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We show that DNA methylation in CYP3A4 enhancer region is critically involved in
determining the individual hepatic CYP3A4 mRNA level. Chromosome Conformation
Capture assay suggested long-range cisinteraction between the enhancer region and
the transcription start site.
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Fig. 1 The effect of 5-aza-dC on CYP3A4, PXR, VDR, and PRMT in HepG2 cells, tested by
quantitative real-time PCR analysis.

HepG2 cells were treated with 5-aza-dC (0.5, 1, and 2 u M) for 72 hr before harvest. mMRNA
expression of tested genes was i using real-time PCR and i
The effect of 5-aza-dC on CYP3A4 (A) , PXR (B) , VDR (C) , and PRMT (D) mRNA expression is
presented as fold increase to the control (vehicle alone) cells. All mean = S.D. were culculated
from tripricates of a representative experiment and analyzed using Dunnett’s test.*, p < 0.05:
statistically different from cells treated with vehicle alone.
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Fig. 2 ChIP assay of the acetylated-histone H3 binding to 2 kb of CYP3A4 5'-flanking region
in HepG2 cells.
HepG2 cells were treated wnth 5- -aza- -dC (0 0.5, 1, and 2 ¢ M) for 72 hr before harvest.
cross-link was with an antibody for anti-acetyl-Histone H3.

DNA was lyzed i I-time PCR with primers specific to the
8569-8661 (AF185589) region. Parallel PCR reactions were performed with input DNA. All mean =
S.D. were from tripri ofa ive experiment and analyzed using Dunnett's
test.*, p < 0.05: statistically different from cells treated with vehicle alone.
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The indicated positions are relative to the transcription initiation site. Chimeric CYP3A4 5'-flanking
region about 8 kb-luciferase (Luc) reporter gene constructs contain sequence of -11 to +103 or not
were generated as described in methods. HepG2 cells were transiently transfected with these
constructs and cultured for 77 hr. Luciferase values are normalized to pGL4.70 vector and the mean
value obtained with the pGL3-Basic vector as 100%. Data represent the mean + S.D. from at least
three independent experiments performed in triplicate and analyzed using Dunnett’s test.*, p < 0.05:
statistically different from empty vector (pGL3-Basic).
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transactivation of CYP3A4 5'-flanking region by TSA.
Both DMR-supeciffically methylated construct and unmethylated control construct were used
directly for luciferase assay without any amplification in Escherichia coli. Open and filled box

J the ur and lated region of DNA, respectively. After transfection into
HepG2 cells, cultured and treated with TSA (5 ¢ M) as described in methods. Data represents
mean + S.D., and luciferase values are normalized to pGL4.70 vector and expressed as activity
obtained with TSA relative to untreated control. **, p < 0.01: statistically analyzed using unpaired t
test.
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Fig. 7 Correlation between histone modifications

and mRNA levels in human placental samples.
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