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- Hepatocyte Thawing Medium (HTM)
Efuil=s
- Cryopreserved Hepatocytes Recovery Medium (CHRM)

—AVFaR—I a3 HE
+ William's Medium E (1x, no phenol red)
- Hepatocyte Maintenance Supplement Pack (Serum Free)

b MEEfDR
—EhER RIS
- Hepatocyte Thawing Medium (HTM)
Frcld
- Cryopreserved Hepatocytes Recovery Medium (CHRM)

—-FL—NEERE

- William's Medium E (1x, no phenol red)

- Hepatocyte Plating Supplement Pack (Serum containing)
—AFaAR—I3VFHEH

- William's Medium E (1x, no phenol red)

- Hepatocyte Maintenance Supplement Pack (Serum Free)
- Collagen |, Coated Plates

- Geltrex LDEV-Free Reduced Growth Factor Basement Membrane Matrix
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- Hepatocyte Thawing Medium (HTM)
el
- William's Medium E (1x, no phenol red)
- Hepatocyte Plating Supplement Pack (Serum-containing)
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- William's Medium E (1x, no phenol red)
- Hepatocyte Maintenance Supplement Pack (Serum Free)
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EEE iR

—EhERFA IS HA4X NEES
- Hepatocyte Thawing Medium (HTM) 45 mL CM7500
Efuil=s
- William's Medium E (1x, no phenol red) 500 mL A1217601
- Hepatocyte Plating Supplement Pack (Serum-containing) 1 pack CM3000
—FL—MNEE RS
- William's Medium E (1x, no phenol red) 500 mL A1217601
- Hepatocyte Plating Supplement Pack (Serum-containing) 1 pack CM3000
- A VFaAN—I 3 FiEH
- William's Medium E (1x, no phenol red) 500 mL A1217601
- Hepatocyte Maintenance Supplement Pack (Serum Free) 1 pack CM4000
- Collagen |, Coated Plates 1 plate CM1024
- Geltrex LDEV-Free Reduced Growth Factor Basement Membrane Matrix 5mL A1413202
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Plating Supplement Pack (B&GEZES CM3000) Z1X fz Wiliam's E D EB5EH RV EEW,
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1. Water Bath Z{E>CiE#hZ 37 CITRHFET
b SR R —~ CHRM™ $ZiheR 1z HTM 15
ENYIRTHRR A (ER—~ HTM 157213 Gibco™ Hepatocyte Plating Supplement Pack (B &ES CM3000) Z0Z 1z Wiliam's E 15ith
EEMREER—~ L —MESAE  Hepatocyte Plating Supplement Pack (&R ZES CM3000) =X fz Wiliam's E it
FEARAEER A FaN—U 3V FAER  Hepatocyte Maintenance Supplement Pack (2 &Z&ES CM4000) =R Tz
William's E 15t

2. RiEREMRZ 37°CD Water Bath T 2 DLINTRIEELE T,
FHEREETCHTUT — NIRRT T . REZER (i) TRESNTLSRENSES

[C 37 COREEICR T MENGDIE T, /N1 7IL% Water Bath ICANTH S EHAN FLE
I BFET Water Bath SEEANERJHEIBVTIEEW,. LW SSDOESRIKH/NA 7 u¢_ Y5 SDESEK
WD TFEUTWDIREL TRIFEUCHSERIHULTLEE W, U

3. NAFZIET0%DTZIVI—=IVATL—CTHBELTIU—URYFORTREET, CHRM BihE/zld HTM i, Hepatocyte
Plating Supplement Pack (B%&ES CM3000) 1A Tz Wiliam's E B0 h(CRR U fle =T A U TR WY (B
NEFERLUTHALRTIN, FvTDENLLBIVNTWVNDTA TZFERLTIZEW),

4. ERCELODBELET,

CHRM (CM7000) Z{EA 9 3158 HTM (CM7500) Z (£ 9 2185
G-force B5R (9) G-force B5R (%)
Eb 100 10 Eb 100 10
AR YL 65 4 AX YL 86 6
Swb XYDOR 55 3 Syb YOX 86 6

5. =mDOEE%. BEETAVNLT, 1 X 10° OMERICHLT 1 mL OB ZEIIZFd . BRBEERYNMIERE T, po<el
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6. LHilRMCNEZSELET,
—~SEXNEE ST [FHBREILADY T4V TY—~ (14 R=ITSRIEEV) ZFEA
GER: FHBRIGIER ISP T BEEILADY T+ VTRETIEIFELDES, ELKBVEREESIUNENRRINE T,
FERTU—MEBBEFRIFBBERDICHICBHOTEETID T, FNBVWREZRBDICOICEH TEFEICKDNI YTV
TEHRELTCVET )

7. REERETHRZERT 256(CE. BivEEINLUCHERMIEE (1 x 10° i3 /mL 12&) ([CLTREL,
FLEARE CRHBRZER T 25 GECDRR TR T ERUET,



8. FU—MMEBRIBIT, TNETNOREBE CHIRZREELEXT (R1&KR2ZISRIEV),

=1 FREFEFOEBO—RNGEBEEEACR 1 U—ro) 12 mLOEhZER,
AR IEBESNCEBEEN I EHICE, FEBEEZSAVMNIIUDITNICHAR T 2NEHNEUSTREMEN HIET,

Species 6-well 12-well 24-well 48-well 96-well

Eb 0.9-1.1 x 108 cells/mL 0.8-1.0 x 108 cells/mL 0.7-0.9 x 10° cells/mL 0.6-0.8 x 10° cells/mL 0.5-0.7 x 106 cells/mL
Swhk 0.9-1.1 x 106 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 106 cells/mL
A4 X 0.9-1.1 x 108 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 106 cells/mL
Y 1.1-1.3 x 108 cells/mL 1.0-1.2 x 108 cells/mL 0.9-1.1 x 10¢ cells/mL 0.8-1.0 x 10° cells/mL 0.7-0.9 x 106 cells/mL
XA 0.5-0.7 x 108 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 108 cells/mL

xR2 1V —bBREYOBENGMREE 1 U —~Hiz) 12 mL O,

Species 6-well 12-well 24-well 48-well 96-well

Eb 0.9-1.1 x 106 cells/mL 0.8-1.0 x 108 cells/mL 0.7-0.9 x 10°¢ cells/mL 0.6-0.8 x 10° cells/mL 0.5-0.7 x 106 cells/mL
Swk 0.9-1.1 x 108 cells/mL 0.8-1.0 x 106 cells/mL 0.7-0.9 x 10¢ cells/mL 0.6-0.8 x 10° cells/mL 0.5-0.7 x 106 cells/mL
AR 0.9-1.1 x 108 cells/mL 0.8-1.0 x 108 cells/mL 0.7-0.9 x 10¢ cells/mL 0.6-0.8 x 10°cells/mL 0.5-0.7 x 108 cells/mL
HIL 1.1-1.3 x 108 cells/mL 1.0-1.2 x 108 cells/mL 0.9-1.1 x 108 cells/mL 0.8-1.0 x 10° cells/mL 0.7-0.9 x 108 cells/mL
XOR 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
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10. 6, 12, 24, 48 DTILDBE. TU—heA VFI1N—I =D ANTEEZ NMIDFTTRET, fit-#ICB<FL—hz8hLoT
JU_ETHIBEAI—(CRB KR IICL T EE W,
96 VILDBE, BEESU—MIESTTA VFIN—I—[CBLTIZE L,

11. 4 BFRENS 6 BB, 37CTTL—hEAVFaR—NUET,
DA VFaR—3 > THIREE Monolayer (BE) EERLEYT . TU—MEEHEHUVRIICLT S0,
* Overlay (@) ZEZTIDIBRVESGIE. 4 ~ 6 BERICEBMIIRNZ T BRICHERT 20 VF a1 X—3> i (Hepatocyte
Maintenance Supplement Pack (#&@ZES CM4000) ;FHlEH Wiliam's E 15#h) ZRHTHENTZET W,
% Overlay ZZFERATDIEE(E. A VFaN—Y3VAEMEKGUIREICL TV T TV,

12, AVFIR=23V JU—IURVYFORTELTV—M2ESLT. TTUR (BEELRHh o Icifalif) ZFhETHh oiEi
ZIRVES TLZE L,

13. Overlay JEZTOIRRVEE(E, BithZEHSHUDINEL TV oA VFaN—UaVABiEImI 20, K7 FUsr—r3y
([CROTIFZDMDIBE EIRLTLIZE WV FHERENFZIRLGNR SIS, BHIOITRIGRPHATOTIEE L,

Overlay EZZ1T 3B EFRDRAT YV I ITEATLEE W,



Overlay &

(EEIEFEIE  CTIORIFBRITEATND Geltrex Matrix BEUA VFaR— 3V AEMIZRERS ) UEZEBRLSTZHIT, KOHRIFEL
TLIET W, Geltrex Matrix HRUA FaR— 3 AiEEK EICFEFL. OIRECHNIEESICIESELIEERy bR ERL T
W)
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TU—NEEUCFHERE D4 —RITDDICHELRA > FaRN—Y3VAEBEOEREH L. BEXUCSEDIEMAEK FICERELT
<FEEEW,
—->—fEHIC, 1 RDOTU—MT 12 mL DEMANETT, DI HOBERFERELT 1 ~2 mLEZEINTDIEEEZRICANT
<FEEL,

Geltrex Matrix DEHREICREEINTWVD, IV /I NIBEEEERUTLZEE WV, VNI BREFEOVINETHhIMNCERIFED,
AVFAR=I3VFEBDFEC. Geltrex Matrix DERLEEEUTHESNTULS 0.35 mg/mL ZH#FEHE. Geltrex DY
VINOBRETE DT EICKY, A VFaR—I3VBIBHISRINT 2E Geltrex Matrix DBFE2ZHHL TIEEL !

— (A VFAR=aVEEDEE (ML)] x (0.35 mg/mL) / (Geltrex DI VN IERE) = (RIIT 2NE Geltrex Matrix DEE (L))

KETHBHNIN oA VFaR—U3 VAT Geltrex Matrix ZHRIILCR<EE T W,

TU—MBEEUCFHIRAIC Geltrex ZEEBL. FERARIICARKED 2 BRFICIIRE 24 BREFE T VFaX—~UTLEE L,
-7 VB Eth S iD= 1 —F 4> UE T,

A VFANR—IaVABHIEFEEFULVLWDDIZIRU T IEE L,
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Media Supplement Guide (CM3000, CM4000 R 5%)

Hepatocyte Plating Supplement Pack (25&ES CM3000). Hepatocyte Maintenance Supplement Pack (&S CM4000)
[ClF. ZNZFN William's E #Z# 500 mL [SH I 2HBEHN A>THY. Wiliam's E BHITHIILEEIF. 1 ABUNTITERVE
RLZEZRMBUTHBUE T, 22U, URIZERITDDIZATHET DEL. TEAFISAINT DI EZHEDLET,
ZITHERBICHBFEVWVRLIEHE T TUX VR ZFUDICHEE S DINDFUTREFEL. HERZHHIC Wiliam's E 1BH#IISHIIWVTE
RELIEEBEDHLTHEIFET (Dex (FDEBDIZHNDFULTVEREM DR THEBEISWEHA) . Coctail & Dex 1§ 4C. FBS (&
20CTRIFELTLIZE LY,

BREH. Wiliam's E BHINDRIIEFE 3. K 4 BB,

CM3000-Thawing/Plating Supplement Pack
Wiliam's E 15t (H@EES A1217601)

PV —ay REREFAEORBES SO U—MEE - TR0 T —MEE

tamkem : RIGRE
— Fetal BOVING SEIUM «wwrrrererereetettttttetetititiitiiineeeaes (5%)
—  Dexamethasone in DMSO (10 MM) «eeeeeeseeessrmmmmmmii (1 uM)
— Thawing/Plating Cocktail A, containing (18 mL total volume)
- 5 mL Penicillin/Streptomycin (10,000 U/mL /(10,000 pg/mL) «---=xxeeee (1%)
+ 500 pL Human Recombinant Insulin (4 mg/mL) «=--sseeeeeereereseeeeeeeeees (4 pg/mL)
5 mL GUltaMaX (200 mM/1 00 X) ................................................ (2 mM)
7.5 mL HEPES‘ pH 7.4 (1 M) ...................................................... (15 mM)
AT

— 500 mL DiB#ZERAE T DHE
- Fetal Bovine Serum (25 mL)
+ 50 pyL Dexamethasone in DMSO
+ Thawing/Plating Cocktail A (18 mL)

CM4000-Cell Maintenance Supplement Pack
Wiliam's E 151t (&E&ES A1217601)

FFVT—vay A0S, FBEBEDA YTV AADA VFaR—a B

18Rk RIGRE
—  Dexamethasone in DMSO (10 MIM) «wreeeesreeesrrmmmmiiin 0.1 uM)
—  Cell Maintenance Cocktail B, containing (20 mL total volume) :
- 2.5 mL Penicillin/Streptomycin (10,000 U/mL /(10,000 pg/mL) ===+ (0.5%)
-5mL ITS+
O human recombinant insulin (0.625 MQ@/mL) ««-xeerereeereerrereeeeeeeee. (6.25 pg/mL)
O human transferrin (0625 mg/mL) ............................................. (625 Ug/ml—)
O SelenOUS aCid (0625 Ug/ml—) ................................................... (625 ng/mL)
O bovine serum aloumin (BSA)-(0.125 g/mlL) «-rreerrreermreesereermeeeeene (1.25 mg/mL)
O |ino|eic aCid (0535 mg/mL) ...................................................... (535 Ug/ml—)
. 5 m|_ GultaMaX (200 mM/1 OO X) ................................................ (2 mM)
. 75 mL HEPES‘ pH 74 (1 M) ...................................................... (15 mM)
mE®

— 500 mL DIZZREET HH5E
- 5 pL Dexamethasone in DMSO
- Cell Maintenance Cocktail B (20 mL)

10



&3 Cocktail AlCH T 3ZHEDE

William's Eiith Cocktail A FBS Dex
50 mL 1.8 mL 2.5mL 5L
100 mL 3.6 mL 5mL 10 pL
200 mL 7.2mL 10 mL 20 pL
300 mL 10.8 mL 15 mL 30 pL
400 mL 14.4 mL 20 mL 40 pL
500 mL 18 mL 25 mL 50 pL

&4 Cocktail BICXH I 3 FHEDE

William's E1Sith Cocktail B Dex
50 mL 2mL 0.5l
100 mL 4 mL 1L
200 mL 8 mL 2L
300 mL 12 mL 3uL
400 mL 16 mL 4 pL

500 mL 20 mL 5L
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HHRSTER /N1 7 L D (i

1. 1.5 mMLOYAI7OROF2—F(2 200 pL D/NwT7— (PBS FI2IFZNUTEET 278K) & 50 b D 0.4% bV TIL—FER
ZMNATRELET . #EDEHICAWLS 1.5 mL D/ 77)U (MRS 1 77)L) ICTDRI/NY TIV—FiREZ 50 UL IR E S o

2. FHRFiR7ZSH /N1 77 )VICIA RIS, FFFERN A Sfe F 12— T ZR PN (CHOHRERIL OBRZEE—(ICLET,
ARz ERECST T BICIRTDRTY I HBHTEECTY,

3. DARKRTZFvI T 50 uL O ZEERZ —EIZIF IRV _EIFTRIVEY., SR/ ZILICHBUHELTEALF T, OB
(CF v ZEHRUBRVTIZE V. IDFERN 2 BICHINENTLEVET,

4. FHEANATIVEHL FBREPHCIIEWTREE T, MlghEEL CERBEFENRE CERLIRDIcth. HUWREP
BRI T ZE L,

IMERST AR D%l

5. EHFANA T IV 1 HDEEBL. INERBPHICHEL, FeFcWTBERSUEEIC, EXRYANT 10 UL OEGRZIMERGTER
DDV FRIDBICH><KIBLET ., EESIERICE > THIZIERN MRS ERZICIRLAENE T,

6. SHHEIC. BEHIET T 4 REZRE<ANTRRNMIFCHBLCVWSIEZENSDE T, MIKEGTERICHRNMIFCHTBLT
WRWEEPEN A>TVBIEEEFPIBLETD,

FriffanEtER

7. MIRETEEO 4 REOEME (EBHFEER) SR (Be) ZERPHICEHELET. ORI, SRED 2 FOXER L
D ZESHTEHHLET (K1), NNV TIL—DRENRIZDEMIBIEIES 2HBZ NN B DIch. SHUIFRPHICTITD
TLIEE W,

5t
8. 2FHABAOEN. FEROLFEERHFT. FENESNEENOREBRRECART HEE. FIIHH O
—or
+ f
® C

E1 MERSAEROMBOEE MiachU/NYTIL—EDORERZ MRS ER
DFAIICO—RL, 24XE (BOM) Ol ZstHLET. XER DMz
ST DIRICIE. 2R D XEHRR_E DI ZEH L. W D2 A D XERR LD
HISEHUEEA. REARRCODBE. LEEDKRER EICH DI FRDOR)
[FEHBULETH, FEEDXBEIRLEICH DM ROR) FEHHUFE A

Plating Medium F/zldNEBEDBMHZERLED,

9. L= (4% 2% X 100

10. MR DINE= 1 XEIH T DEMIRDOTIEH (R4EMEL+ 4) X 10,000 X 2 X Rl FiERDEE (ML)

1. 2HREEE (HREE /mL) =1 KB OEAMRR+TEMEDFF%X 10,000 X 2, ZZT. 10,000 & 1 RBEIOHAFRE (0.1 pL)
DIWERMTHY. 2 [FHREAREERTT,
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Gibco™ HepExtend™ Supplement (50X) (&, HEFEEFSNCREBEMEROEBEESGZERS B2 E2ENEUICERY U
AURNTY, TOTTFUXUNE, HEESNDIFHREEACES T, Willam's E #i#h (RRES A1217601) BLORTHIRHERH
HPUXAVN VWD (RBES CM4000) EHRITHERALTLET V. HepExtend B PUXY NERIIL TEE S NS EE ST
fBOOYNZE. MIEOOYNPZDMODT7 viEA Kt LIEITH, 10 BULEERL, #aEZHIFLE I, HepExtend B PUXTMNI(F,
BHERT. YA bhAY, DVRBEIE. BEDFEERESFENTOEE A,

EABKLVIRFICET 3:F551E
R LTz HepExtend U PUX >k (50X) [FBEET D9FL. -20C~ -5 COBEMIEED R VS REANTRIFL TSI L,
HepExtend B "UXk (50X) (& 3 @ EDRIERIARIFEEHF T L,

gt DR

1. HepExtend B FUXUK (50X) & 37 CDI#+—F —/NATHRRICERLET (10 7LIAICERLET). BT TUX VN E
S7TCTRIEBBL Z&FRHF TR,

2. FHBREiAY UX YN Ywo% Wiliam's E EZ#hSRINU T, ARl AR ARARUE I, FHBRREthDER0sEHIC
DNTIF., A2 10 R=IH5D [Media supplement guide] Z=ISBBLIEE0,

3. HepExtend B UXN (50X) ZRIEHIREE (1X) (JBRDKRSICHHMMRREICINZF T, EAF, IXBEEDTEE
HAEDICIE. HepExtend B XUX/N (50X) 10 mL % William's E #5#h 500 mL [CHIR TS LY,

4. FF32:0.22 ym T4 —1 TN EFESCREEMESBLET,

5. UTUXUNAII#BOZEE . 2 ~8CTREAAFREINEIRE 3 BBLETI,

6. TEEEHE. BEMRISAINT2RIICITCOIF—I—/NATERDET, BHANITDDREITEDEVTED. FKDDIBH(E
2 ~8CTRIFLTHBLLIEZB I IHLET,

7. RISERTFORBEFERO LU -T2V SBEICET2FHBIBERICOVTE. AE 6 R—IH oD [REFMBRORE TN
J—)b] ZTBRIZE L,

% HepExtend B PUX >/~ (B0X) (ZI&. 0.12375 g/mL DOVILE7ILTZY (BSA). FmIRATOA MR Y UX VN (&

&S CM4000) (CIF. 0.125 g/mL D BSAHZFENTWVET . RILNICTESNS HepExtend™ AFilfaH R AT SIS,
0.003725 g/mL @D BSA i'E&FN&ET,
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Ff#RateIL A9 T4200 —k

B { HLHE avrEES
FIRVTIL—ZBHIVMER HEFEHEE

4 E 5EI il S, + ipl 3 = 2 AE

EEM A A WREEE | L

faR 1 + =

%R 2 . = 2 =
K] + =

faR 4 + =

B ' -
SRR
fRasEE / 4sEEBIMABE O x HRE  x 10000 x BEOEFEEmML = HBARESH

/ X 2 x 10,000 x = x 10° cells
R B o 8%
OBl E OfAZEFUHRK I BARE 7 HE e OK/NEOT IR GRIEGEE)
Oz ILERS ORERAE OEn/Ma{t
aAVE
BIEMRTESNE
fMpSEHRE / FHEOHBTEX = WELGEHEE
x10° cells  / X x 10° cells/mL = mL
DELEHBEE — BiEDBE = AR IICMZEZBE
mL — mL = mL

X1 A—D—OHRIZHE > TS EFFHBETL—MEB(CERSN MR8 E (X — A 0.75x10° cells/mL, . 0.8x 10° cells/mL.
F £ 0.9x10° cells/mL A 24well FL—hCERINET, FEEBESSCMBMEDOERISET IFEEXTLTRERYET,

A—R—L A&

BEG ACEBOESHEE® x BRIVEE /  BUDOAVIRIEBER = 4CEEMICIMZBZREFSNRNIBE

mL x 0.35 mg/mL / mL = mL

32 HEHh(FoK £ T 4°CITR->TLIESLY,
serum—free Maintenance Supplement Pack (£ &5 :CM4000)&AEL =047 L X E i (RS ES:.A1217601) OHERAZHELET,

X3 EHREEFTSHEEE,
Geltrex™ Reduced Growth Factor Basement Membrane Matrix (8 5 &5 :12760-021) % 0.35 mg/mL iBE TOCHEREHELET,
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