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Quantitative Multiplex PCR of Short Fluorescent Fragments (QMPSF) Analysis
Deletion of exons 5 and 6 of the NR5A1 gene was confirmed by QMPSF using primers listed in Table 1, according to the protocol of NPHP1-QMPSF [1] with the following differences: universal 5’ fluorescent dye-labeled primer (6FAM-M13) and universal primer extensions were used [2]. MyTaq HS Mix (Bioline, London, UK) was used with the following conditions: the initial denaturation (95°C for 2 min) was followed by 29 cycles of amplification (95°C for 15 s, 60°C for 20 s, 72°C for 15 s) and a final extension (72°C for 5 min). Copy numbers were calculated based on the normalized peak areas following intra- and inter-sample normalization.
Table 1 NR5A1-QMPSF primer sequences. Primers of control regions are in bold.
	Primer
	Primer sequence
	Conc. (µmol/L)
	Product length (bp)

	NR5A1 5F
	GCGTGCCTCTTCCTTCCA
	0.2
	143

	NR5A1 5R
	GATGCTGCCCTCCTTGCC
	0.2
	

	NR5A1 6F
	GGAGTTTGTCTGCCTCAAGT
	0.2
	210

	NR5A1 6R
	AATGAGTAAGGGAGGGGTCC
	0.2
	

	HSD17B3 11F
	AAGGCTGCTCCTGACACACT
	0.2
	191

	HSD17B3 11R
	CCTCCATCTTCAGCGGACTA
	0.2
	

	USH2A 41F
	CCTTTCACCAGAGTCCCAGA
	0.2
	278

	USH2A 41R
	CCATGGGCTAAGAGCAGAAG
	0.2
	

	6FAM-M13
	6FAM-TGTAAAACGACGGCCAGT
	0.8
	-
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