Figure 3: The alignment of AMELX and AMELY genomic sequences mapped with the primers (arrowed lines) used for sex identification. a) intron 3, 6-bp length
polymorphism, b) intron 3, 180-bp length polymorphism, c) intron 3, 187-bp length polymorphism, d) exon 5, 3-bp length polymorphism, and e) intron 6, 1-bp length
polymorphism. Nucleotide positions are based on AMELX sequence (Ensembl identification number ENSG00000099721) and AMELY (Ensembl identification number
ENSG00000125363). “:” represents homologous regions; “-” represents length polymorphisms; yellow boxes indicate the polymorphism in question. Bases in red
represent exon sequences. Each pair of primers is labeled with its reference in brackets. Additional information about the primers can be found in Table 1.

A 3220 3230 3240 3250 3260 3270 ]
AMELX CTGCACTATATAGATTTTTTTAAAGTAGCTTCAGTCTCCTTTAATGTGAACAATTGCATA

AMELY CTGTACTATATAGATTTTTTAAAAGTAATTTTAGTCTCTCTTAATGTTAACAATTGCATA
3830 3840 3850 3860 3870 3880

3280 3290 3300 3310 3320 3330
AMELX CTGACTTAATCTCTTCCTCTCTCTTCTCTTCCTTCACTCTCTCCCTTCCTCTCTCTTTCT

AMELY TTGACTTAATCTCTTACTCTCTCTTCCCTTCCTTCACACTCTCCCTTCCTCTCTCTTTCT

3890 3900 3910 3920 3930 3940
N1 et
[9] 5] et
3340 3350 3360 3370 3380 3390

AMELX ATTCTCCTCCCCTCCTCCCTGTAAAAGCTACCACCTCATCCTGGGCACCCTGGTTATATC

AMELY CTTCTCCTCCCCTCCTCCCTATAAAAGCTACCACCTCATCCTGGGCACCCTGGTTATATC

3950 3960 3970 3980 3990 4000
3400 I 3410 3420 3430 3440 3450

AMELX AACTTCAGCTATGAGGTAATTTTTCTCTTTACTAATTTTGACCATTGTTTGCGTTAACAA

AMELY AACTTCAGCTATGAGGTZ—\ATTTTTCTCTTTACTAATTTTGATCACTGTTTGCATTAGCAG

4010 4020 4030 4040 4050 4060
[9]
3460 3470 o 3490 3500 3510

AMELX TGCCCTGGGCTCTGTAAAGAATAGTGTGTTGATTCTTTATCCCAGAT--=——— GTTTCTC

AMELY TCCCCTGGGCTCTGTAAAGAATAGTGGGTGGATTCTTCATCCCAAATAAAGTGGTTTCTC
4070 4080 4090 4100 4110 4120

[9]
3520 3530 3540 3550 3560 357

AMELX AAGTGGTCCTGATTTTACAGTTCCTACCACCAGCTTCCCAGTTTAAGCTCTGATGGTTGG

AMELY AAGTGGTCCCAATTTTACAGTTCCTACCATCAGCTTCCCAGTTTAAGCTCTGATGGTTGG
4130 4140 4150 4160 4170 4180

[11] -« [13]
3580 (9] 3590 3600 3610 3620 3630
AMELX CCTCAAGCCTGTGTCGTCCCAGCAGCCTCCCGCCTGGCCACTCTGACTCAGTCTGTCCTC

AMELY CCTCAAGCCTGTGTTGCTCCAGCACCCTCCTGCCTGACCATTCGGATTGACTCTTTCCTC
4190 4200 4210 4220 4230 4240

[13]
5640 5650 3660 3670 3680 3690

AMELX CTAAATATGGCCGTAAGCTTACCCAT-CATGAACCACTACTCAGGGAGGCTCCATGATAG

AMELY CTAAATATGGCTGTAAGTTTATTCATTCATGAACCACTGCTCAGGAAGGTTCCATGAAAG
4250 4260 4270 4280 4290 4300



[6] ——-
3340 3350 3360 3370 3380 3390
AMELX ATTCTCCTCCCCTCCTCCCTGTAARAAGCTACCACCTCATCCTGGGCACCCTGGTTATATC

AMELY CTTCTCCTCCCCTCCTCCCTATAAAAGCTACCACCTCATCCTGGGCACCCTGGTTATATC
3950 3960 3970 3980 3990 4000
3400 3410 3420 3430 3440 3450
AMELX AACTTCAGCTATGAGGTAATTTTTCTCTTTACTAATTTTGACCATTGTTTGCGTTAACAA

AMELY AACTTCAGCTATGAGGTAATTTTTCTCTTTACTAATTTTGATCACTGTTTGCATTAGCAG

4010 4020 4030 4040 4050 4060
3460 3470 3480 3490 3500 3510

AMELX TGCCCTGGGCTCTGTAAAGAATAGTGTGTTGATTCTTTATCCCAGAT-———~-! GTTTCTC

AMELY TCCCCTGGGCTCTGTAAAGAATAGTGGGTGGATTCTTCATCCCAAATAAAGTGGTTTCTC
4070 4080 4090 4100 4110 4120

3520 3530 3540 3550 3560 3570
AMELX AAGTGGTCCTGATTTTACAGTTCCTACCACCAGCTTCCCAGTTTAAGCTCTGATGGTTGG

AMELY AAGTGGTCCCAATTTTACAGTTCCTACCATCAGCTTCCCAGTTTAAGCTCTGATGGTTGG
4130 4140 4150 4160 4170 4180

3580 3590 3600 3610 3620 3630
AMELX CCTCAAGCCTGTGTCGTCCCAGCAGCCTCCCGCCTGGCCACTCTGACTCAGTCTGTCCTC

AMELY CCTCAAGCCTGTGTTGCTCCAGCACCCTCCTGCCTGACCATTCGGATTGACTCTTTCCTC
4190 4200 4210 4220 4230 4240

3640 3650 3660 3670 3680 3690
AMELX CTAAATATGGCCGTAAGCTTACCCAT-CATGAACCACTACTCAGGGAGGCTCCATGATAG

AMELY CTAAATATGGCTGTAAGTTTATTCATTCATGAACCACTGCTCAGGAAGGTTCCATGAAAG

4250 4260 4270 4280 4290 4300
3700 3710 3720 3730 3740
AMELX GGCAAAAAGTAAACTCTGAC----CAGCTTGGTTCTAACCCAGCTAGTAARAATGTAAGGA

AMELY GGCAAAAAGTCAACTCTGACTGACCAGCTTGGTTCTATCCCATCCGGTAAAATGTAAAGA
4310 4320 4330 4340 4350 4360

3750 3760 3770 3780 3790 3800
AMELX TTAGGTAAGATGTTATTTAAAACTCTTTCCAGCTCAAAAAACTCCTGATTCTAAGATAGT

AMELY TTAGGTAAAAT
4370

3810 3820 3830 3840 3850 3860
AMELX CACACTCTATGTGTGTCTCTTGCTTGCCTCTGCTGAAATATTAGTGACTAAGTGGTATAG
AMELY

3870 3880 3890 3900 3910 3920
AMELX GAGAGACTCCGCAGAACAGCGGAATGCATGAGTTTTGGACGTCGGGTTTGAGGTTCTCCT
AMELY

3930 3940 3950 3960 3970 3980
AMELX CAACCTCTTACTAACTTTGTGATTTTGGGCAAATCATTTCCTCTTTCTGGAACCCTGGTT

AMELY =—=====7- TACTAACTTTG-===—=—— GGCAAATAATTTCCTCTCTTTGGAACCCTGGTT
4380 4390 4400 4410 4420
3990 4000 4010 4020 4030 4040

AMELX TCCTCATCTGGAGAAAGGAAATAATTATAATAACCATATTTCAAAATATTGTTTGGAGAG

AMELY TTCTCATTTGGACAAGGGAAATTACTGTAATATTCACATTTCAAAATATTG————GAGAA
4430 4440 4450 4460 4470

4050 4060 4070 4080 4090 4100
AMELX TAATATAGTTAATGAATATGAAAAGTGCTTTGTCAAGTATAATATGAGCAAGGTTACTGA

AMELY TAATATAGTTAACAATTATAAAAACTGCTTTGTCAAGTATAATATGAGCAAGGTAACTGA
4480 4490 4500 4510 4520 4530

4110 4120 4130 4140 4150 4160
AMELX TTATTTTTTGTATCGATTAAATGCCGTATTACTATATGAAGAATCCTCAAACCTAAGGCT
AMELY ---TTTTTTTTATTGATTACATGCTGTATTACCATATAAAGAATCCCCAAACCTAAGGTT
4540 4550 4560 4570 4580 4590

4170 4180 4190 4200 4210 4220
AMELX AACCAAGTATATATACTGTTCAGAAAGGAATAAGATTCTTACTTCTCTCACAGGTTCAGG

AMELY AACTAAGTGTGTATACTGTTCAGAAAGGAATAAAATTCTTACTTCTCTCATAGGTTCAGG
4600 4610 4620 4630 4640 4650

4230 4240 4250 4260 4270 4280
AMELX TAACAATCTATGAGTTTATTTACTTATAAAAGCTGAAGACARATGTTAGTAAGATTTTGA

AMELY TAACAATCTGTGAGTTTATTTACTTACACAAGCTGCTGACAAATGTTAATAAGAATCTGA
4660 4670 4680 4690 4700 4710

4290 4300 4310 4320 4330 4340
AMELX GGCAAGATTTTCTGTTGAACCGAAAAGATTGACACATCTGATCAGTCAA-TCTGTGTTTC

AMELY GGCAAGGTTTTCTGTTAAACCTAAAAGATTGACAAATTTGATCAGTAAAATCTGTGTTTT
4720 4730 4740 4750 4760 4770

4350 4360 4370 4380 4390 4400
AMELX TAGGATGAGGGACAGTGTTTGCACCTCTCTTTTTCCCATTGTGACATCAAAGARAAAAAT

AMELY TAGGTTGAGGGACAGTGTTTGCACCGCTTTTTTCCCCATTGTGACATCAAAGGAAAGA—T
4780 4790 4800 4810 4820 4830

4410 4420 4430 4440 4450 4460
AMELX GAAATTAACATCATGTCATATTATTATGTCATAATTTTGTGTTTGTTTTGCTCTTACAAT

AMELY GAAATTAACATTATGTCACATTATTGCGGCATAATTTTATGTTTGCTTTGCTCTTACAAT
4840 4850 4860 4870 4880 4890
4470 4480 4490 4500 4510 4520
AMELX GAAAAGAAGGAACTATGGAATTAAACAGATTTACTCCCTGTGTAACCTCAGTCAAGTTAA

AMELY GAAAAGCAGGACCTATGGAAATAAACAGATTTACTCCCTTTGTAACTTCAGTCAAGTTAA
4900 4910 4920 4930 4940 4950

4530 4540 4550 4560 4570 4580
AMELX TGAATCTCTTTAACTCCCCATAACCTTATCTAAARAGTGAGAGTAATAATACTTGCCTCC

AMELY TGAATCTCTTTAACTTCCCATGACCTTATCTAAAAAGTGAGAGTAACAATACTTGCCTCC
4960 4970 4980 4990 5000 5010

4590 4600 4610 4620 4630 4640
AMELX TAGCATATAAGAAAAGATGAAGAATGTGTGTGATGGATGTAAACACAGTGCCTGTCACAC

AMELY TAGCATATAAGGAAAGATGAAGAATGTGTGTGATGGATGTAAACACAGTGCCTGACACAC
5020 5030 5040 5050 5060 5070

4650 4660 4670 4680 4690 4700
AMELX AGGAAGCACCCAACAAAT-TTTTACCTTCTTCTTTCTTTTGTAGAACTCACATTCTCAGG

AMELY AGGAAGTACCCAACAAATGTTTTACCTTCTTCTTTCTCTTGTAGAACTCACATTCTCAGG
5080 5090 5100 5110 5120 5130

4710 4720 4730 4740 4750 4760
AMELX CTATCAATGTTGACAGGACTGCATTAGTGAGTCTATATTTCCTACTGCATCAGTGAGTTT

AMELY CTATCAATGTTGACAGGATTGCTTTAGTGAGTCTATATTTCCTACCGCATCAGTGAATTT
5140 5150 5160 5170 5180 5190

4770 4780 4790 4800 4810 4820
AMELX CTATATTGGATGAAAGTAAATTAAATCAAATGGGTTCTAATATCTTTTTCTCTTAAGGTG
AMELY CTGCATGGGATGAAAGTAAATTAAATCAAATGGATTCTAATATATCTTTCTCTTAAGGTG
5200 5210 5220 5230 5240 5250

4830 4850 4850 [6] 4860 4870 4880

AMELX CTTACCCCTTTGAAGTGGTACCAGAGCAT---AAGGCCACCGGTATGTAGACATTTTGTT

AMELY CTCACCCCTTTGAAGTGGTACCAGAGCATGATAAGACCACCAGTATGTAGACATTTTGTT
5260 5270 5280 5290 5300 5310



——
3520 3530 3540 3550 3560 3570
AMELX AAGTGGTCCTGATTTTACAGTTCCTACCACCAGCTTCCCAGTTTAAGCTCTGATGGTTGG

AMELY AAGTGGTCCCAATTTTACAGTTCCTACCATCAGCTTCCCAGTTTAAGCTCTGATGGTTGG
4130 4140 4150 4160 4170 4180

———

3580 3590 3600 3610 3620 3630
AMELX CCTCAAGCCTGTGTCGTCCCAGCAGCCTCCCGCCTGGCCACTCTGACTCAGTCTGTCCTC

AMELY CCTCAAGCCTGTGTTGCTCCAGCACCCTCCTGCCTGACCATTCGGATTGACTCTTTCCTC
4190 4200 4210 4220 4230 4240
3640 3650 3660 3670 3680 3690
AMELX CTAAATATGGCCGTAAGCTTACCCAT-CATGAACCACTACTCAGGGAGGCTCCATGATAG

AMELY CTAAATATGGCTGTAAGTTTATTCATTCATGAACCACTGCTCAGGAAGGTTCCATGAAAG

4250 4260 4270 4280 4290 4300
3700 3720 3720 3730 3740
AMELX GGCAAAAAGTAAACTCTGAC----CAGCTTGGTTCTAACCCAGCTAGTAAAATGTAAGGA

AMELY GGCAAAAAGTCAACTCTGACTGZ—\CCAGCTTGGTTCTATCCCATCCGGTAAAATGTAAAGA
4310 4320 4330 4340 4350 4360
3750 3760 3770 3780 3790 3800

AMELX TTAGGTAAGATGTTATTTAAAACTCTTTCCAGCTCAAAAAACTCCTGATTCTAAGATAGT

BMELY  TTAGGTARAAT oo e
4370
3810 3820 3830 3840 3850 3860

AMELX CACACTCTATGTGTGTCTCTTGCTTGCCTCTGCTGARATATTAGTGACTAAGTGGTATAG

AMELY === === m = oo e e
3870 3880 3890 3900 3910 3920

AMELX GAGAGACTCCGCAGAACAGCGGAATGCATGAGTTTTGGACGTCGGGTTTGAGGTTCTCCT

AMELY == oo m o oo o o
3930 3940 3950 3960 3970 3980

AMELX CAACCTCTTACTAACTTTGTGATTTTGGGCARATCATTTCCTCTTTCTGGAACCCTGGTT

AMELY ======== TACTAACTTTG======== GGCAAATAATTTCCTCTCTTTGGAACCCTGGTT
4380 4390 4400 4410 4420
3990 4000 4010 4020 4030 4040

AMELX TCCTCATCTGGAGAAAGGAAATAATTATAATAACCATATTTCAAAATATTGTTTGGAGAG

AMELY TTCTCATTTGGACAAGGGAAATTACTGTAATATTCACATTTCAAAATATTG—-—-GAGAA
4430 4440 4450 4460 4470
4050 4060 4070 4080 4090 4100
AMELX TAATATAGTTAATGAATATGAAAAGTGCTTTGTCAAGTATAATATGAGCAAGGTTACTGA

AMELY TAATATAGT TAACAAT TATAAAAACTGCTTTGT CAAGTATAATATGAGCAAGGTAACTGA
4480 4490 4500 4510 4520 4530

4110 4120 4130 4140 4150 4160
AMELX TTATTTTTTGTATCGATTAAATGCCGTATTACTATATGAAGAATCCTCAAACCTAAGGCT

AMELY --—TTTTTTTTATTGATTACATGCTGTATTACCATATAAAGAATCCCCAAACCTAAGGTT
4540 4550 4560 4570 4580 4590
4170 4180 4190 4200 4210 4220

AMELX AACCAAGTATATATACTGTTCAGAAAGGAATAAGATTCTTACTTCTCTCACAGGTTCAGG

AMELY AACTAAGTGTGTATACTGTTCAGAAAGGAATAAAATTCTTACTTCTCTCATAGGTTCAGG
4600 4610 4620 4630 4640 4650
4230 4240 4250 4260 4270 4280
AMELX TAACAATCTATGAGTTTATTTACTTATAAAAGCTGAAGACAAATGTTAGTAAGATTTTGA

AMELY TAACAATCTGTGAGTTTATTTACTTACACAAGCTGCTGACAAATGTTAATAAGAATCTGA
4660 4670 4680 4690 4700 4710
4290 4300 4310 4320 4330 4340
AMELX GGCAAGATTTTCTGTTGAACCGAAAAGATTGACACATCTGATCAGTCAA-TCTGTGTTTC

AMELY GGCAAGGTTTTCTGTTAAACCTAAAAGATTGACAAATTTGATCAGTAAAATCTGTGTTTT
4720 4730 4740 4750 4760 4770
4350 4360 4370 4380 4390 4400
AMELX TAGGATGAGGGACAGTGTTTGCACCTCTCTTTTTCCCATTGTGACATCAAAGAAAAAAAT

AMELY TAGGTTGAGGGACAGTGTTTGCACCGCTTTTTTCCCCATTGTGACATCAAAGGAAAGA T
4780 4790 4800 4810 4820 4830
4410 4420 4430 4440 4450 4460
AMELX GAAATTAACATCATGTCATATTATTATGTCATAATTTTGTGTTTGTITTTGCTCTTACAAT

AMELY GZ—\AATTAACATTATGTCACATTATTGCGGCATAATTTTATGTTTGCTTTGCTCTTZ—\CAAT

4840 4850 4860 4870 4880 4890
~——
4470 4480 4490 4500 4510 4520

AMELX GAAAAGAAGGAACTATGGAATTAAACAGATTTACTCCCTGTGTAACCTCAGTCAAGTTAA

AMELY GAAAAGCAGGACCTATGGAAATAAACAGATT TACTCCCTTTGTAACTTCAGTCAAGTTAA

4900 4910 4920 4930 4940 4950
———
4530 4540 4550 4560 4570 4580

AMELX TGAATCTCTTTAACTCCCCATAACCTTATCTAAAAAGTGAGAGTAATAATACTTGCCTCC

AMELY TGAATCTCTTTAACTTCCCATGACCTTATCTAAAAAGTGAGAGTAACAATACTTGCCTCC
4960 4970 4980 4990 5000 5010



4770 4780 4790 4800 4810 4820
AMELX CTATATTGGATGAAAGTAAATTAAATCAAATGGGTTCTAATATCTTTTTCTCTTAAGGTG

AMELY CTGCATGGGATGAAAGTAAATTAAATCAAATGGATTCTAATATATCTTTCTCTTAAGGTG

5200 5210 5220 5230 5240 5250
[15] " . -
4830 4840 4850 4860 4870 4880

AMELX CTTACCCCTTTGAAGTGGTACCAGAGCAT---AAGGCCACCGGTATGTAGACATTTTGTT

AMELY CTCACCCCTTTGAAGTGGTACCAGAGCATGATAAGACCACCAGTATGTAGACATTTTGTT
5260 5270 5280 5290 5300 5310

[13]

<l! 14
4890 4900 4910 (41 4920 4930 4940
AMELX CCTTATTCCCTGAAAATATTAGGCATGCATTAAAATTCCCATATTAAGTGAAATATCATG

AMELY CTTTATTCCCTGAAAATATTAGGCATGCATTTAAATTCCCATTTTAAGA AAATACCATG
5320 5330 5340 5350 5360 5370

6640 1S
AMELX === == oo m o o ATTGATTGAR

AMELY GCAAGAGTGAAACTCCGCCTCAAAAAAAAAAAAAAAAAAAAAGAAAGGAAATTGATTGAA

7350 7360 7370 7380 7390 7400
6650 6660 6670 6680 6690 6700

AMELX TCCCAAGTAATCGGT-GCCTATCATTGGCTATTCTAGTCCAAGGCACATGTTCTCTCTGT

AMELY TCCCAAGTAATCTGACGACTATCATTGGCTATTCTAGTCTAAAGCACATGTTCTCTCTGT
7410 7420 7430 7440 7450 7460



