
Figure S3

I. Genomic double stranded DNA (portion of the CpG island of FMR1)
5’...CGGATGCATTTGATTTCCCACGCCACTGAGTGCACCTCTGCAGAAATGGGCGTTCTGGCCCTCGCGAGGCAGTGCGACCTGTCACCGCCCTTCAGCCTTCCCGCCCTCCACCAAGCCCGCGCAC...3’
3’...GCCTACGTAAACTAAAGGGTGCGGTGACTCACGTGGAGACGTCTTTACCCGCAAGACCGGGAGCGCTCCGTCACGCTGGACAGTGGCGGGAAGTCGGAAGGGCGGGAGGTGGTTCGGGCGCGTG...5’

II. Restriction digest + DraIII restriction enzyme and incubation  (recognition sequence in yellow)

                             OH   P
5’...TGCATTTGATTTCCCACGCCACTGA    GTGCACCTCTGCAGAAATGGGCGTTCTGGCCCTCGCGAGGCAGTGCGACCTGTCACCGCCCTTCAGCCTTCCCGCCCTCCACCAAGCCCGCGCAC...3’
3’...ACGTAAACTAAAGGGTGCGGTG    ACTCACGTGGAGACGTCTTTACCCGCAAGACCGGGAGCGCTCCGTCACGCTGGACAGTGGCGGGAAGTCGGAAGGGCGGGAGGTGGTTCGGGCGCGTG...5’
                          P   OH

III. Addition and ligation of hairpin linker
 GA          OH
C  GCATCGCTTGA –3’
T  GCTAGCGA -5’                   P
 TC           P                5’ GTGCACCTCTGCAGAAATGGGCGTTCTGGCCCTCGCGAGGCAGTGCGACCTGTCACCGCCCTTCAGCCTTCCCGCCCTCCACCAAGCCCGCGCAC...3’
                            3’-ACTCACGTGGAGACGTCTTTACCCGCAAGACCGGGAGCGCTCCGTCACGCTGGACAGTGGCGGGAAGTCGGAAGGGCGGGAGGTGGTTCGGGCGCGTG...5’
                              OH

                                                        + T4 DNA ligase and incubation

                     GA
                    C  GCATCGCTTGAGTGCACCTCTGCAGAAATGGGCGTTCTGGCCCTCGCGAGGCAGTGCGACCTGTCACCGCCCTTCAGCCTTCCCGCCCTCCACCAAGCCCGCGCAC...3’
                    T  GCTAGCGAACTCACGTGGAGACGTCTTTACCCGCAAGACCGGGAGCGCTCCGTCACGCTGGACAGTGGCGGGAAGTCGGAAGGGCGGGAGGTGGTTCGGGCGCGTG...5’
                     TC

IV. Sodium bislufite conversion of cytosine (but not methyl-cytosine) to uracil

                      AGUATUGUTTGAGTGUAUUTUTGUAGAAATGGGCGTTUTGGUUUTCGCGAGGUAGTGCGAUUTGTUAUCGUUUTTUAGUUTTUUCGUUUTUUAUUAAGUUCGCGUAU...3’
                     G
                    U                 (loss of significant base-pair complementarity due to bisulfite conversion)
                    T
                     T
                      UGUTAGUGAAUTUAUGTGGAGAUGTUTTTAUUUGCAAGAUUGGGAGCGCTUUGTUAUGCTGGAUAGTGGCGGGAAGTUGGAAGGGCGGGAGGTGGTTUGGGCGCGTG...5’

V. Right primer anneals during 1st round of PCR amplification
                                                                        5’ to 3’ extension by polymerase  Right Primer (example)
                                                                                                  <-- <-- RCAAAAAATAATTCAARCRCATA-5’
                      AGUATUGUTTGAGTGUAUUTUTGUAGAAATGGGCGTTUTGGUUUTCGCGAGGUAGTGCGAUUTGTUAUCGUUUTTUAGUUTTUUCGUUUTUUAUUAAGUUCGCGUAU...3’
                     G
                    U
                    T
                     T
                      UGUTAGUGAAUTUAUGTGGAGAUGTUTTTAUUUGCAAGAUUGGGAGCGCTUUGTUAUGCTGGAUAGTGGCGGGAAGTUGGAAGGGCGGGAGGTGGTTUGGGCGCGTG...5’

VI. Right primer extends to make complementary copy of top and bottom strands
                      TCATAACAAACTCACATAAAAACATCTTTACCCGCAAAACCAAAAGCGCTCCATCACGCTAAACAATAGCAAAAAATCAAAAAARCAAAAAATAATTCAARCRCATA -5’
                    C AGUATUGUTTGAGTGUAUUTUTGUAGAAATGGGCGTTUTGGUUUTCGCGAGGUAGTGCGAUUTGTUAUCGUUUTTUAGUUTTUUCGUUUTUUAUUAAGUUCGCGUAU...3’
                     G
                   AU
                   AT
                     T
                    A UGUTAGUGAAUTUAUGTGGAGAUGTUTTTAUUUGCAAGAUUGGGAGCGCTUUGTUAUGCTGGAUAGTGGCGGGAAGTUGGAAGGGCGGGAGGTGGTTUGGGCGCGTG...5’
                      ACAATCACTTAAATACACCTCTACAAAAATAAACGTTCTAACCCTCGCGAAACAATACGACCTATCACCGCCCTTCAACCTTCCCGCCCTCCACCAAACCCGCGCAC...3’

VII. Left primer anneals during 2nd round of PCR amplification
                      TCATAACAAACTCACATAAAAACATCTTTACCCGCAAAACCAAAAGCGCTCCATCACGCTAAACAATAGCAAAAAATCAAAAAARCAAAAAATAATTCAARCRCATA -5’
                     C
                    A
                    A
                     A
                      ACAATCACTTAAATACACCTCTACAAAAATAAACGTTCTAACCCTCGCGAAACAATACGACCTATCACCGCCCTTCAACCTTCCCGCCCTCCACCAAACCCGCGCAC...3’
                                                                                                     <-- <-- GGAGGTGGTTTGGGYGYGTG-5’
                                                                                                             Left Primer (example)

VIII. Left primer extends
                      AGTATTGTTTGAGTGTATTTTTGTAGAAATGGGCGTTTTGGTTTTCGCGAGGTAGTGCGATTTGTTATCGTTTTTTAGTTTTTTCGTTTTTTATTAAGTTCGCGTAT-3’
                    G TCATAACAAACTCACATAAAAACATCTTTACCCGCAAAACCAAAAGCGCTCCATCACGCTAAACAATAGCAAAAAATCAAAAAARCAAAAAATAATTCAARCRCATA -5’
                     C
                   TA
                   TA
                     A
                    T ACAATCACTTAAATACACCTCTACAAAAATAAACGTTCTAACCCTCGCGAAACAATACGACCTATCACCGCCCTTCAACCTTCCCGCCCTCCACCAAACCCGCGCAC...3’
                      TGTTAGTGAATTTATGTGGAGATGTTTTTATTTGCAAGATTGGGAGCGCTTTGTTATGCTGGATAGTGGCGGGAAGTTGGAAGGGCGGGAGGTGGTTTGGGYGYGTG-5’

PCR now proceeds in the conventional fashion


