Protocol for Thawing and
Use of Plateable and Suspension

Cryopreserved Hepatocytes
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- Metabolic Stability (Intrinsic Clearance)

- Metabolic ID/profiling

- Enzyme Induction

- Hepatotoxicity

- Transporter Uptake and Efflux

- Environmental Bioaccumulation and Liver Disease
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- Cryopreserved Hepatocytes Recovery Medium (CHRM®)
A VFaR—T 3 VR

- Williams™ Medium E (1x, no phenol red)

- Hepatocyte Maintenance Supplement Pack (Serum Free)
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- Cryopreserved Hepatocytes Recovery Medium (CHRM®)
—~TU—7F« VT RS

- Williams™ Medium E (1x, no phenol red)

- Hepatocyte Plating Supplement Pack (Serum containing)
A UFa1R— 3V RiE

- Williams" Medium E (1x, no phenol red)

- Hepatocyte Maintenance Supplement Pack (Serum Free)

- Collagen |, Coated Plates
- Geltrex™ Reduced Growth Factor Basement Membrane Matrix
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- Williams™ Medium E (1x, no phenol red)
- Hepatocyte Plating Supplement Pack (Serum-containing)
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- Williams" Medium E (1x, no phenol red)

- Hepatocyte Maintenance Supplement Pack (Serum Free)
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- Williams" Medium E (1x, no phenol red)

- Hepatocyte Plating Supplement Pack (Serum-containing)
—TU—7« VRSl

- Williams™ Medium E (1x, no phenol red)

- Hepatocyte Plating Supplement Pack (Serum-containing)
A VFaR—T 3 VR

- Williams™ Medium E (1x, no phenol red)

- Hepatocyte Maintenance Supplement Pack (Serum Free)

- Collagen I, Coated Plates
- Geltrex™ Reduced Growth Factor Basement Membrane Matrix

Size

50ml

500ml
Tpack

50ml

500ml
Tpack

500ml
Tpack
Tplate
5ml

500ml
Tpack

500ml
Tpack

500ml
Tpack

500ml
Tpack

500ml
Tpack
1plate
5ml

Cat. No.
CM7000

A1217601
CM4000

CM7000

A1217601
CM3000

A1217601
CM4000
CM1024
12760-021

A1217601
CM3000

A1217601
CM4000

A1217601
CM3000

A1217601
CM3000

A1217601
CM4000
CM1024
12760-021
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—Hepatocyte Maintenance and Plating Supplement Packs (CM4000&CM3000) DERAEBAEZSEICWilliams' Bt (A1217601) ZHEL).
TNZNAA VT TV AREE T —F « VI AEtZERAR LTS,

— SR ZRFESEDMICCOTO N I-IILZREUTHEFHE, FEFBRENEBINTVD T LEZATHERLU TSV, REFHHIEERIEE.
BESICERAULTWRKHMEDSDET, MldZHERET S CABEIEIEEENRIENDNDEREMN DD F T,

2 CORMEFRERIEEMRESRO T A EERRZERUCERRZSINDRE, EER0ODyY MESRU TS0,
(TS547 U -z 8m D IRV DBRIE—ROEZ 2 FIHEEICIEL. BiosafetyFvExRy b (FU—URVF) ZTERATELY)



RAGATHROREE 7O I—)b

JOc3I-)b

AE—- =D ERE

1.

Water BathZf& > CigithZ37CITROFT T,

—~CHRM®#=H (& MF#RREM) 7zlF. Hepatocyte Plating Supplement Pack (CM3000) ZMX fzWilliams' E (B#ATHRERM)
—TJU—7 « &M Hepatocyte Plating Supplement Pack (CM3000) ZflA fzWilliams E (EEMiRZER T D5)
—AFa2N— 3 VHEM  Hepatocyte Maintenance Supplement Pack (CM4000) ZiNZ fcWilliams' E  CFiEfliaZ(EA T 25)

RAGATHERZ37CDWater Bath T2DIFEN T CTRIBRLE T

AR & CHT U — NEHlRTY . BEER (i) TRESNCLSRENSESICI7TCDIRERICR T &4
ENHODFTT. /A7 )LZWater BathlCANTHSLREDERF T DX TWater Bathn SZEENED HEEL V¢_ NS S DL S 1K
TTEV. VY S SDRSFKDY A 7 )LDFRTFiEE U TVDREZ TREL THSBDIHULTTEL, U

INAZIVZETO%DTZ IV A—)VA T U—THBEL T U—URYFOHRTHEF T, CHRM® (& MEF#EAEA). Hepatocyte Plating Supplement
Pack (CM3000) ZMA fzWilliams' E &t (BMFFHHARA) DOFRICRE UTcAHiaZT A hLTTREL. (EXY MR UTHRIKRTID T
TOEDNLLBENTWVNS YA TZFERLTTIELY)

L, ERTRODBEUET .
G-force BERE (99)
bk 100 10
A4 X, YU 65 4
v b XOX 55 3
5. BODBHE. EEETHYNUT, 1 X 10O LT ImIOEAEINZ 9,

~EEMROSRIITU—T « I Btz ER
— RS EFERITRO CTH D+ a—2 3 7 AEEERA

AoV =T —b=2ArFax—-23Y
6. EMfRMEINRZSHELET,

—5HEHXNEE NI Cell Counting Calculation Worksheet” 7Z{EH
(FHARREETHT U — MED T, BEIRILVAD VY —%FERAT S LB oM. INEEHDORRELEDFT . BUVERZESCHICIEMEZ R
WexZa7)LetAIZHRELE D)

iRz CERORISEZ NA CTIRE CREDREICL TR,
SR Z R DBRF C DI R T T EIED E T,

Fgibco' | é@invitrogen- 5

by ,&:{% technologies”



8. TU—T«VJRIBMT. TNZNOREBE CHIRZHEAZLE T, (Table 1 & Table 2Z2CBETFELY)

Table 1—General Seeding Density Guide for Cyropreserved Hepatocytes. 12mL media per plate. Note: each lot may require slight adjustments
in seeding density to form optimal monolayer. Please contact Technical Support with any questions - 1-866-952-3559.

Species 6-well 12-well 24-well 48-well 96-wel
S 0.9-1.1 x 10° cells/mL 0.8-1.0 x 10° cells/mL 0.7-0.9 x 10° cells/mL 0.6-0.8 x 10° cells/mL 0.5-0.7 x 10° cells/mL
Sk 0.9-1.1 x 10° cells/mL 0.8-1.0 x 10° cells/mL 0.7-0.9 x 10° cells/mL 0.6-0.8 x 10° cells/mL 0.5-0.7 x 10° cells/mL
A 0.9-1.1x 10° cells/mL ~ 0.8-1.0x10°cells/mL  0.7-0.9 x 10° cells/mL ~ 0.6-0.8x 10° cells/mL  0.5-0.7 x 10° cells/mL
TIL 1.1-1.3 x 10° cells/mL 1.0-1.2 x 10° cells/mL 0.9-1.1 x 10° cells/mL 0.8-1.0 x 10° cells/mL 0.7-0.9 x 10° cells/mL
YO 0.5-0.7 x 10° cells/mL 0.4-0.6 x 10° cells/mL 0.3-0.5 x 10° cells/mL 0.2-0.4 x 10° cells/mL 0.1-0.3 x 10° cells/mL

Table 2—Approximate Number of Cells Per Plate . 12mL media per plates.

Species 6-well 12-well 24-well 48-well 96-wel
Eb 10.8-13.2 million cells 9.6-12 million cells 8.4-10.8 million cells 7.2-9.6 million cells 6-8.4 million cells
S b 10.8-13.2 million cells 9.6-12 million cells 8.4-10.8 million cells 7.2-9.6 million cells 6-8.4 million cells
A X 10.8-13.2 million cells 9.6-12 million cells 8.4-10.8 million cells 7.2-9.6 million cells 6-8.4 million cells
Y 13.2-15.6 million cells 12-14.4 million cells 10.8-13.2 million cells 8.4-10.8 million cells 9.6-12 million cells
NOR 6-8.4 million cells 4.8-7.2 million cells 3.6-6 million cells 2.4-4.8 million cells 1.2-3.6 million cells
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