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Supplementary figure legends
[bookmark: _Hlk524539247][bookmark: _Hlk524366326]Supplementary Figure 1. Standard curves for quantitative western immunoblot analyses of CYP3A4 (A) and CYP3A5 (B). rCYP3A4 and rCYP3A5 were used to make the standard curves to determine the expression levels of CYP3A4 and CYP3A5 in HLMs. Standard curves were constructed by plotting known amounts of rCYP3A4 (3, 5, 10, 20, 30, and 100 fmol) and rCYP3A5 (0.3, 0.5, 1, 3, 5, and 10 fmol). The densitometric values were measured using Image J software. CYP3A4 and CYP3A5 expression levels in HLMs were determined in the range of these standard curves.

[bookmark: _Hlk524539331]Supplementary Figure 2. Screening for PTV (A) and OBV (B) metabolism by rCYP3A4 and rCYP3A5. Luciferin-PPXE, which is the commercially available luminogenic substrate for CYP3As in the P450-Glo Assay system (L-PPXE, Promega, Madison, WI), and the concept of competitive inhibition with L-PPXE were applied. The screening reactions were designed according to the manufacturer’s instructions. Briefly, a solution (12.5 μL), including PTV or OBV, was mixed with recombinant CYP3A4 or CYP3A5 (12.5 μL) and incubated at 37ºC for 10 min, followed by the addition of the NADPH regeneration solution (25.0 μL). After 40 min, the luciferin detection reagent (50.0 μL) was added, and the samples were incubated at 25°C for 20 min. Luminescence was measured using the Gene Light GL-200 (Microtec Co., Chiba, Japan). The concentrations close to the Cmax (provided by the manufacturers) were selected as the median concentrations, and three concentrations (1, 10, and 100 µM for PTV, and 0.01, 0.1, and 1 µM for OBV) were used in the experiments. Percent changes were calculated from the untreated (100%) values. Open and closed bars express the data obtained with rCYP3A4 and rCYP3A5, respectively. Each data point represents the mean of triplicate incubations, and error bars represent the SD.

[bookmark: _Hlk524366247]Supplementary Figure 3. A, Correlation between the expression level of the CYP3A4 protein versus CYP3A4 mRNA and the CYP3A5 protein versus CYP3A5 mRNA. The expression of RPL13A mRNA was used to normalize the expression level of the mRNA of the CYP3As. mRNA expression was expressed as the ratio of the HLM donor that possesses the homozygous CYP3A5*1 allele. Protein expression in HLMs was determined by western immunoblot analysis as shown in Supplementary Figure 1. B, Comparison of the mRNA expression levels of the CYP3As in the CYP3A5 expresser and non-expresser. C, Comparison of the protein expression levels of the CYP3As in the CYP3A5 expresser and non-expresser. P values < 0.05 were considered statistically significant. D, Total protein expression of the CYP3As in 39 HLMs used in the present study. M, H, and W mean homozygous for CYP3A5*3, heterozygous for CYP3A5*1, and homozygous for CYP3A5*1, respectively. Open and closed bars represent CYP3A4 and CYP3A5, respectively.

Supplementary Figure 4. Correlation between the CYP3A mRNA expression profiles and PTV metabolism. The plots of the PTV disappearance rate with the CYP3A4 mRNA (A) or CYP3A5 mRNA (B) expression levels. A significant correlation between the PTV disappearance and the CYP3A4 mRNA expression level was observed (R2 = 0.198, P = 0.0045); whereas, there was no correlation between PTV disappearance and the CYP3A5 mRNA expression level (R2 = 0.0315, P = 0.279). The plots of M2 formation with the CYP3A4 mRNA (C) or CYP3A5 mRNA (D) expression levels. A significant correlation between M2 formation and the CYP3A4 expression level was observed (R2 = 0.186, P = 0.0062); whereas, there was no correlation between M2 formation and the CYP3A5 expression level (R2 = 0.00698, P = 0.613). PTV (5 µM) was incubated with 39 HLMs for 20 min at 37°C. The mRNA expression level was expressed as the ratio of an HLM donor that possesses the homozygous CYP3A5*1 allele.



















Supplementary tables
Supplementary Table 1. Primer sequences used in the present study.
	Name
	[bookmark: OLE_LINK2]Forward primer (5´– 3´)1
	Reverse primer (5´– 3´)
	References

	CYP3A5*3 genotyping
	CTAACCATAATCTCTTTtAAGAGCTCTTTTGTCTTTaA
	ACTTTGATCATTATGTTATGTAATCCATAC
	-

	CYP3A4
real-time
	CTAGCACATCATTTGGAGTG
	ACAGAGCTTTGTGGGACT
	(Zucchini et al. 2005)

	CYP3A5
real-time
	AAGTATGGAAAAATGTGGGGAAC
	CTGTAGGCCCCAAAGATGTC
	(Busi and Cresteil 2005)

	RPL13A
real-time
	CCTGGAGGAGAAGAGGAAAGAGA
	TTGAGGACCTCTGTGTATTTGTCAA
	(Matsumoto et al. 2013)


1Small letters represent mismatched nucleotides.

Supplementary Table 2. The intra- and inter-day variability of PTV determination developed in the present study.
	Intra-day
	Inter-day

	Spiked amount 
(ng/mL)
	Detected amount
(ng/mL, mean ± SD)
	CV
(%)
	Accuracy 
(%)
	Spiked amount
(ng/mL)
	Detected amount
(ng/mL, mean ± SD)
	CV
(%)
	Accuracy 
(%)

	0.1
	0.097 ± 0.001
	1.10
	97.5
	0.1
	0.101 ± 0.004
	3.73
	100.8

	0.5
	0.471 ± 0.009
	1.95
	94.3
	0.5
	0.493 ± 0.020
	3.97
	98.6

	1
	0.988 ± 0.019
	1.88
	98.8
	1
	1.005 ± 0.038
	3.78
	100.5

	5
	4.816 ± 0.109
	2.27
	96.3
	5
	5.029 ± 0.235
	4.68
	101.5

	10
	9.658 ± 0.264
	2.73
	96.6
	10
	10.114 ± 0.503
	4.97
	101.1

	25
	24.251 ± 0.793
	3.27
	97.0
	25
	24.302 ± 0.497
	2.04
	97.2

	50
	49.622 ± 0.339
	0.68
	99.2
	50
	50.332 ± 0.979
	1.95
	100.7
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