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Experiment WorkExperiment Work --Flow Flow 
methylation analysismethylation analysis

Methylation profiling Methylation profiling 
toolstools

DNA extracted from gel, reDNA extracted from gel, re --
amplified by PCR and amplified by PCR and subclonedsubcloned

into vectorinto vector

Genomic DNA extracted from Genomic DNA extracted from 
tissues/ cell linestissues/ cell lines

RealReal--Time PCRTime PCR --BisulfiteBisulfite SequencingSequencing
--MethylationMethylation --specific PCR (MSPCR)specific PCR (MSPCR)
--Combined Combined bisulfitebisulfite restriction restriction 
analysis (COBRA)analysis (COBRA)

Data confirmationData confirmation

Sequencing / BLAST / BLAT searchSequencing / BLAST / BLAT search

Promoter / Promoter / CpGCpG island searchisland search
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Clone Pr1 Pr2 Aberrant Methylation Chr Band Gene homolog y Location CpG island

A11-1 20 21 highPAH 8q24.3 NIK and IKKbetta-binding protein (Fragment) IN15 7CpG

A12-1 20 21 highPAH 6p25.1 cDNA clone IMAGE:4825327 5' end

A12-2 20 21 highPAH 1q41 N/A

A12-3 20 21 highPAH 19p13.3 cDNA FLJ14311 fis, clone PLACE3000304 IN2 7CpG

A13-1 20 21 highPAH 10q26.3 N/A

A13-2 20 21 highPAH 11q12.1 N/A

A13-3 20 21 highPAH 8q24.11  clone SPLEN2031674, highly similar to H.sapiens mR NA for protein involved in DNA double-strand break repair Rad21 5' END CpG <1kb  5'

A21-1 20 21 highPAH 6p25.3 LMW-DSP2, dual specificity phosphatase 22mRNA, comp lete cds IN1 CpG< 1kb 5'

A26-1 20 21 highPAH 8p23.1 beta-defensin 107 (DEFB107) mRNA, complete cds 3' END 1CpG

B22-1 22 23 highPAH 1q32.2 mRNA for KIAA0463 protein, partial cds IN4

B23-1 22 23 highPAH 2p24.2 N/A

B23-2 22 23 highPAH 3q24 WIAF-4002-STS Human THudson EST Homo sapiens STS cDNA, sequence tagged site IN1

B23-3 22 23 highPAH 1q41 N/A

D11-1 22 23 low PAH 2p24.2 N/A

D11-2 22 23 low PAH 1q32.1 N/A

D11-3 22 23 low PAH 3q24 WIAF-4002-STS Human THudson EST Homo sapiens STS cDNA, sequence tagged site IN1

D12-1 22 23 low PAH 15q22.2 mRNA for VPS13C protein, transcript variant 1A (VPS13C gene). EX7

D21-1 22 23 low PAH 1q41 N/A

D21-2 22 23 low PAH 19p13.2 N/A

D21-3 22 23 low PAH 2q36.1 acyl-CoA synthetase long-chain family member 3, mRN A (cDNA clone MGC:48741 IMAGE:5226905), complete cd s IN1 CpG <1kb 5'

D22-1 22 23 highPAH 11q25 mRNA; cDNA DKFZp686H1949 (from clone DKFZp686H1949); complete cds IN1

D22-2 22 23 highPAH 1p32.3 cDNA FLJ33315 fis, clone BNGH42007037, moderately similar to ZINC FINGER PROTEIN GLI1 (GLI). IN1

D22-3 22 23 highPAH 14q21.1 CTAGE-5B protein mRNA, complete cds, alternatively spliced IN1

E2-2 7 11 highPAH 4q21.22 stearoyl-CoA desaturase 4 isoform a IN1 2CpG

E3-1 7 11 16p13.11 N/A

E3-2 7 11 16q24.2 junctophilin 3 IN3 3CpG

E4-1 7 11 highPAH Xq13.1 ribosomal protein S4, X-linked IN8 1CpG

F1-1 10 11 highPAH 11q23.1 N/A

F3-1 10 11 10p14 Scm-like with four mbt domains 2 IN1 5CpG

F3-2 10 11 3q27.2 N/A

F4-1 10 11 11p15.4 N/A

F4-2 10 11 11p15.4 N/A

F5-1 10 11 11p15.4 N/A

F5-2 10 11 16q13 small inducible cytokine A17 precursor IN2 1CpG

G2-1 22 11 low PAH 13q32.3 N/A

G2-2 22 11 16q23.1 WW domain-containing oxidoreductase isoform 1 IN1 1CpG

MSRFMSRF--candidate clonescandidate clones
Known Genes based on SWISSKnown Genes based on SWISS --PROT, PROT, TrEMBLTrEMBL , mRNA and , mRNA and RefSeqRefSeq search.search.

Rad21- DNA binding protein involved in the repair of DNA double-strand breaks
DSP2- Dual specificity phosphatase 2 that negatively regulates MAPK members
ACSL3-Acyl-CoA synthetase long-chain family member 3 that plays a role in lipid biosynthesis
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0.311-.005 (118)0.188-.006 (118)0.085-.012 (109)0.057-.011 (112)HC

0.437-.006 (119)0.281-.007 (118)0.483-.005 (110)0.89-.001 (112)Length/Height

0.049-.040 (119)0.027-.041 (118)0.03-.048 (110)0.738-.007 (112) Weight

p-value� (N)p-value� (N)p-value� (N)p-value� (N)
30 months24 months18 monthsBirth
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.059-9.052.505-3.580.142-8.405.050-12.891.015-12.031
Detectable log 
cord adducts

(N=88)

p-value�p-value�p-value�p-value�p-value�

AverageSocialLanguageAdaptiveMotor
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