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	Previous AS
	N
	Ln(M414/
solanidine) ±SD

	0.25
	3
	1.25±0.71

	1
	1
	2.30

	2
	12
	2.00±0.56

	2.25
	16
	1.98±0.41

	Expanded AS
	
	

	0.25
	3
	1.25±0.71

	0.75
	1
	2.30

	1
	11
	1.98±0.58

	1.25
	1
	1.30

	1.5
	10
	1.96±0.41

	2
	1
	2.21

	2.25
	4
	2.04±0.14

	3.25
	1
	2.62



Introduction. Cytochrome P450 2D6 (CYP2D6; CYP2D6) is a highly polymorphic drug-metabolizing enzyme also well known for copy number as well as structural variations. Its activity can be predicted by genotyping but quantifying the effect of copy number variation (CNV) can be complex, expensive and time-consuming, and applied methods are not standardized. However, phenotyping CYP2D6 activity using the diet-derived biomarker of CYP2D6 activity (solanidine and its metabolite M414), when used in combination with CYP2D6 genotyping has the potential to better predict true CYP2D6 activity. 
Aims. We sought to reassess CYP2D6 CNV in our cohort of patients on tamoxifen therapy (N=1,029; Medwid et al, 2024) utilizing additional technologies including MLPA coupled to observed solanidine metabolite ratios.
Methods. Previously, metabolizer status and activity score (AS) were determined by TaqMan assays and copy number analysis using amplification ratios. For expanded genotyping, we employed TaqMan Genotyper software tracings and MLPA assays for those who harbor CYP2D6*4, *41, and *10 variants and have increased copy number (N=32). 
Results. Expanded testing that included MLPA resulted in revised CYP2D6 genotypes in 25 patients, with 24 having their activity score altered (see table), where 14 previous normal metabolizers were recategorized as intermediate (N=13) or ultrarapid (N=1). Of 11 patients genotyped as *10/*1x2, ten patients were updated to *10x2/*1, and of 12 patients genotyped as *4/*1x2, nine were updated to *1/*4x2. Expanded genotyping activity scores better predict M414/solanidine ratios (R2 = 0.37). 
Discussion. Addition of technologies such as MLPA resulted in a more accurate prediction of CYP2D6 copy number particularly when coupled to solanidine metabolism as a circulating biomarker of CYP2D6 activity. 
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