Table S1. Primers sequence for qPCR validation.
	Gene1
	Forward sequence (5’-3’)
	Reverse sequence (5’-3’)

	BG2
	GGAAAATCACTATGAAGAGATGGGT
	TCTGATTTCCGATTCTCCACG

	PMEL
	AACTGCACCGTCAATGGCA
	CGTCCACCACACGTAGACAAA

	PCSK1
	AAAGCCTGCGAGGGTCAAG
	CTCAGCCAGTAAGACGGTGCT

	DCT
	AAGAGACCTGCAGCGATTGA
	ACTATTTGCCACCGGGAGAA

	TYR
	GAAGGCTTTGCTGATCCACAC
	CCACCGCTCAAAAATGCTGTC

	CYP2C45
	AAGAGACTGCCCTTTGACCC
	CTGGTATAACTGTCCCCAGCG

	YF5
	CTGACCTTGTCCTGCCACGCT
	TCCCCATCCTCCAGCAGCA


1BG2, intestinal zipper protein; PMEL: premelanosome protein; PCSK1: proprotein convertase subtilisin/kexin type 1; DCT: dopachrome tautomerase; TYR: tyrosinase; CYP2C45: cytochrome P-450 2C45; YF5: MHC class I antigen YF5

Table S2. Overview of sequencing data from black and light yellow eyelids of chickens.
	[bookmark: OLE_LINK1]Sample name1
	Raw reads
	Clean reads
	Clean bases2
	Error rate, %
	Q203, %
	Q304, %
	GC content, %

	BEC1
	63405236
	60702166
	7.59G
	0.03
	95.41
	91.16
	48.12

	BEC2
	56018432
	53066142
	6.63G
	0.03
	95.06
	90.52
	51.27

	BEC3
	68621730
	64826398
	8.10G
	0.03
	95.34
	90.97
	51.85

	LYEC1
	61038516
	57431828
	7.18G
	0.03
	95.27
	90.90
	50.90

	LYEC2
	64028608
	61677002
	7.71G
	0.03
	95.77
	91.73
	48.48

	LYEC3
	61286754
	58165416
	7.27G
	0.03
	95.06
	90.50
	49.77


1BEC, black eyelid chicken; LYEC, light yellow eyelid chicken
2G: giga
3Q20: the percentage of bases with a Phred value of at least 20
4Q30: the percentage of bases with a Phred value of at least 30 

Table S3. Results of read mapping to the chicken genome. 
	[bookmark: _Hlk449117662]Sample name1
	BEC1
	BEC2
	BEC3
	LYEC1
	LYEC2
	LYEC3

	Total reads
	60702166
	53066142
	64826398
	57431828
	61677002
	58165416

	Total mapped
	50621649 (83.39%)
	42143248 (79.42%)
	49363083 (76.15%)
	44594793 (77.65%)
	51094609 (82.84%)
	47294335 (81.31%)

	Multiple mapped
	659596 (1.09%)
	792874 (1.49%)
	975570 (1.5%)
	844535 (1.47%)
	719495 (1.17%)
	665916 (1.14%)

	Uniquely mapped
	49962053 (82.31%)
	41350374 (77.92%)
	48387513 (74.64%)
	43750258 (76.18%)
	50375114 (81.68%)
	46628419 (80.17%)

	Reads map to '+'
	24975151 (41.14%)
	20653393 (38.92%)
	24172607 (37.29%)
	21844070 (38.03%)
	25161536
 (40.8%)
	23293995 (40.05%)

	Reads map to '-'
	24986902 (41.16%)
	20696981
 (39%)
	24214906 (37.35%)
	21906188 (38.14%)
	25213578 (40.88%)
	23334424 (40.12%)

	Non-splice reads
	31639751 (52.12%)
	26151119 (49.28%)
	31784035 (49.03%)
	28895127 (50.31%)
	32144736 (52.12%)
	28783362 (49.49%)

	Splice reads
	18322302 (30.18%)
	15199255 (28.64%)
	16603478 (25.61%)
	14855131 (25.87%)
	18230378 (29.56%)
	17845057 (30.68%)


1BEC, black eyelid chicken; LYEC, light yellow eyelid chicken

Table S4. Percentage of reads mapped to genome regions.
	Genome regions
	BEC11
	BEC2
	BEC3
	LYEC12
	LYEC2
	LYEC3

	Exons
	74.4%
	73.3%
	71.9%
	71.4%
	72.9%
	75.0%

	Introns
	6.5%
	6.7%
	7.1%
	6.7%
	7.3%
	6.9%

	Intergenic regions
	18.8%
	20.0%
	21.0%
	21.9%
	19.8%
	18.1%


1BEC, black eyelid chicken
2LYEC, light yellow eyelid chicken

Table S5. Alternative splicing events in the Lindian chicken eyelid transcriptome.
	Event1
	BEC12
	BEC2
	BEC3
	LYEC13
	LYEC2
	LYEC3

	TSS
	19857
	19915
	20228
	20372
	20172
	19801

	TTS
	16931
	17063
	17096
	17078
	17036
	17038

	SKIP
	4968
	5538
	5116
	4722
	4992
	5178

	XSKIP
	1112
	1194
	1096
	1074
	1174
	1146

	MSKIP
	802
	934
	902
	782
	814
	846

	XMSKIP
	372
	386
	370
	338
	388
	384

	IR
	1966
	2402
	2336
	2196
	2398
	2156

	XIR
	1312
	1470
	1542
	1472
	1496
	1398

	MIR
	260
	294
	298
	254
	334
	262

	XMIR
	246
	284
	268
	248
	298
	270

	AE
	2733
	2944
	2806
	2612
	2843
	2815

	XAE
	624
	666
	642
	579
	648
	622

	XAE
	624
	666
	642
	579
	648
	622


1TSS, alternative 5' first exon (transcription start site); TTS, alternative 3' last exon (transcription terminal site); SKIP, skipped exon (SKIP_ON, SKIP_OFF pair); XSKIP, approximate SKIP (XSKIP_ON, XSKIP_OFF pair); MSKIP, multi-exon SKIP (MSKIP_ON, MSKIP_OFF pair); XMSKIP, approximate MSKIP (XMSKIP_ON, XMSKIP_OFF pair); IR, intron retention (IR_ON, IR_OFF pair); XIR, approximate IR (XIR_ON, XIR_OFF pair); MIR, multi-IR (MIR_ON, MIR_OFF pair); XMIR, approximate MIR (XMIR_ON, XMIR_OFF pair); AE, alternative exon ends (5', 3', or both); XAE, approximate AE
2BEC, black-eyelid chicken
3LYEC, light-yellow eyelid chicken

Table S6. Distribution of transcript levels in black and light yellow eyelids of chickens.
	FPKM1 Interval
	BEC12
	BEC2
	BEC3
	LYEC13
	LYEC2
	LYEC3

	0~1
	4838(27.21%)
	4589(25.81%)
	4486(25.23%)
	4761(26.78%)
	4708(26.48%)
	4734(26.63%)

	1~3
	1893(10.65%)
	1960(11.02%)
	2028(11.41%)
	2233(12.56%)
	1955(11.00%)
	1862(10.47%)

	3~15
	5087(28.61%)
	5123(28.81%)
	5418(30.47%)
	5537(31.14%)
	5246(29.51%)
	5118(28.79%)

	15~60
	4458(25.07%)
	4602(25.88%)
	4319(24.29%)
	3851(21.66%)
	4452(25.04%)
	4546(25.57%)

	>60
	1504(8.46%)
	1506(8.47%)
	1529(8.60%)
	1398(7.86%)
	1419(7.98%)
	1520(8.55%)


1FPKM, expected number of Fragment Per Kilobase of transcript sequence per Millions base pairs sequenced
2BEC, black eyelid chicken
[bookmark: _GoBack]3LYEC, light yellow eyelid chicken
