86

	60
	51.74
	86.24
	115.96

	90
	81.82
	90.91
	110.00

	Lactoferrin

	Spiked Concentration (µg/mL)
	Recovered Concentration (µg/mL)
	% Recovery
	% Accuracy

	0.9375
	0.81
	86.51
	115.60

	1.875
	1.66
	88.61
	112.86

	3.75
	3.13
	83.36
	119.96

	7.5
	6.45
	85.99
	116.30

	

IL-6

	Spiked Concentration (pg/mL)
	Recovered Concentration (pg/mL)
	% Recovery
	% Accuracy

	5
	5.14
	102.77
	97.30

	15
	13.30
	88.66
	112.79

	30
	26.87
	89.57
	111.64

	60
	52.75
	87.92
	113.74

	90
	102.51
	113.90
	87.80

	IL-12

	Spiked Concentration (pg/mL)
	Recovered Concentration (pg/mL)
	% Recovery
	% Accuracy

	0.5
	0.51
	101.81
	98.22

	1.5
	1.61
	107.60
	92.94

	2.5
	2.30
	92.10
	108.58

	3.5
	3.72
	106.35
	94.03

	IL-22

	Spiked Concentration (pg/mL)
	Recovered Concentration (pg/mL)
	% Recovery
	% Accuracy

	5
	5.41
	108.15
	92.46

	15
	16.07
	107.14
	93.33

	30
	28.61
	95.36
	104.86

	60
	55.67
	92.78
	107.78

	IL-23

	Spiked Concentration (pg/mL)
	Recovered Concentration (pg/mL)
	% Recovery
	% Accuracy

	5
	4.79
	95.71
	104.48

	15
	14.14
	94.28
	106.07

	30
	26.31
	87.70
	114.03

	60
	61.59
	102.65
	97.42








Supplementary Table S2. Intra-assay and inter-assay coefficient of variation (CV) values for the multiplex READ platform.
	CRP

	Concentration (µg/mL)
	Intra-Assay CV (%)
	Inter-Assay CV (%)

	0.0
	12.6
	14.2

	3.1
	19.1
	16.6

	6.3
	19.0
	15.0

	12.5
	10.4
	15.6

	25.0
	10.0
	17.0

	50.0
	10.7
	15.6

	Calprotectin

	Concentration (µg/mL)
	Intra-Assay CV (%)
	Inter-Assay CV (%)

	0.5
	3.0
	7.0

	1.5
	14.0
	13.0

	4.5
	13.0
	16.0

	13.5
	12.0
	13.0

	40.5
	10.0
	10.0

	121.5
	9.0
	8.0

	TNF-alpha

	Concentration (pg/mL)
	Intra-Assay CV (%)
	Inter-Assay CV (%)

	0
	13.7
	17.2

	1
	16.9
	19.8

	10
	17.6
	18.8

	20
	17.8
	18.8

	40
	17.2
	19.0

	80
	17.0
	19.1

	120
	17.0
	19.3

	Lactoferrin

	Concentration (µg/mL)
	Intra-Assay CV (%)
	Inter-Assay CV (%)

	0
	13.9
	16.2

	0.625
	11.9
	15.6

	1.25
	11.6
	15.3

	2.5
	11.6
	15.1

	5
	11.6
	14.9

	10
	11.4
	14.7

	IL-6

	Concentration (pg/mL)
	Intra-Assay CV (%)
	Inter-Assay CV (%)

	0
	19.1
	17.4

	1
	18.7
	15.7

	10
	18.3
	16.2

	20
	18.3
	17.7

	40
	17.9
	19.0

	80
	18.6
	18.2

	120
	19.1
	18.9

	IL-12

	Concentration (pg/mL)
	Intra-Assay CV (%)
	Inter-Assay CV (%)

	0.0
	10.0
	17.0

	0.2
	12.1
	19.7

	1.2
	12.6
	19.7

	2.1
	12.4
	17.6

	3.1
	13.1
	18.4

	4.0
	14.3
	18.4

	IL-22

	Concentration (pg/mL)
	Intra-Assay CV (%)
	Inter-Assay CV (%)

	0
	19.8
	18.4

	1
	15.6
	19.8

	10
	19.1
	18.5

	20
	17.2
	19.6

	40
	15.4
	18.3

	80
	12.2
	18

	IL-23

	Concentration (pg/mL)
	Inter-Assay CV (%)
	Intra-Assay CV (%)

	0
	18.1
	14.2

	1
	16.0
	15.4

	10
	13.7
	15.7

	20
	16.7
	18.8

	40
	17.8
	15.3

	80
	7.0
	19.3




Supplementary Table S3. Characteristics of the Preliminary Clinical Cohort
	Characteristic
	Non-IBD Subjects
	IBD Subjects

	Participants (N)
	9
	2

	Longitudinal Saliva Samples/Participant
	~28
	~28

	Approximate Total Samples
	~252
	~56

	Disease Type
	No IBD
	Ulcerative colitis

	Clinical Disease Severity
	Not collected
	Not collected

	Female, N (%)
	5 (55.6%)
	2 (100%)

	Male, N (%)
	4 (44.4%)
	0

	Median Age, Years (Range)
	28 (18-51)
	38.5 (19-58)
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