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Figure 3. Testosterone 6f-hydroxylase activity in adenovirus-infectecd HepG2 cells.
HepG2 cells were infected with adenovirus for 2 days. Data are mean # SD (n= 3). ND: not
detected. 2 Donato et al. (1995).
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Figare4. MTT assayin
adenovirus-infected HepG2 cells
transfected with siN1T2 after 24
hour exposure of hepatotoxic drugs.
Cell viability is expressed as
percentage of solvent-treated cells.
Data are mean %+ SD (n=3). *P<
0.05, **P<0.01, and ***P < 0.001
compared with AAGFP-infected

groups.
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Figure 5. Kneckdown of yGCSh in H4IIE cells transduced with AGGCSh-shRNAx4.
(A) The GCSh protein levels and (B) GHS content in the cells were examined on day 2, 3, and 5 after
AJGCSh-shRNAx4 transduction.
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Figure 6. Knockdown effects and hepatotoxicity in Ad-GCSh-shRNAx4 - injected mice.

Mice were infravenously injected with AGGCSh-shRNAx4. (A) Serum ALT and AST levels were
determined on day 3, 7, or 14 days after Ad vector injection. (B) GCSh mRNA expression levels and
(C) GCSh protein levels were examined by quantitative RT-PCR analysis and Western blot analysis,
respectively. (D) Hepatic total GSH content was determined on day 3, 7, or 14 days after Ad vector
mjection.
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Figure 7. Effect of BSO treatment via drinking water in C57BL/6J female mice.
(A) Hepatic total GSH content and (B) Serum ALT and AST levels were on day 3, 7, and 14
days after BSO treatment (20 mM).

— 180 —



Vector expressing shRNA ! l Ad genome !

o SRNA duplex | =—— mivaRNA duplex

siRNA-containing . mivaRNA-confaining
RISC *—C:ll-l—:* e RISC

franslational 1 transhitional

repression repression
AAAA f »zus‘nn AAAAL

Figure 8 Process of the generation of siRNA from shRNA and mivaRNA from VA-RNA.

,nu“un, i}
I

us cMv
promotorshLuc P(A) GFP promotor

rcor HERE——HIL— T 7o

Pacl Pacl
AdS genome
& BN F3L
g} _”B)\’A RNA IS (28(&53&18}

pAFHM4shLucCG  AmpT

us cMv
promotorshLuc P{A) GFP promotor

vcont TR v

Pacl Paci

AdSAVR genome

7A- F3()
AVA-RNAIZT (28(’1)

g‘ Y 3503 3330818

PAJAVRshlucCG  Ampr

Figure9 Schematic diagram of Ad vector plasmid expressing sShRNA against luciferase.

— 181 —



Relative luciferase

24h 36h [JFG-Ad

18000 - #Aadavr
16000 | 2
14000 g 20000 -
12000 2
10000 | 5 15000 -
80001 2 10000 |
6000 2
4000 - % 5000
2000 T o
0 0
¢°§

*p<0.05

Figure 10 Lucferase expression levels in cells transduced with FG-Ad-shLuc or AJAVR-
shiuc vecters. :

SK HEP-1-Luc cells were transduced with FG-Ad-shLuc-CG or AAAVR-shLuc-CG at an MOI of
1, 3 or 10. After 24 or 36 h incubation, luciferase production in the cells was determined using a
huciferase assay system. The date are expressed as the means &= S.D. (n=3).
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Figure 11.  Expression of human CYP3A4 in the liver in AACYP3A4-injected mice.

(A) Human CYP3A4 protein in mouse liver was detected by Westtern blot on day 3, 7, or 14 days after the
administration of AACYP3A4.  (B) Serum ALT and AST levels in mice were determined on day 3, 7, or
14 days after Ad vector injection.  Mice injected with 3x10'vp/body ([#Z) or 6x10"°vp/body ( EEEE).
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Figure 12. Adenoviras-mediated overexpression of human CYP3A4 in the liver of F344
male rats at 48 hours after Ad vector injection.

(A) Human CYP3A4 protein in rat liver was detected by Westtern blot analysis. (B) Human
CYP3A4 enzyme activities in rat liver homogenates were measured using P450-Glo assays.
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Figure 13. Expression of haman CYP3A4 in the liver in Ad-CYP3A4-injected mice (All
‘individuals). ‘
(A) The expression of human CYP3A4 protein and mRNA in mouse liver was detected by (A)
Westtern blot analysis and (B) conventional RT-PCR analysis on day 2 after the administration
of Ad-CYP3A4 or Ad-GFP.

— 184 —



BRREE B KHB1009

B 20/20
(A)
1'OH-midazolam Cash
1086
z g 100
3 3
g s. {40
% a0
¢ 1 2 % 4 5 & 7 8 1 2 3 4 5 8 7
Time (B} Time (B}
(B)
Mlidaszolam Balb/c 1'OH-Midazolam Balb/c Daxamethasone Balb/e
Pt T -y ity B RPN | )
el B e R i A G TASGER
10 e T —— 250 A |aecowan 700 -
) & 60
o 8 200 200
~§ 6 % 150 ﬁ ¥
g 4 : & 100
z % & | 500 S
2 50 100 B ASCATE [
o Ee ¢ s RALRCVEIAE P
1] 50 120 180 L] 80 120 i8¢ ¢ &0 120
Tirme (b} Time (b} Time {h}
1'OM-Midazolamnude Dexamethasone nude
b 43 B RN
el Bt e
250 ke A CR-CP AL 600
200 —g 500 -
% 150 ‘ Eoo “
£ N 200
& 100 \k % -
100 A S ThEE
o 6 o YAV IR L
O &0 120 180 4] 80 E¥
Tieme (b} Timelh}

Figure 14. In vivo metabolism of midazolam, cyclosporineA and dexamethasone in
Ad-CYP3Ad-injected mice

After C57BL/6j, BALB/c, or nude mice were injected with Ad-CYP3A4 or Ad-GFP, mice were
orally administrated each substrate. (A) Plasma concentration versus time curves of
1’OH-midazolam and cyclosporinA after oral administration (midazolam (0.1 mg/kg) and
cyclosporineA (0.1 mg/kg)) in C57BL/6J female mice. (B) Plasma concentration versus time
curves of midazolam, 1’OH-midazolam and cyclosporinA after oral administration (midazolam
(2 mg/kg), cyclosporineA (0.5 mg/kg), dexamethasone (2 mg/kg) in BALB/c female mice. (C)
Plasma concentration versus time curves of midazolam, 1’OH-midazolam and cyclosporinA
after oral administration (midazolam (2 mg/kg), cyclosporineA (0.5 mg/kg), dexamethasone (2
mg/kg)) in BALB/c-nu/nu female mice. Symbols are shown in no-treat mice ( —e— ),
Ad-GFP-iniected mice ( —=—). and Ad-CYP3A4-iniedted mice ( —=a—).
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