Table 3. Pharmacokinetic parameters of CMZ in carbon tetrachloride-treated rats.

Control Carbon tetrachloride-treated
Mild Severe
AUC (mg-hr/L) 106.6 +38.9 100.7 £ 10.2 210.1 = 68.5*
MRT (hr) 100.6 = 0.3 04+ 0.1 0.7+ 0.2
VRT 09+ 0.2 0.6+ 03 05+ 0.2
CL,, (L/hr) 0.5+ 0.2 04+ 00 02+ 0.1
K (hr') 1.8 = 0.7 25+ 00 1.5+ 04
V(L) 03+ 0.1 02+ 00 0.1+ 0.1

Data represent the mean + SD.

*P < 0.05 compared with control rats.

AUC, area under the serum concentrations-time curves; MRT, mean residence time;

VRT, variance of residence time; CL,,, total clearance; K, elimination rate constant; V,

volume of distribution.
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Fig. 3. Changes of CMZ excretion after 14-day
discontinuation of CCl4.

Control, corn oil treatment once every two days for
45 days; severe, CCl4 treatment once every two days
for 45 days and then showing severe liver
dysfunction; Discontinuation, non-traetment for
two weeks after CCl4 treatment. Data represent the
mean = SD (cntrol, n =5; severe, n = 4;
discontinuation, n = 4).
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Table 4. Expression changes of hepatic transporters in both mild and severe groups.

Common name Genebank ID Fold induction
Mild Severe

Up regulation

Mdrla NM_133401 4.73 8.66
Mdrlb NM_012623 10.18 21.50
Mrpl NM_022281 3.68 3.48
Mrp4 AW141985 3.64 3.27
Abcgl NM_053502 2.46 3.33
Glast NM_019225 7.56 3.24
Cat-1 NM_013111 7.23 17.46
Mct7b BQ200772 3.82 3.47
Pit-1 NM_031148 2.97 3.72
Antl NM_053515 5.07 4.44
Sle35b2 NM_199111 2.11 2.33
Slc39al NM_133315 2.01 2.06

Down regulation

Mrp2 NM_012833 0.40 0.35
Mrp6 NM_031013 0.41 0.20
Sur NM_013039 0.29 0.18
Slc2a5 NM_031741 0.32 0.19
Slc6a6 NM_017206 0.41 0.33
Gat2 NM_133623 0.40 0.22
Nadcl NM_031746 0.32 0.18
Tatl NM_138831 0.41 0.46
Oct NM_012697 0.46 0.28
Oat3 NM_031332 0.33 0.10
Nckx3 AY009158 0.32 0.21
NaPi-IIb NM_053380 0.47 0.32
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Fig. 4. Expresssion profile of hepaic transporters measured by DNA

microarray.
A, basolateral SLC transporters; B, basolateral ABC transporters;
C, canalicular Mdr1 transporters; D, canalicular ABC transporters

except Mdrl1.
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Fig. 5. Comparison of expression profile of hepatic
transporters between real-time RT-PCR (A) and DNA

microarray (B).
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C-1. CYPIBlI mRNAs
miR-27b FRFRECS
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coding region 1% 80% LA L D&\ B
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S B, I DOFERDS miR-27b L FEAE
BMThsdZEERH LR (Fig 1),

DEE &
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UGAATC - - - GU-GATADTT S

Figure 1. Homology between CYP1B1 mRNAs and the predicted target sequence of

miR-27b. A, Schematic diagram shows the CYP1B1 mRNA. Highly conserved regions

are shown in gray. B, Sequence of miR-27b recognition element is located on +4358 to

+4381 in the 3’-UTR of human CYP1B1 mRNA.
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Figure 2. Expression level of miR-27b in various cell lines and luciferase assays with

reporter constructs containing MRE27b. A, The expression levels of mature miR-27b

were determined by RNase protection assay. B, The expression of pre-miR-27b was

determined by real-time RT-PCR. The values are normalized with the U6 snRNA level.

Each column represents the mean + SD of three independent experiments (*P < 0.01,

compared with Jurkat cells). C, The luciferase activities were normalized with the

Renilla luciferase activities. Values are expressed as percentages of the relative

luciferase activity of pGL3-p plasmid. Each column represents the mean + SD for three

independent experiments (*P < 0.01, compared with the precursor for control or the

| AsO for control).
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Figure 3. Effects of AsO for miR-27b on the protein level and enzymatic activity of
CYPI1B1 in MCF-7 cells. A, B, The AsOs for miR-27b or control (750 pmol) were
electroporated into MCF-7 cells. After 72 h, the cells were harvested. A, The expression
levels of mature miR-27b and U6 snRNA were determined by RNase protection assays.
B, The expression levels of CYP1BI protein were determined by Western blot analyses.
Each column represents the mean + SD for three independent experiments (*P < 0.01,
compared with the AsO for control). C, Various concentrations of the AsOs for
miR-27b or control were electroporated into MCF-7. After 72 h, the CYP1B1
enzymatic activities were determined by P450-Glo assay. Values are expressed relative
to the activity without AsO. Data represent the mean + SD for three independent

experiments (*P < 0.01, compared with the AsO for control). D, After the
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electroporation with 750 pmol of the AsOs, the MCF-7 cells were incubated for 24 to

96 h. Values are expressed relative to the activity with AsO for 24 h. Each point

represents the mean + SD for three independent experiments (*P < 0.01, compared with

the AsO for control).
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Figure 4. Immunohistochemical staining of CYP1B1 protein in breast cancerous tissues
(A-D). A, Grade 1-2 invasive ductal carcinoma (score 3). B, Grade 1-2 invasive ductal
carcinoma (score 6). C, Grade 2 invasive ductal carcinoma (score 8). D, There was no
staining with normal rabbit IgG. Original magnification, x 200. E, The expression level
of pre-miR-27b was determined by real-time RT-PCR and normalized with U6 snRNA
level. Each point represents an individual, and horizontal bars with error bar represent

the mean + SD (¥**P < 0.0005, paired student’s ¢ test). F, Inverse association between
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the expression levels of miR-27b and CYP1B1 protein. The ordinate represents

pre-miR-27b level normalized with U6 snRNA. Each point represents an individual, and

horizontal bars with error bar represent the mean + SD (*P < 0.05; **P < 0.01).
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