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Table S1. The candidate qPCR compositions for optimization of crAssphage detection 
	Composition
	1
	2
	3
	4
	5
	6
	7
	8
	9
	10

	Primer (μM)
	0.55
	0.6
	0.6
	0.6
	0.8
	0.8
	1
	1
	1.2
	1.2

	Probe (μM)
	0.55
	0.6
	0.24
	0.16
	0.6
	0.4
	0.6
	0.4
	0.6
	0.4

	Total volume (μl)
	25
	25
	25
	25
	25
	25
	25
	25
	25
	25





Table S2. Cq values of qPCR for detection method optimization using each primer/probe combination
	Sample numbera
	1
	2
	3
	4

	CrAssBP
	29.81
	22.06
	24.37
	N.D.b

	CPQ056
	29.83
	28.77
	24.24
	N.D.

	RQ
	27.06
	21.55
	22.97
	N.D.

	CrAssPFL1
	36.88
	21.03
	23.19
	28.71

	CrAssPFL2
	27.64
	22.49
	22.47
	30.01


a, Sample 1, 11-year-old male child’s fecal sample; Sample 2, 14-year-old male adolescents’ fecal sample; Sample 3, 12-year-old male adolescents’ fecal sample; Sample 4, 15-year-old male adolescents’ fecal sample.
b, N.D., Not detected

Table S3. Cq values of qPCR for sensitivity test using each primer/probe combination
	DNA concentration (ng/μl)
	100
	10−1
	10−2
	10−3
	10−4
	10−5
	10−6
	10−7

	CrAssBP
	13.41
	19.37
	24.69
	27.48
	30.72
	31.62
	35.10
	N.D.a

	CPQ056
	13.45
	16.52
	21.04
	24.90
	28.48
	33.57
	38.21
	N.D.

	RQ
	10.61
	13.41
	17.12
	21.36
	24.30
	28.16
	31.28
	N.D.

	CrAssPFL1
	13.91
	17.93
	20.03
	23.68
	27.31
	30.74
	32.85
	36.62

	CrAssPFL2
	10.73
	14.21
	18.07
	22.13
	26.22
	29.48
	32.84
	35.77


a, N.D., Not detected

Figure S1. Comparison of amplification between ten candidate qPCR compositions with each primer/probe set in the qPCR assay. Results of qPCR assay with primer/probe sets (A) CrAssBP, (B) CPQ056, (C) RQ, (D) CrAssPFL1, and (E) CrAssPFL2. The optimized composition for each crAssphage primer set in Table S1 was indicated with an arrow in the qPCR result graph.

Figure S2. qPCR results of CrAssBP, CPQ056, and RQ. qPCR with the primer/probe set (A) CrAssBP or (B) CPQ056 or (C) RQ was conducted to amplify DNA extracted from feces of each animal. Lanes M, 100 bp DNA ladder marker (MGmed); Lanes P, human fecal DNA; Lanes N, molecular water.
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