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Product Overview

Human hepatocytes are one of the essential experimental tools for pharmacokinetic studies.
However, primary human hepatocytes, which express high hepatic function, do not proliferate in
normal culture methods, and their hepatic function, including drug metabolism, is known to
rapidly decline during the culture period. Furthermore, the limited availability of primary
human hepatocytes tends to make them expensive, limiting their use in drug discovery research.
On the other hand, hepatocellular carcinoma-derived cell lines, such as the HepG2 cell line,
which is widely used due to its easy availability, have low metabolic activity, which is a problem.
In order to solve these problems, new cell culture methods and the creation of hepatocyte
substitutes for primary human hepatocytes that can proliferate are being investigated.
Although this product is a hepatocellular carcinoma-derived cell, it highly expresses
drug-metabolizing enzyme activities (phase I and phase II reactions), which are the main
functions of hepatocytes, and is expected to be used as a human hepatocyte model for basic
research and drug screening studies.

#This product was developed under the technical guidance of Dr. Luc Gailhouste, Department of
Molecular Cell Therapy, National Cancer Center Research Institute.

!Caution!

See attached “Please Read BEFORE USE”

All the products are required to perform during aseptic processing.

Use the specific media (sold separately) to culture this product.

This product has been confirmed negative for HIV-1, HIV-2, HBV, and HCV:
Use the optional medium for incubation.

~Safety of human-derived cells~

The information shall not be taken as being all inclusive and is to be used only as a guide. All
materials and mixtures may present unknown hazards and should be used with caution.
Since the Company cannot control the actual methods, volumes, or conditions of use, the
Company shall not be held liable for any damages or losses resulting from the handling or
from contact with the product as described herein. However, not all infectious disease tests
are performed, and the possibility of false negatives or infection cannot be completely
excluded. Therefore, when handling, please take sufficient measures such as using a safety
cabinet, wearing infection-protective gloves, goggles, and masks, etc., before conducting
experiments.

This material and its container must be disposed of according to approved disposal technique.
Disposal of this product, its solutions or of any by-products, shall comply with the
requirements of all applicable local, regional or national/federal regulations.
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We guarantee against growth failure after the start of culture only when cells are properly
stored in liquid nitrogen and cultured according to the manual using the dedicated medium

and reagents.

Our company, Product Support (e-mail: bio-products@cosmobio.co.jp) for more information
on how to get in touch with us.
The warranty period is [within 6 months from receipt of product].
Please note that the warranty does not apply if any changes are made to the culture medium
or method of use, or if re-frozen cells are used.

II. Component

Components Size Quantity Storage Expiration date
Rep-HepGZ cells 3.0x106cells/vial 1vial quuld 6month
(frozen vial) Nitrogen

If you do not use the frozen cells immediately after receipt, please store them in liquid nitrogen.

III. Cell Origin

Human Hepatocellular Carcinoma

IV. Specific Medium (sold separately)

Product name Catalog no. Componen | Volume | Quantity | Storage Validity period
Stored at
-20°C Indicated on
Medium 1925mL | 1 (Aft(?r bottle ( Stored
Rep-HepG2 Thawing at -20°C )
Maintenance | REP-HEPG2M Stored at | After Thawing
Medium 4°C) 3 month
( Stored at
Islrppleme 125uL | 1 _Sggfgd at 4°C)

Main components of culture medium: DMEM, serum, others

V. Instruction for Use

* This product is

Cell thawing and seeding

* The following is the protocol for culturing in 24 well culture plate.

[To be prepared]

[ Subculture impossible]

- Collagen coated 24well culture plate.

- Rep-HepG2 Maintenance Medium (Prepare just prior to use)

*Prepare required culture media volum. (Add 10uL of supplement per 10ml of medium)
+ Sterile pipettes, conical tubes, and other culture equipment

1. Remove the cryovial containing the frozen cells from liquid nitrogen storage and immediately
place it into a 37°C water bath. Quickly thaw the cells by gently swirling the vial in the 37°C
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water bath until there is just a small bit of ice left in the vial for 90~120 sec.

2. Transfer the vial it into a laminar flow hood. Before opening, wipe the outside of the vial with
70% ethanol.

3. Transfer the thawed cells dropwise into the 10mL pre-warmed Rep-HepG2 Maintenance
Medium in 15mL centrifuge tube. Mix gently and centrifuge the cell suspension 170 x g for 3
min 4°C.

4. After the centrifugation, aspirate supernatant and resuspend the cells in Rep-HepG2
Maintenance Medium in 15mL

5. Dispense 0.5 mL of cell suspension to each well of 24-well plate and incubate the plate at 37°C
in a 5% CO2 humidified incubator (24well culture pate can usually be established from one vial
containing .)

6. . Medium replacement should be performed next day, thereafter medium should be changed
every 2 to 3 days.

7. Wait for 3-5 days before assaying for preferred assay.

Technical note
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Figure 1. Phase contrast micrograph of Rep-HepG2 cells the
day after culturing
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(HPH: Human Primary Hepatocytes)

Figure 2. Drug metabolizing enzyme activity of primary human hepatocytes as 1,
Ratio of enzyme activity of Rep-HepG2 cells (day 4 culture) and HepG2 cells

VI. Refferance

1) Luc Gailhouste, Lee Chuen Liew, Ken Yasukawa, Keitaro Hagiwara, Norihiko Iwazaki,
Yasuhiro Yamada, Izuho Hatada, Takahiro Ochiya. Epigenetic Reprogramming of Human
Hepatoma Cells: A Low-Cost Option for Drug Metabolism Assessment.

Cellular and Molecular Gastroenterology and Hepatology. 2017 Nov 22;5(3):454-457.e1
DOI: https//doi.org/10.1016/j.jemgh.2017.11.006
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