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5’ -pGCA ATT CGT AAT CAT GGT CAT AGC T-3’
5/-G TAX YAT-3’

5’ -AGC TAC CAT GCC TGC AC-3'
3’-TCG ATG GTA CGG ACG TGC ATN MTA CGT TAA GCA TTA GTA-5'

Ligation (T4 DNA Ligase, ATP)
Denaturing PAGE

5’ -AGC TAC CAT GCC TGC ACG TAX YAT GCA ATT CGT AAT CAT GGT CAT AGC T-3’

Label 5’-end with 32P-ATP

v

Anneal with complementary strands

v

5’ -pAGC TAC CAT GCC TGC ACG TAX YAT GCA ATT CGT AAT CAT GGT CAT AGC T-3’

3’-TCG ATG GTA CGG ACG TGC ATN MTA CGT TAA GCA TTA GTA CCA GTA TCG A-5'

Sequence XYeMN Ligation Yield (%)
T[c,s]T-49bp T[c,s]TeAA 25
T[6-4]T-49bp T[6-4]TeAA 5
G[8-5]C-49bp G[8-5]CeGC 12

Scheme S1. (Nucleobases X and Y or M and N of each strand are listed, and both of them
are in the 5’-to 3’- sequence order.)



5’-pG CAA TTC GTA ATC ATG GTC ATA GCT-3’
5’-A TGG CXY GCT AT-3’
5’-AGC TAC CAT GCC TGC AC-3'
3’-TCG ATG GTA CGG ACG TGT ACC GMN CGA TAC GTT AAG CAT TA-5'

Ligation (T4 DNA Ligase, ATP)

Denaturing PAGE

5’-AGC TAC CAT GCC TGC ACA TGG CXY GCT ATG CAA TTC GTA ATC ATG GTC ATA GCT-3'

Label 5’-end with 32P-ATP

Anneal with complementary strands

5’ -pAGC TAC CAT GCC TGC ACA TGG CXY GCT ATG CAA TTC GTA ATC ATG GTC ATA GCT-3’

3’-TCG ATG GTA CGG ACG TGT ACC GMN CGA TAC GTT AAG CAT TAG TAC CAG TAT CGA-5'

Sequence XYeMN Ligation Yield (%)
G[8-5]T-54bp G[8-5]CeGC 21
G[8-5m]mC-54bp G[8-5m]mCeGC 17
G[8-5m]T-54bp G[8-5m]TeAC 10

Scheme S2. (Nucleobases X and Y or M and N of each strand are listed, and both of them
are in the 5’-to 3’- sequence order.)
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