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P450 Induction
Drug Metabolizing Inducer Substrate Incubation Time Fold Induction Fold Induction Photomicrographs (100X, Phase Contrast)

Enzyme (M) (w) mirutes) (Gere Bxpression) {hetivity) Phase Contrast Day 2 Phase Contrast Day 5
CYP1AZ Omeprazole (50) Phenacetin (100) 30 4641+ 4.48 5.62 £0.07 > . o
CYP2B6 Phenobarbital {1000) Bupropion (S00) 30 7.72+0.72 2.4+08
cvp2cs Rifampin (20) Paclitaxel (20) 30 43331157
CYP2C3 Rifampin (20) Diclofenac (25) 30 2.660 +0.422
cYpP2cie Rifampin (20) S-mephenytoin (250) 30 1.634£0.240
CYP3A4 Rifampin (20) Testosterone (200} 30 24704518 13.0%03

CYPA450 Induction Assessment: 96 well cultures at a cell density of 0.7 million hepatocytes/mL (56,000 hepatocytesfwell) were used in the CYP450
induction assessment. The hepatocytes were cultured s collagen-Matrigel® sandwich for 1 day followed by treatment duration of 48-72 hours for mRNA
and 72 hours for activity using known enzyme inducers. Induction in CYP450 activity was assessed by quantifying respective metabolite formation by LC-
MS/MS. Gene expression was quantified by RT-PCR. Values reflect mean and standard deviation of triplicate treatments [N=3).

Drug Metabolism Activity

Drug Metabolizing Substrate \nmbgnnn Time Metabolite Quantif Activity Phase Contrast Day 9 Efflux Transporter Assessment
Enzyme (um) 1 cells) z
CYP1A2 Phenacetin (100} 15 Acetaminophen 54.7
CYP2AB Coumarin (50) 30 7-Hydroxycoumarin 37.0
CYP286 Bupropion (500} 15 Hydroxybupropion 10.8
cyYp2cs Paclitaxel (20) 15 Ba-Hydroxypaclitaxel 2.4
CYP2C9 Diclofenac (25) 15 4-Hydroxydiclofenac 92.2
CYP2C19 S-Mephenytain (250) 30 4-Hydroxymephenytoin 10.0
CYP2D6 Dextrometharphan (15) 15 Dextrorphan 25.7
CYP2E1 Chlorzoxazone (250) 15 6-Hydroxychlorzoxazone 347
Midazalam (20} 10 1-Hydr idazolam 4.5
CYP3A4
Testosterone (200) 15 6B-Hydroxytestosterone 470.7 i3
- - Monolayer Comments: HH1085/HH1086 has high attachment efficiency and a confluency of 90-100 % by 24 hours. This lot exhibits excellent
ECOD 7-Ethoxycoumarin (100) 30 7-Hydroxycoumarin 102.6 and remains intact for over 9 days in culture.
- - - Efflux Transporter The were cultured at a cell density of 0.7 million hepatocytes/mL in a 12-well plate a5 a collagen-Matrigel®
uer ‘ 7-Hydroxycoumarin (100) ‘ 30 | 7-Hydroxycoumarin glucuronide ‘ 3950 ‘ sandwich. On day 5, the hepatocytes were treated with incubation medium containing 5 uM carboxy-2,7” dichlorofluorescein diacetate (CDFDA) and
| sulfotransferase | 7-Hydroxycoumarin {100) | 30 | 7-rydroxycoumarin sulfate | 21.0 | imaged on fluorescein isothiocyanate (FITC) fluorescent fifter to assess bile canalcular formation.
CYP450 Activity Assessment: The were incubated at a cell density of 0.5 million cells/mLin a 48-well plate {125,000 hepatocytes/well) for the

designated time durations with isoform-selective substrates. The metabolites were identified and analyzed using LC-MS/MS

Pravastatin Uptake Transporter Activity

Pravastatin Pravastatin with Rifampin 9% Inhibition by
(pmal/10¢ Cells) (pmol/108 Cells) Rifampin
0.812 0.31 62%

Pravastatin Uptake Assessment: 96 well cultures at a cell density of 0.7 million hepatocytes/mL (56,000 hepatocytes/well] were used in the Pravastatin
Uptake Assessment. After approximately 6 hours in culture, the hepatocytes were treated with and without 20 uM Rifampin for a pre-incubation time of
30 minutes. Following pre-incubation, 25 uM pravastatin with and without rifampin was incubated for a duration time of 6 minutes. Values reflect the
mean of triplicate treatments (N=3). The metabolites were identified and analyzed using LC-MS/MS.
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M FUJIFILM Wako Chemicals U.S.A. Corporation  MFUJIFILM Wako Chemicals Europe GmbH
1600 Bellwood Road, Richmond, VA 23237, USA Fuggerstrage 12, 41468 Neuss , Germany
TEL:+1-804-714-1920  FAX:+1-804-271-7791 TEL:+49-2131-311-0 FAX:+49-2131-311-100

Online Catalog: www.e-reagent.com
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