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PCR amplification condition
RT-PCR and genomic DNA PCR condition
PCR was performed according to the following conditions: 1 cycle of 95°C for 7 min; 35 cycles of 95°C for 45 sec, annealing at the temperature listed in Table S1 for 30 sec, and 72°C for 1 min 30 sec; and 1 cycle of 72°C for 10 min. Amplification of SRY and GAPDH primer pairs (Table S1) was performed according to the following conditions: 1 cycle of 95°C for 5 min; 30 cycles of 95°C for 30 sec, 60°C for 30 sec, and 72°C for 45 sec; and 1 cycle of 72°C for 7 min. 

RACE-PCR of 5’- and 3’- region
For the 5’ RACE PCR, the first round of PCR was performed according to the following conditions: 1 cycle of 95°C for 7 min; 54°C for 5 min; 72°C for 40 min; 30 cycles of 95°C for 40 sec, 54°C for 1 min 30 sec, and 72°C for 2 min; and 1 cycle of 95°C for 40 sec, 54°C for 1 min 30sec, and 72°C for 15 min. The second round of PCR was carried out as follows: 1 cycle of 95°C for 7 min; 30 cycles of 95°C for 35 sec, 56°C for 30 sec, and 72°C for 1 min; and 1 cycle of 72°C for 10 min.
In case of 3’ RACE PCR, the first round of PCR was performed as follows: 1 cycle of 95°C for 5 min; 55°C for 5 min; 72°C for 40 min; and 20 cycles of 95°C for 40 sec, 55°C for 1 min, and 72°C for 2 min; and 1 cycle of 95°C for 40 sec, 55°C for 1 min, and 72°C for 15 min. Nested PCR was performed according to the following conditions: 1 cycle of 95°C for 5 min followed by 35 cycles of 95°C for 30 sec, 60°C for 30 sec, and 72°C for 1 min 30 sec. 

PCR for Bisulfite sequencing
First-round PCR was performed using 1 cycle of 95°C for 5 min and 35 cycles of 95°C for 30 sec, annealing at the temperature listed in Table S4 for 30 sec, and 72°C for 2 min; and 1 cycle of 72°C for 10 min. Second-round PCR was performed as follows: 1 cycle of 95°C for 7 min; 40 cycles of 95°C for 35 sec, annealing temperature for 30 sec, and 72°C for 1 min: and 1 cycle of 72°C for 10 min. BS3 was amplified according to the following conditions: 1 cycle of 95°C for 5 min; 40 cycles of 95°C for 30 sec, 54°C for 30 sec, and 72°C for 2 min; and 1 cycle of 72°C for 10 min. 

