Spectrum of germline RB1 mutations and clinical manifestations in patients with retinoblastoma from Thailand
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Supplementary Table 1. List of primers 
	Primer name
	Primer ID
	Primer sequence (5'-3')
	Length (bp)
	Size

	Promoter_F
	RbP1
	CTGGACCCACGCCAGGTTTC
	20
	341

	Promoter_R
	RbP2
	GTTTTGGGCGGCATGACGCCTT
	22
	

	E1_F 
	RbP3
	CCGGTTTTTCTCAGGGGACGTTG
	23
	342

	E1_R 
	RbP4
	TTGCGCCCGCCCTACGCACAC
	21
	

	E2_F 
	RbP5
	TGTTATGTGCAAACTATTGAAACAAG
	26
	359

	E2_R 
	RbP6
	AGGTAAATTTCCTCTGGGTAATG
	23
	

	E3_F 
	RbP7
	TGCCATCAGAAGGATGTGTTAC
	22
	411

	E3_R 
	RbP8
	TGGCAGTTCACTATTTGGTCC
	21
	

	E4_F 
	RbP9
	GGAATTGGATGAATGGATGTG
	21
	714

	E4_R 
	RbP10
	GCAAAGAAGGCTAAAATGGG
	20
	

	E5_F 
	RbP11
	TTGGGAAAATCTACTTGAACTTTG
	24
	337

	E5_R 
	RbP12
	CACAGGACTTAAATCTATGGGC
	22
	

	E6_F 
	RbP13
	AAATTATGCAATTAAAATGGACTGC
	25
	348

	E6_R 
	RbP14
	CCAAGCAGAGAATGAGGGAG
	20
	

	E7_F 
	RbP15
	ACCATGCTGATAGTGATTGTTG
	22
	360

	E7_R 
	RbP16
	ATGGGCAAAGTCCATGTCTG
	20
	

	E8_F 
	RbP17
	GCAGAGTAGAAGAGGGATGGC
	21
	558

	E8_R 
	RbP18
	TGATTCCAGAGTGAGGGAGC
	20
	

	E9_F 
	RbP19
	TTGACACCTCTAACTTACCCTGC
	23
	318

	E9_R 
	RbP20
	TTTCACCACAATTCTACTTGGC
	22
	

	E10_F 
	RbP21
	TTTATATTGCATGCGAACTCAG
	22
	469

	E10_R 
	RbP22
	GGTAACTGTTATAGGACACACAATTC
	26
	

	E11_F 
	RbP57
	TGATGCATAAAGCACAAATTGT
	22
	218

	E11_R 
	RbP58
	AACGTGAACAAATCTGAAACACTA
	24
	

	E12_F 
	RbP25
	GAGACAAGTGGGAGGCAGTG
	20
	344

	E12_R 
	RbP26
	AAGCAAGAAAAGATTATGGATAACTAC
	27
	

	E13_F 
	RbP27
	TGCTTATGTTCAGTAGTTGTGGTTAC
	26
	420

	E13_R 
	RbP28
	TAGCAGCATACACAGGCAGC
	20
	

	E14_F
	RbP29
	TAGCAGGCTCTTATTTTTCTTTTTG
	25
	209

	E14_R
	RbP30
	GATGATCTTGATGCCTTGACCT
	22
	

	E15+16_F
	RbP31
	CAATGCTGACACAAATAAGG
	20
	366

	E15+16_R
	RbP32
	AGCATTCCTTCTCCTTAACC
	20
	

	E17_F
	RbP33
	TCAAAATTGGAAGGCTATTTCC
	22
	569

	E17_R
	RbP34
	TTAGATGGTTTAGGGTGCTCG
	21
	

	E18_F
	RbP35
	ATTGTCAATTGGGAATTTCG
	20
	504

	E18_R
	RbP36
	TGCAAATCCTAGGTGATTCAG
	21
	

	E19_F
	RbP37
	ATAATCTGTGATTCTTAGCC
	20
	273

	E19_R
	RbP38
	AAGAAACATGATTTGAACCC
	20
	

	E20_F
	RbP39
	AAAGAGTGGTAGAAAAGAGG
	20
	335

	E20_R
	RbP40
	CAGTTAACAAGTAAGTAGGG
	20
	

	E21_F
	RbP41
	TTTGTTCTTTAAACACACTTTGGG
	24
	486

	E21_R
	RbP42
	CATAATTACCCTTATCTTTCCAATTC
	26
	

	E22+23_F
	RbP43
	TCCTTTATAATATGTGCTTCTTACCAG
	27
	577

	E22+23_R
	RbP44
	TTCTTGGATCAAAATAATCCCC
	22
	

	E24_F
	RbP45
	TGTCAGTGGTTCTAGGGTAGAGG
	23
	280

	E24_R
	RbP46
	ATGCCTGGATGAGGTGTTTG
	20
	

	E25_F
	RbP47
	AAATGAAGTTATTACCTTTGCCTG
	24
	362

	E25_R
	RbP48
	CTTGGCATGAAAGAAATTGG
	20
	

	E26_F
	RbP49
	CCACTGTATTTTGTGAGAACCAC
	23
	523

	E26_R
	RbP50
	TTGAATGTGGTCAAGCAATG
	20
	

	E27_F
	RbP51
	CTGAGCGCCATCAGTTTGAC
	20
	272

	E27_R
	RbP52
	TGGCCATAAACAGAACCTGG
	20
	

	E1+5_Splice_F
	RbP64
	CGAAAAACGGCCGCCACCGC
	20
	 

521

	E1+5_Splice_R
	RbP65
	GAACTGCTGGGTTGTGTCAA
	20
	

	E6_Anchor_F
	RbP54
	AATGCACAAAAAGAAACACC
	20
	-

	E9_Anchor_R
	RbP55
	GTGATACACAGTAAATTGATC
	21
	-

	E15_Anchor_F
	RbP63
	CAACTTCTTTTTTTTTTTTTAAATTATCTG
	30
	-

	E15_Anchor_R
	RbP56
	AAGATTATAAAATACTTACTTC
	22
	-

	E16_Anchor_F
	RbP60
	ATAATCTTTTTTTTTTTCC
	19
	-

	E17_Anchor_F
	RbP61
	AGTTACTTTTTTTTTTCAT
	19
	-

	E22+23_Anchor_F
	RbP62
	TTTTTTTTTTTTACTGTTC
	19
	-


Primers (RbP1–52 and RbP57–58 described previously [1-2]) were used for PCR amplification of promoter and exons 1–27 with flanking intronic sequences. RbP1–52 and RbP57–58 were also used for sequencing of PCR products except amplicons from exons 6, 9, 15, 16, 17, 22 and 23 which were sequenced using a specific primer for antisense and sense stands, listed as follows: RbP14 and RbP54 (exon 6); RbP 19 and RbP 55 (exon 9); RbP63 and RbP56 (exon 15); RbP60 and RbP32 (exon 16); RbP 61 and RbP34 (exons 17 and 22); and RbP62 and RbP44 (exon 23). Primers Rb64 and Rb65 were used in RT-PCR reaction.   
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Supplementary Figure 1. Homology models and energy calculation upon single amino acid change (p.A658P) in RB1 protein. 

A–D: The 3-D models of native structure of RB1 protein (A, C) and altered structure upon single amino acid mutation (B, D) in the protein. High energy zones are associated with amino acid residues (highlighted with colors) from helices (11, (12 and (14 of domain B of A/B pocket;   the change in energy can result in the instability of RB1. E:  scatter plot of in silico analysis of the A658P variant in the RB1 proteins. Three high energy zones overlap with the regions of helices (11, (12 and (14 of domain B. Parentheses show the first and last residues for each helix; solid lines indicate a total number of amino acid residues for each helix.  
