Supporting Information 
Materials and Methods
Blastocyts analysis was carried out following proteinase K digestion and inactivation at 94°C for 15 minutes followed by PCR in a 50 μl multiplex PCR reaction containing 0.2 mM dNTPs, 0.1 μM each primer (Table S1), 2.5 U Taq polymerase in a buffer supplied by the manufacturer (Thermo). The reaction was thermo-cycled with an initial denaturation of 3 minutes at 94°C and then for 30 cycles using a program of 30 seconds at 94°C, 30 seconds at 65°C to 55°C and 30 seconds at 72°C. All primer sequences are listed in Table S1. From each multiplex reaction, 1.5 μl product was used as a template with a hemi-nested primer 5’ fluorescently labeled with 6-FAM, HEX or TAMRA (Life Technologies), with either the forward or reverse unlabeled primer for an additional 35 cycles PCR reaction for each individual marker.

For confirmation of GJB2 mutation using the DNA extracted from amniotic fluid and cord blood, PCR reactions were performed in 50 μl solution containing 2.5 mM of each dNTPs, 20 μM each primer (Table S2), 1 U Taq polymerase supplied by the manufacturer (Takara), and 100 ng DNA template. The reaction was thermo-cycled with an initial denaturation of 5 minutes at 94°C, and then for 10 cycles using a program of 30 seconds at 94°C, 40 seconds at 63°C with a decreased of 0.5°C for each cycle and 40 seconds at 72°C. Another 27 cycles were performed using the program of 30 seconds at 94°C, 40 seconds at 58°C and 40 seconds at 72°C, following 5 minutes at 72°C and rest at 4°C. 
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Figure S1  Audiology tests by ABR and 40Hz AERP at two months after birth confirmed the newborn is with normal hearing. A, ABR result of left ear at threshold of 20dBnHL. B, ABR result of right ear at threshold of 20dBnHL. C, 40Hz AERP result of left ear at threshold of 30dBnHL. D, 40Hz AERP result of right ear at threshold of 30dBnHL.
Table S1  Primer sequences for multiplex nested PCR analysis
	STR marker name
	Forward primer
	Reverse primer
	Nested primer

	GJB2-AT2
	GAGAATGCTGTCAATATTGGTG
	ATGGCTGGCATAGAAGAAAA
	TCTGCATCACCCAATCAATA

	D13S1830
	ATTGCTTGAAGCCAGGAGTT
	TTTTGTTTGGTACCAGAAGGATTA
	CAGCCTGTGCGAGATAGTGAG

	D13S633
	ACGCTTTACCCCTGAAATC
	ACTCGAACTGCTTTGCTTC
	ACGCTTTACCCCTGAAATC

	D13S250
	GAAGACAGGGTTATGCCCA
	ACAGGATATCCCCAGCAG
	CCTGGATGCTAGAGTATTGAAA

	D13S1275
	TATTCTGAAGCATCCCAGTG
	ATCACTTGAATAAGAAGCCATTTG
	TTGTTGCTTCTTACATCATCCT

	D13S232
	TTTGAGCCCTTCCTTTCTGA
	GGCACAGAAATAAATGTTGAT
	TGCTCACTGCTCTTGTGATT

	D13S292
	CGGGGTATTTTAAAACAGAAA
	TTTGACACTTTCCAAGTTGC
	TAATGGCGGACCATGC

	GJB2 (c.235delC/ c.299-300delAT)
	CTACTTCCCCATCTCCCACA
	TGGGTTTTGATCTCCTCGAT
	TGGGTTTTGATCTCCTCGAT


Table S2  Primer sequences for confirmation of GJB2 mutation by Sanger sequencing using the DNA extracted from amniotic fluid 
	
	Forward primer
	Reverse primer

	GJB2 (c.235delC/ c.299-300delAT)
	TTGGTGTTTGCTCAGGAAGA
	GGCCTACAGGGGTTTCAAAT


