Figure S3

I. Genomic double stranded DNA (portion of the CpG island of FMRI)

57 .. .BBGATGCATTTGATTTCCCABBCCACTGAGTGCACCTCTGCAGAAATGGGEBTTCTGGCCCT, GGCAGTGEBACCTGTCACEBCCCTTCAGCCTTCCBECCCTCCACCAAGCCEBBECAC. . . 37
37...BECTACGTAAACTAAAGGGTEEGGTGACTCACGTGGAGACGTCTTTACCCEEAAGACCGGG. TCCGTCACGETGGACAGTGEEGGGAAGTCGGAAGGEEGGGAGGTGGTTCGGEEREGTG. . . 5/
II. Restriction digest < +DralIll restriction enzyme and incubation (recognition sequence in yellow)
H P
= GTGCACCTCTGCAGAAATGGGEBTTCTGGCCCT] GGCAGTGEBACCTGTCACEBCCCTTCAGCCTTCCBECCCTCCACCAAGCCEBBECAC. . . 37
ACTCACGTGGAGACGTCTTTACCCEEAAGACCGGG, TCCGTCACGETGGACAGTGEEGGGAAGTCGGAAGGEEGGGAGGTGGTTCGGEBEREGTG. . . 5/
P OH
II1. Addition and ligation of hairpin linker
Ga oH
C GCATCGCTTGA -3’
T GCTAGCGA -5 P
TC P 5/ GTGCACCTCTGCAGAAATGGGEEITCTGGCCCT, GGCAGTGEBACCTGTCACEBCCCTTCAGCCTTCCBECCCTCCACCAAGCCEBBECAC. . . 37
37 -ACTCACGTGGAGACGTCTTTACCCEEAAGACCGGG TCCGTCACGETGGACAGTGEEGGGAAGTCGGAAGGEEGGGAGGTGGTTCGGEEGEGTG. . . 5/
oH
g ((+ T4 DNA ligase and incubation
Ga
C GCATCGCTTGAGTGCACCTCTGCAGAAATGGGEBTTCTGGCCCT, GGCAGTGEBACCTGTCACEBCCCTTCAGCCTTCCBECCCTCCACCAAGCCEBBECAC. . . 37
T GCTAGCGAACTCACGTGGAGACGTCTTTACCCEEAAGACCGGG. TCCGTCACGETGGACAGTGEEGGGAAGTCGGAAGGEEGGGAGGTGGTTCGGEEREGTG. . . 5/

TC

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

ABATBCETTCAGTGRARY oA CAAATGGGRE T TN HEEEAGoDA o TCEEA B o1 HEEUY T 11 {0~ NUEUUY DU B~ U . . . >’
G

l (loss of significant base-pair complementarity due to bisulfite conversion)
T

T
BeBTacUcAABTEABGTGGAGABGTHT TTABUUGEAAGATEGGGABEEE THUCTEATEE T GGAPAGTGBEGGGAAGTHGGAAGGEEGGGAGGTGGTTHGCEEBEGTG. . . 5/

V. Right primer anneals during 1* round of PCR amplification

5’ to 3’ extension by polymerase Right Primer (example)
<-- <-- RCAAAAAATAATTCAARCRCATA-5’
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BGUTAGEGAAUTIAUGTGGAGABGTETTTABUUGEAAGATUGGGABEEE THUGTIATGE T GGABAGTGBEGGGAAGTIGGAAGGEEGGGAGGTGGTTHGGEEEEGTG. . . 5/

VI. Right primer extends to make complementary copy of top and bottom strands

TCATA]—\CAAACTCACATAAAAACATCTTTACCCIAAAACC TCCATCACE@TAARCAAT TCAARARAARCAAAAAATAATTCAARCRCATA -5’

C AGUATUGUTIGAGTGHABUTETGEAGAAATGGG! TTITGGM—A?.AGGIAGTG TGT) TTEAGEET THUCEUUU TUE~BUAAGUUCEEEURE . - . 3’
G

4

AT
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2 BGUTAGUGARTTHABGTGGAGAPGTHTTT GA.GGGA.;A.AGT TGGAIAGTGIGGGAAGTIGGAAGGIGGGAGGTGGTTIGG.GTG. .57

ACAATCACTTAAATACACCTCTACAAAAAT TTCTAACCCT CAAT CCTATCACEECCCTTCAACCTTCCEECCCTCCACCAAACC] CAC...3"

VIL Left primer anneals during 2" round of PCR amplification

TCATAACAAACTCACATAAARACATCTTTACCCEBAAAACCARAAGBEETCCATCACEETAAACAATABBAAAAAATCARAAAARCAAAAAATAATTCAARCRCATA ~5'
o
A
A
A
ACAATCACTTAAATACACCTCTACAAAAATAAABBTTCTAACCCTEEBBAAACAATABEACCTATCACEBCCCTTCAACCTTCCCGCCCTCCACCARACCCGCGCAC. « .37
<-- <-- GGAGGTGGTTTGGGYGYGTG-5'
Left Primer (example)

VIII. Left primer extends

AGTATTGTTTGAGTGTATTTTTGTAGAAATGGGEETTTTGGTTTT GGTAGTG TTTGTTATECETTTTTTAGTTTTTTCGTTTTTTATTAAGTTCGCGTAT-3"
G TCATAACA]—\ACTCACATAAAAACATCTTTACCCIAAAACC TCCATCAC] TAAACAATAIAAAAAATCAAAAAARCAAAAAATAATTCAARCRCATA -5’
C
TA
TA
A
T ACAATCACTTAAATACACCTCTACAAAAAT TTCTAACCCT! CAAT CCTATCACEBCCCTTCAACCTTCCCGCCCTCCACCARACCCGCGCAC. . .37
TGTTAGTGAATTTATGTGGAGATGTTTTTATTT) GATTGGG. TTTGTTAT) TGGATAGTGIGGGAAGTTGGAAGGGCGGGAGGTGGTTTGGGYGYGTG—5'

PCR now proceeds in the conventional fashion



