Supplementary material

Mutation analysis of SOX2

Oligonucleotides 

region


name

sequence (5’-3’)

5’ coding sequence
5’F2

AGT CCC GGC CGG GCC GAG

5’R3 

GGT AGC CCA GCT GGT CCT G

3’ coding sequence
3’F

GGC GTG AAC CAG CGC ATG G

3’R

GGA GCG TAC CGG GTT TTC TC

5’UTR
F

CGC TGA TTG GTC GCT AGA A



R 

CTT CAG CTC CGT CTC CAT CAT

3’UTR.1


1F

GGG GTG CAA AAG AGG AGA GTA

1bR 

GAA AAA TAT TGG CAA ATT CTC AGC 

3’UTR.2 

2F 

AAC ATG GCA ATC AAA ATG TCC




2R

ATT CTC GGC AGA CTG ATT CAA

3’UTR.3   

3F 

CCC CCT TTA TTT TCC GTA GTT




3R  

ATC ATC CAG CCG TTT CTT TTT

PCR conditions

To detect point mutations the entire coding sequence of SOX2 was PCR amplified as two overlapping fragments, essentially as described by Fantes et al. 2003.  The entire 5’UTR was PCR amplified as a single fragment and the entire 3’UTR PCR amplified as three overlapping fragments, essentially as described by Sisodiya et al. 2006.  

Reactions were cycled at 96(C for 2’ x1; 96(C for 20’’, 64(C for 1’, 68(C for 1’ x35; 68(C for 10’ x1 (5’ coding sequence, 3’ coding sequence), 96(C for 2’ x1; 96(C for 20’’, 51(C for 1’, 72(C for 1’ x40; 72(C for 10’ x1 (5’UTR), 96(C for 2’ x1; 96(C for 20’’, 63(C for 1’, 72(C for 1’ x40; 72(C for 10’ x1 (3’UTR.1, 3’UTR.2) and 96(C for 2’ x1; 96(C for 20’’, 63(C to 56(C for 1’ with a decrease of 0.5(C per cycle, 72(C for 1’ x15; 96(C for 20’’, 56(C for 1’, 72(C for 1’ x20; 72(C for 10’ x1 (3’UTR.3).   All reactions consisted of 50ng total genomic DNA template in a 50µl volume containing BioXAct polymerase (Bioline) with a final concentration of Mg2+ of 0.5mM (5’UTR), 1.5mM (5’ coding sequence, 3’UTR.1, 3’UTR.2, 3’UTR.3) or 2mM (3’ coding sequence), and 10% DMSO (5’UTR, 5’ coding sequence).

DHPLC conditions

PCR products were incubated to maximise the formation of heteroduplexes (95(C for 5’ x1; 93.5(C for 1’ x40 with a decrease of 1.5(C per cycle) and then subjected to heteroduplex analysis by DHPLC using a WAVE system 3500 (Transgenomic, Inc.).  DHPLC running conditions were established using Navigator 1.5.4 or 1.6.0 software (Transgenomic, Inc.) with melting temperatures of 62.3(C, 64.2(C, 66(C and 67.5(C (5’ coding sequence), 58.3(C, 62.7(C, 64.2(C, 64.5(C and 66.3(C (3’ coding sequence), 57.8(C, 60.1(C, 66.2(C, 67.9(C and 69.3(C (5’UTR), 54.5(C, 55.4(C, 56.9(C and 58.8(C (3’UTR.1), 53.5(C, 54.0(C and 54.8(C (3’UTR.2) and 54.2(C, 54.5(C and 56.4(C (3’UTR.3).  

Sequencing conditions

Sequencing template was generated by independent PCR amplification for a second time and sequenced using BigDye Terminator v3.0 Cycle Sequencing Kit and the ABI 3100 system (Applied Biosystems).  The forward and reverse primers were those used for PCR amplification, and reactions were cycled at 96(C for 5’ x1; 96(C for 30’’, 53(C for 15’’, 60(C for 4’ x25 (5’UTR) or 96(C for 5’ x1; 96(C for 30’’, 60(C for 4’ x25 (5’ coding sequence, 3’ coding sequence, 3’UTR.1, 3’UTR.2, 3’UTR.3).   

