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< F DD SR >

(1)  BIED 1~4 2ELRIGEE 37°C TS5 A7 vA v Fa—va L.

(2) NADPH ARREWRM L (BUGBRSA) .

(3) 37°CTHERMA V¥ aX—va %, Km LT b= I VE0.5mLEM L7 (K
Iy AT

7.5.5 STHTHILE

(1) RISEILBORISEZEOSEE (4°C, 21,500 xg [CF15RXI], 10 4/) L, EiEZE
EBLLTHPLC &t & Uiz,

) EEORME R) ZHELE. |

(3) HPLC RAPOEE (W) ZRIEH, 50uL 2R, FE (W) L, B R) z28
L.

4 AT oRfE, RIS B HPLC BB~ DOHBUREED RN H 2 H H L7 (Appendix 3).

Ry x Wi/ W,

TR D HPLC B~ HHED = %) = X100
RR DN S B~DOHHREDEIER (%) Ry x W,/ Wy R,

7.5.6 HPLC I

HPLC ##8t% HPLC IZ S0 uL¥EAL, FVF 7 a~ b7 225,

P092 « = LA VERHAZEHEYSE (72 T8) Z HPLCIZ I0uL¥EAL, UV Z u< b 275 ACBIT
% P092 (7 U—) OMREFFHZHER L.

HPLC BB IIGTR (-80°C, FFAFHH : —60°C LLT) THRE L.

[HPLC £&44]
PS5 A XBridge BEH C18 Column, 1304, 5 pm, 4.6 mm x 250 mm (Waters
Corporation)
F 5 NRE 40°C
BEhte A : 10 mmol/L [REA/KFR T V8 = U AJKIEIK
B:7tEhr=tU
NN Time(min) 0 S 35 55 60 60.1 70
7IVELE %B 5 15 40 9 9 15 15
R 1 mL/min
Sy HrieeRd 70 4y
UV 254 nm
HERe (RIEY vFL—Ta AT A)
K ENEE 0.5mL
v FL— gy h s T A ULTIMA-FLOM
VUF L—FHE ¢ 3.0 mL/min
A= U7 ITERERE | 15°C
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=Y FI=—Fn

YErIG Tk ]‘: FU K (III,V/V)

FBERE 60 43 DFRBHZ OWVT, HPLC 76 DMETREDEINN R 2 HIE L.

VoF L= a7 TNV ERDEEHREER L, EE (W) ZRIE Lz, —HE2RE (W,)
L, MEstiE (Ry) Z2RELE. LUFORKITHVY, HPLC 25 OFREORENER P E N L
(Appendix 3) .

R3XW3/W4
HPLC %6 OSEEOEILE (%) = o
b DOREFREDEINR (%) R, (7.5.518)

757 STALOT TS LOEN

BRHER LT A E— 27 12 oW T T X 5 ITRE, BT EiTo 7.

(1) EEREZPEALTCAELEI VA Zu~ MTIACBWT, ThbDBHHEL-L
DEEMEE NN 7Ty K (IBG) &Lk

2 SHHEABIORETCELNET VA a~ b5 405 1BG 2BE L.

(3) IBG D 51% (5BG) LI LOBER2ETA—7 2RHMNBEL LTHSL, WRESHE
(% Peaks) ZRdD7=.

=27 BIRH SR o T2 HA1END. (Not detected) & L7z,
BHXIR T DB Y — 2 20T, RBREFEE L B0 L, UToX > IcEmEER O
KRB ZE2ME L. v b M, Y ;mMn, £ b hM-n GRE® n: {RERMOR
WE—ZJEIC 1 220fME) L IbIC, £EPRICEEORHMES Mn) 2AE5LE GR
BD n: REFROBNEY—ZEIC 1 1 OftE) . L, ZEERE P92 v LA VERIED
PRFFIRR] & FEEANIC— By D S — 21X TP092) & L7z,

7.6 MATREDRIE

tSIE (transformed Spectral Index of External standard) {EIZ XY 7 = F V FRHIEEIT D KK
YFV—va v F =R, BEREERE L. BEIE ST %Y S S, ]
E& L, NyZ7Ivy MEk, HERBEFR—OV T L—var s TvE S 5, 1
EHIE L TEbRE dmiBEE Lie. 07 75 vy MEFELBW TSy hOh vy |
fEE LTz, 728, BHRBOBRHBRIINNy 7 7o RED 2/&L L.

UTICRIE SRR 2R

(1) HRDERE
Clear-soll % 5mL MZ. CTIRE LT-.

() BB R O B LR B E R
FLO-SCINT I % 5 mL Jl 2. CIRA L7z,
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(3) HPLC ¥AHIE
VUFL—varvh I TNEEDRSEREAIEL, 10mL (n=1) 24H, &L, FLO-SCINT
Il XiX ULTIMA-FLOM % 5mL il X CTIRS L 7=,

@) MRS

FHRRRIRA] (NA A AV v NEABBAE) % 1mL Nz, MEVAMRERE T30 oA L
72D, NATFTNTHEL, HIONIC FLUOR % 15 mL M2 CIRE L7~.

(5) HPLC &%}

ULTIMA-FLOM % 5mL iz TIR& L7T-.

7.7 BREBEROEHRUER

B F RN R Ot v — 2 OEFEE 5938 (% Peaks) 1X FLO-ONE Ver. 3.65 TR L7z,
% DA DOFRBRSE RIT Microsoft Excel 2010 (Microsoft Corporation) THH L7z,
REEROFRENL, RARNEKIITEOEY &L, BFRHEO I TTCHEHEALTERL
7o, TREL, BEHMEERHE, (RERMER OB Y —7 OEBEESE (% Peaks) {22V T
i% FLO-ONE Ver. 3.65 CRTEDHEICHR R LIEEE L.

SRR SR SRIRENL RRHTER
TR E IR [MCIP092 maleate JEEE mmol/L BEE 3 HT
CRERECRT AEIE % INBURBLUTE L AT
FEEHC R % NPT 1 #7
HPLC H & OB RED EI 2R % AINEURLLT 1 #T
BUSHED & HPLC R~ D ikt e D[Rl 5 % INBURBAT 1 #T
PRISFHFR min NERRELT 147
FEEY — 7 OEEE SR (% Peaks) % INECRELT 1 #T

7.8 HRESHOERY KL
AERTE Uz HPLC #UBHE, RBRE TR E CICBEE LT,
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8. WHRRUBER

8.1 SWRINEERU HPLC &HnEt

[CIP092 maleate (5 pmol/L) % & FIFI 7 1 Y —Ah & 0 BUN60 45/ A 2% a— g V14,

SPTRTALERE R (N HPLC &M E2HREFT L., RISEL R ORILAEIC BT 2 HHEE s LT7 &
b= b U VEREWEZ & & DRSS HPLC AP~ DS e 0 EINET 98.4% (0 43) BRY

98.2% (60 43) , HPLC 75 OFKSTREDEIEIT 102.1% (60 43) Thole., AF ) —NVEH

W b & ORRIRD B HPLC B~ DIk SE D EIUNERE 92.4% (0 43) 1) 93.6% (60 4)

HPLC b DHFTREDENNERIL 97.3% (60 4) T o7z, HPLC BB~ DG RED IR

WS BEFTHoB, T b= U ADIEIBEMN-T. HPLC B b ORBFREDEIIRER

W TFR BB Do, 60 A vFa—VarlikeEngdFrnv b T h
(Figure 1) I1ZFXP092 O °—27 DIF», KREME—2r R 2 o Ehiz.

PALEOFERMND, 7.5 IR B HWTRITAERER O HPLC &3 2hEh 755 HED 7.5.6

HIZFREHOFEE Lk,

8.2 HE=/ovV—AIZEIT5RH

[“CIP092 maleate (5 pmol/L) %5 v b, ¥R MFI 2 wY—Ah L NADPH Z7EF T 0,
IRV GHA vFa—a s Lic. FUF I v b FT 5% Figure 2~Figure 4 {Z7R 7.
P092 K OMREM DEIE % Table 1 IZ7RT

[“CIP092 maleate DFF I 7 1Y —ADRHT 0 7 7 A VMTITHEERBD bR, TVA I =
FT A RIS TIRORI L —2 M-1~M=9) BRHEN7-. T v b T 5 TE (M-2,
M-4~M-6, M-8) , YN TiX 78 (M-1~M-5,M-7,M-8) , & FTiZ 27 (M-8, M-9) D& —
IBBRE I, FERY—713T v D THEMA4(6.9%) L UNM-8(4.5%) , TV Tik M-8(8.2%) .
M-5 (6.8%) BRU'M-4 (51%) , & N THEM9 (32%) RUM-8 (2.9%) TH-ot- (FEIH
IZ60 5A v Fa—tal Lzt DY — TREENE (% Peaks) ) . BIERAR E—
ZIXT5y P CIE M6) , VAV T3E M-1,M-3,M-7) , e hT1H#E (M9) BwHEh.
60 Z3A v F aX—va VED P02 DY —7 HIEESE (% Peaks) 157 v S 81.8%, V-
VDS T1.8%, B R 93.9% TH Y, IFI 7 1 YV —AiTBiT 5 P092 OREBEEITY L, T b,
t FOIETH -,
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Table 1 Metabolism of [**C]P092 maleate in liver microsomes
] % Peaks
Met;l:hte ( ntlllin | Monkey | Human
Region Omin 30min 60 min Region Omin 30min 60 min Region Omin 30min 60 min

M-1 29.1 - - - -~ mM-1 - - 12 - - - —
M-2 33.7-33.8 1M1 - - 2.1 mM-2 - 1.6 3.3 - - - -
M-3 34.6 - - - - mM-3 - - 1.7 - - ~ -
M-4 41.7-41.9 M2 - 4.0 6.9 mM-4 - 3.2 5.1 - - - -
M-5 4.8 M-3 - 1.9 33 mM-5 - 4.1 6.8 - - - -
M-6 447 M-4 - - 1.5 - - - - - - - -
M-7 485 - - - - mM-6 - - 1.8 - - - -
M-8 51.3 M-5 - 4.0 45 mM-7 - 7.2 8.2 hM-1 - 1.6 2.9
M-9 52.4-52.5 - - - - . - - - hM-2 - 1.9 32
P092 55.6 P092 160.0 90.1 81.8 P092 100.0 83.9 71.8 P092 100.0 96.4 93.9

--:Not detected

tR: Retention time

[**C]P092 maleate (5 pmol/L) was incubated with rat, monkey, and human liver microsomes (0.5 mg protein/mL) for 0, 30, and 60 min.
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UV-Chromatogram of standard substance

SO0
3

ol P092

% a /
1]
P —— - - - - — - - - .‘ - -
0 $ % 15 2 3 k] . 5 , i} $ Ei $ 4] £ bi]
Time (min)
60 min

™ P092

Radioactivity
(cpm)
sz g
N

R SR MR AN IAREE T TARAE MRS M SR M M M A
Time (min)
Figure 1 UV chromatogram of standard substance and radiochromatograms of

[*C]P092 and its metabolites in incubation mixtures of [*C]P092 maleate
with human liver microsomes

[*C]P092 maleate (5 umol/L) was incubated with human liver microsomes (0.5 mg protein/mL) for
60 min.
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UV-Chromatogram of standard substance
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B141137

UV chromatogram of standard substance and radiochromatograms of
[**C]P092 and its metabolites in incubation mixtures of [14C]P092 maleate

with rat liver microsomes

{14C]P092 maleate (5 pmol/L) was incubated with rat liver microsomes (0.5 mg protein/mL) for 0, 30,

and 60 min.
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UV-Chromatogram of standard substance

SO

: P092
2 /

bt} .
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[ ¢ & ) [ ) 6§ 0

] ] N
Time (min)

0 min
' 10) P092
& . /
B~
)
REAC)
3
N ;1' _.' A A s A ’, 2 ‘A . .. A, .LAA.A - A
] H # 15 2 8 ® ¥ @ [ -4 % & [ n
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10%) P092
B /
B M-8
g E M-4 |
g l M-5
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o e 'u A A Attt . - AAA_[A' A ;x“hﬁ"'\“."““‘ . Adesed L) ‘4\
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B /
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Figure 3 UV chromatogram of standard substance and radiochromatograms of

[C]P092 and its metabolites in incubation mixtures of [MC]PO92 maleate
with monkey liver microsomes ‘

[4C]P092 maleate (5 pmol/L) was incubated with monkey liver microsomes (0.5 mg protein/mL) for
0, 30, and 60 min.
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UV-Chromatogram of standard substance

,ml
= ,P092
:;_ 280
1175
1o : S - - : -
0 H I % R % & 0
Time (min)
0 min
10 P092
& /
B 7
g4
2 )
al o k. " s A 5 Seastha M A, A A n
0 5 W % % 1 % o [ @ ) [ 1t
Time (min)
30 min
00 P092
> /
.; T
R M2
g~ M-8
52 7
T R N R R A B
Time (min) ‘
60 min
100 P092
> /
=
) M2
'.g & M-8
[
[~

3, A I PO, .

=3
o

& ) ] ] 3 9 %

Time (min)

Figure 4

B141137

UV chromatogram of standard substance and radiochromatograms of

[14C]PO92 and its metabolites in incubation mixtures of [14C]P092 maleate

with human liver microsomes

[CJP092 maleate (5 pmol/L) was incubated with human liver microsomes (0.5 mg protein/mL) for 0,

30, and 60 min.
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Appendix 1  Concentration of [14C]P092 maleate in test substance solution

Nominal concentration ~ Measured concentration
(mmol/L) (mmol/L)

January 16, 2015 0.5 0518 : 103.6

Date of preparation % of nominal

- Appendix 2 Radiochemical purity of [14C]P092 maleate in test substance solution

Assay date Radiochemical purity =~ Recovery of radioactivity from HPLC system

(%) (%)
January 16,2015 ! 99.3 1043
January 30, 2015 99.4 100.7

*1 Date of preparation

*2 After completion of use

Appendix 3  Recovery of radioactivity

. Time Recovery of radioactivity (%)
Species .
(min) HPLC sample HPLC system
Rat 0 98.5 --
30 98.1 -
60 98.1 104.6
Monkey 0 98.6 --
30 98.5 : -
60 97.8 98.4
Human 0 98.6 -
30 97.6 -
60 98.5 98.7
--: Not applicable
26
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Figure 1
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Peak area percentage and composition ratio of P092 and its metabolites in feces

at 0-72 h after single intravenous bolus administration of [CJP092 maleate to a

male MONKEY at 1 MIZ/KE ..vovvierivireieirirriie e siressesesrenie e ssessrsesesssesseneassssssssessens 38
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24 h after single intravenous bolus administration of [14C]P092 maleate to a
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3. HEEHEHE
31 =&
[MCIP092 + = LA L ERHE DRI RO HT T s BR

3.2 HEBRES
B140810

3.3 HERE®

[MCIP092 « = LA VEREDRH T 0 7 7 A NEFMET B0, VI HEERRNES Lz L
Z OREE AW CHIABER VT U4 HPLC &2 #Et L7z, $£727 U4 HPLC THRiiEh
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