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BEEE 68
SrHTiEE 60 %y

7.2 BEBRORHE

P092 « v LA VERH%Z Img L, 1mL DAX ) —/WZHBEMRL, EHERK (1 mg/ml) %

FHEL U7, EEERTE (Img/ml) 2EEBOAZ ) — /K (111, vw) THERL, EERK
(100 pg/mL) ZFRE L7, FIEMERBIIGE GFASHE : 1~10°C) THRELL.

7.3 RERH .
7.3.1 0.167 mmol/L EDTA Z&{ 0.33 mol/lL Y VA U ™y LIREE (pH 7.4)

0.5 mol/L U VER/KE N U 7 AFRIRIZ 0.5 mol/L U VERT/KFE D U U7 AWSIEEMZ T pH 7.4
L, 05mol/L V »EEL Y U AEENR (pH7.4) ZFRBLILT-.

0.5 mmol/L EDTA ¥ 150 mL & 0.5 mol/L, U »E&H Y o AEENE (pH 74) 300 mL %2 iR&
L, 0.167 mmol/L EDTA %&r 0.33 mol/L U L U U MEEHE (pH 7.4) ZFAM LI

7.3.2 NADPH %%

B-NADP*Na ZF& L, 100 mmol/L G-6-P Y&VK% Mz C¥EfiRT%, 100 mmol/L MgCl, IRV K& Y
G-6-P DH # /M2 CIRE T2 (HABE : 5 mmol/L B-NADP”, 50 mmol/L G-6-P, 50 mmol/L MgCl,,
10 units/mL G-6-P DH) .

FERAYBICHEREL, RSKRICENT 3£ Ok T CHRELE.

7.3.3 250 mmol/L Sucrose &
Sucrose % 8.56 g FLE L, FERIKZEMZ CHAAEE, 100mL IZER LIz,

7.3.4 FE/0V—LBER

JFR 7\ Y — 503 37°C OKRWHFCRERMA LI=DL, KT CHRE L.

KET, FIZ7uYy—2A (20 mg protein/mL) % 250 mmol/L Sucrose K CHEEMR L T,
5 mg protein/mL DT T 7 v ¥V — NEER & TR L.

ERAYBICHARL, NRICENT5E KB T CREFELE.

7.4 SHATLEERT HPLC £H0ORE
BRI 7 uY—A5HNT, SFEEER T P4 HPLC &2 FER L.

F& S
[CIP092 maleate J&EE : 5 pmol/L

fFI 7y —AEBEERE : 0.5 mg protein/mL
FGEERE 2 0, 60 52
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7.5 FS/OY—LIZBITERE

B141137

7.5.1 HERER
R E FRIORT.
@i L CIP092maleate | I 71 Y —ABARE USR]
(umol/L) (mg protein/mL) (min)
Ty h 5 0.5 0, 30, 60
P -5 0.5 0, 30, 60
SN 5 0.5 0, 30, 60

7.5.2 RISTHEMER

Component BAERE BRERE)
[CIP092 maleate 5 umol/L
P rzuy—a 0.5 mg protein/mL
EDTA 0.05 mmol/L
VBN Y U MEER (pH 7.4) 0.1 mol/L
NADPH AR

B-NADP* 0.5 mmol/L

G-6-P 5 mmol/L

‘MgCl, 5 mmol/L
G-6-P DH 1 unit/mlL

7.5.3 RIGEDRHE

KT, R e VRS o —TICRIGEEFRE L (& n=l) .

TENER AR

WA (uL)

1 7K 245

) 0.167 mmol/L EDTA &&Tr 150
0.33mol/L ¥ »EH U U MMEENR (pH 7.4)

3 5 mg protein/mL T X 7 v V) — LRRHETEK 50
BRI B IR 5

5 NADPH A% 50
£ 500

754 froF¥ar—ay
< 0 9>

(1)  BIED 1~4 2ELRIGECKE LT b= v% 05mL ML=,

(2) NADPH &pRzZHM LT,

16
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< DD FSIEE >

(1) FED 1~4 2ELRBEE 37°C TS HM7vA v a—va v L.

(2) NADPH &£RREWRM LT (RIS .

(3) 37 CTHIERFMA > FaX—va %, K Lie7E b= A% 0.5mLEEM L7 (K
S ELR)

7.5.,5 SHETME

()  FISEIEB ORISR ZELSEE (4°C, 21,500 xg [CF15RXII], 10 &) U, LiEEER
B L TCHPLC#&$E L.

() BEOHKSE R) FHELEL. .

(3) HPLC RABtOEE (W) ZHEIER, 50uL 28E, FE (W) L, K& R) 28
E L.

@)  HAToORIZHE, ISR B HPLC BB~ OBURHEDEIN R % B H U 7z (Appendix 3) .

N i szwl/W2
e B HPLC R ~DOHEREDEINE (%) = X100
B ek HERE D[R (%) Ry x W1/ W, + Ry

7.5.6 HPLC il

HPLC #8}% HPLC IZ S0 L AL, VA7 u~w b T 0%/ 7.

P092 « = LA VERIEIZEYEAWE (72TH) # HPLCIZ 10puL #EAL, UV Z u~ b7 J AR}
3 P092 (7 VU —) OFFGHZHERLE.

HPLC BBt O B I  (-80°C, FFASEER : —~60°C LLF) THRE L.

[HPLC /4]
BT A XBridge BEH C18 Column, 130A, 5 pm, 4.6 mm x 250 mm (Waters
Corporation)
7 NBE 40°C
BEH A : 10 mmol/L [RER/KFRT V& = 7 LIKIFIR
B:7&b=hI
e Time(min) 0 5 35 55 60 60.1 70
7IvELh %B 15 15 40 90 90 15 15
it 1 mL/min
Sy MR 70 43
UV 254 nm
HEte (REYvFLr—a VAT L)
I Janl ENAVEE 05mL
v FL—Y a5 s ULTIMA-FLO M
T UF L— K ¢ 3.0 mL/min
A= MU T ITHRERE | 15°C

17
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F—rYrFI ==K

T b=hUAK (1:1, VW)

ISR 60 43 DFBHT DWW, HPLC 25 DHUSFREDEIN R 2 HE L7z,

VrF U= a v TR ABERREEIR L, BEE (W,) ZRIE L. —E 2R (W,)
L, HEEE Ry Z2HEELEZ. LTFOXICHEV, HPLC 2D OKEEDEINELZEH Lk
(Appendix 3) .

Ry % W3/W4
HPLC 72H D TRED R (%) = X100
FEREDEILER (%) R, (15.5)

757 SYAo0O% NS LOMBN
S LT B I E— 2 I OW T T O L D ITRE, freiTo7.
(1) BERBEEZBEALTHELEIVAZu~< b7 AKRBWT, ZhbDBHIEL~V
OY¥HEE N7 759 F (1IBG) & L.
Q) HFTRBORETELNEZTVF 7 u~< T hhE 1BG ZBE L.
(3) IBG D 5% (SBG) ULOBELZFTIE—7 ZREMNFLE LTHESL, BRESE
(% Peaks) Z3R®T.

=7 BRI Sairo TUB8 I ND. (Not detected) & L7z,

BHHSR LT DB Y— 2120w, RREFEE L W&o L, UToX S ICEmREER O
Rt EBTEMAGE L. Fy b ;tM-n, YV ; mMn, & b ; hM-n CRED n: REFIFHI DR
WE—ZJEIC 1 20 E) L Sbic, £BPREICEEORIMES Ma) 5L CGR
BOn: REEFEORVWE— 2RI 1 226f15) . 72720, EEWE P92 « v LA VBRI D
{REFRER) & MBI — B A U Y — 2 1 TP092) & L7z,

7.6 TRATEEDRIE

tSIE (transformed Spectral Index of External standard) ¥ElC KV 7 = F V SRHIEERTT D IRIK Y
YFU—varhvrd—rR, BEREERELZ. HEIXENATAYEEY 5 S, 1
Bl L, Nyr 770y FiER, HERBLR-DOYrFL—var 7 Tag s 5H, 1
EHIZLCHEON-dmfEE LTz, 2Oy 7 750 REEZZELBIWTRY NI b
fEE L. 728, BHRORHBRIIINy 777 v FED 2/5L L.

T ICRIERBREE L =T

(1) HRDERIE
Clear-sol 1 & 5mL X CIRA L.

2) HERYEREOBEHE R E R E AR
FLO-SCINTII % 5 mL M2 T{R& L7,
18
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(3) HPLC IEHK
UFL—a vl TNVEEREEERERAIEL, 10mL (n=1) 248, fL& L, FLO-SCINT
I X} ULTIMA-FLOM % 5mL Il 2 CIES LT=.

(4) HHHERRE

THBRRRERD (N4 A AV v NEAEBSARR % 1mL Nz, HEEBRAMREE C30oBAEL
7=DL, XA T AL, HIONIC FLUOR % 15 mL Iz CIE& LT-.

(5) HPLC 3B}

ULTIMA-FLOM % 5mL Iz CTIRA& LT-.

7.7 SEBRHEROEHRUERTR

TG EEAOME R OVt v — 2 DT AR E 593 (% Peaks) 13 FLO-ONE Ver. 3.65 THEH L /-,
Z DRLO TG RIT Microsoft Excel 2010 (Microsoft Corporation) THH L7z.

REEROFR RN, BRMTEIITERO®BY &L, BTFHHEO 1T THBEREALTERL
Fo. iU, BRI, (BRI R O Y — 2 DERE S (% Peaks) 122V T
i% FLO-ONE Ver. 3.65 CHTE OHHUCR R LfHE L.

RBRER FORENL FTRHTEL
BRI T [CIP092 maleate JEEE mmol/L B 3 #Hr

| REEECRT BEA % INERELT L HT
SRR % ANERULT 1 #T
HPLC M b OfStRe D B % ANECRBATT 147
FSHEH B HPLC B~ D B4t RE D BN % INBURELT 1 #F
PRI AR min NPT 1 HT
BEEY— 2 OEEEDE (% Peaks) % NEURLUT 1 HF

7.8 BESHORY KL
WERTE Uz BPLC RRhE, BB THRE CIIBEE L.

19
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8. HBRRUBE

8.1 SHHEINEER U HPLC &40 #E

["C1P092 maleate (5 pmol/L) & MFI 7 m Y —Ahk 0 RON60 A v F a— g V14,

STRTALERIE R O HPLC e 2 RFt L. BUSMEIE R USRI BT D st s L <7k
h= R UERWEE EORISEM B HPLC RBH~OMEEEDEILEIL 98.4% (0 4)) B

98.2% (60 43) , HPLC 7B OEEEED RN EIL 102.1% (60 43) Thotz. A¥ /) —N%

Wz & X ORISR & HPLC SRAB~ DS RE DRI R NE 92.4% (0 43) KV 93.6% (60 43) ,

HPLC 26 OHETREDEINEIX 97.3% (60 47) THh-o7z. HPLC HB~DHHFED BRI

WS BIFTHoRR, T = bYADIEDBEI o7, HPLC 75 DHESHREDEIIR R

BWFhblEeho, 60 DAy Fa—VarlktEnsVFruv s I A
(Figure 1) 121X P092 D ¥°—27 DIEH, R —27 2 2 ol Ehiz.

PLEDRERND, 7.5 HEIZRIT 2 9HTRIAEER O HPLC &% 7.5.5 HEO 7.5.6

E\CEOFEL L,

8.2 FFzonv—ALickitdH

[C1P092 maleate (5 pmol/L) 25 v b+, HAKRUE hJFIZ v Y —25 % NADPH FE T TO,
0KV DA vFaX—Ta v Lin, TV47 u~< b7 F A% Figure 2~Figure 4 [Z7R7T.
P092 K UMY DG % Table 1 {ZRT. '

[MCIP092 maleate DIF I 7 1 YV —ADRH 07 7 A MITBERAD O, FVFIa<
F7Z A RICIZEMTCIFEORED L —7 M-1~M-9) KBRS hiz. T v T 5 E M-2,
M-4~M-6, M-8) , PN TIE 7 (M-1~M-5,M-7,M-8) , & FTCiZ 2 (M-8, M-9) Dbt"—
I PRI, FERY—213T v F TR M-4(6.9%) R M-8(4.5%) , /v Tid M-8(8.2%) .
M-5 (6.8%) RU'M-4 (51%) , & FTIEI M9 (32%) KUM-8 (2.9%) THoiz FEIA
60 BHBA V¥ ar—a v Lt EOE— s EHEESER (% Peaks) ) . BERHNR L —
2139y b T1HE M-6) , VT3 HE M-1,M3,M-7) , e b TI1HE M9 HBEEh.
60 A F aX— g D P2 O — 7 EIEESE (% Peaks) 137 v M3 81.8%, W
N T1.8%, & RN 93.9%TH Y, IFI 7 v Y —AITBiT 5 P092 OREFEEITIAL, 5 v b,
v hOJETH -,
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Table 1 Metabolism of [*C]P092 maleate in liver microsomes
] % Peaks
Met;‘tfhte (ﬁn) Rat 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 M-I —~ - 2.1 mM-2 - 1.6 3.3 - - - -
M-3 34.6 - - - - mM-3 - - 1.7 - - - -
M-4 41.7-41.9  1M-=2 - 4.0 6.9 mM-4 - 3.2 5.1 - - - -
M-5 42.8 M-3 - 1.9 3.3 mM-5 - 4.1 6.8 - - - —
M-6 447 M-4 - - 1.5 - - - - - - - -
M-7 48.5 - - - - mM-6 - - 1.8 - - - -
M-8 51.3 M-5 - 4.0 4.5 mM-7 - 72 8.2 hM-1 - 1.6 2.9
M-9 52.4-52.5 - - - - - - - - hM-2 - 1.9 3.2
P092 55.6 P092  100.0  90.1 81.8 P092 1000 8.9  71.3 P092 1000 964  93.9
--: Not detected
tR: Retention time

[14C]P092 maleate (5 pmol/L) was incubated with rat, monkey, and human liver microsomes (0.5 mg protein/mL) for 0, 30, and GQ min.

21
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UV-Chromatogram of standard substance

910
3
‘ , /P092
2
f
Jq A :
¢ 15 2 % » B @ & @ ) [ [ 1
1)
)
0

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

Time (min)
60 min

Radioactivity
(cpm)

H %

A A . " P A Pebir A A MMMLLAA

H n 3 1y % ) % @ [ [} [ ¥
Time (min)

{’4C}P092 maleate (5 pmol/L) was incubated with human liver microsomes (0.5 mg protein/mL) for
60 min.

22
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UV-Chromatogram of standard substance
SO

100 P092
/
7
Al Ak S At At A A A 0y A Aetionrih Aneh A P S oy A A A ‘AL
s 7

0 min

Radioactivity
(cpm)

5 % i # ® » % @ [ [ [ ) [ n
Time (min)
30 min
o P092
& /
% 2 k M-8
g8 M-[4 ‘
~ M-5
Z (
AlaA u:' o A u: _A ALK adoa, 1A A WA_&.LML__» A
] § ) i3 ® ) 3 % a § [ % ) 3 T
Time (min)
60 min
0 P092
& /
s M-8
R M s ]
g = M-2 ( M-6
: L bl )]
R . A ST Ahors A:MAA.*. . n_.J\_,‘u\)L‘..‘ NRVEW o .
[ $ " 15 2 B k1 % ] [ % % ] 6 u
Time (min)
Figure 2 UV chromatogram of standard substance and radiochromatograms of

[*C]P092 and its metabolites in incubation mixtures of [*C]JP092 maleate
with rat liver microsomes

[C1P092 maleate (5 umol/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
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0
3
P092
% /
HIN
' H I s # % R Y & 9 3 3 %
Time (min)
0 min
' 100 P092
b /
B~
5 B
.2 9
3
O L R T R A R R N R B
Time (min)
30 min
19 P092
= /
‘; %
B M-8
a g 5004 M-4 |
R=ERE) I M-5
_8 ~—
S M-2 (
a f‘ ik P S ) . s ‘_Ak‘ A x..h.A,\,\“,,\ QA LJ A, ah
0 s [ [1} % 5 ¥ % K & ) 3 ) [3 1
Time (min)
60 min
100 P092
= /
s M-8
~§ §‘ M-4 M-5 !
g2 M-2 ) ( M-7
& M1 M I t
9 g ) [ 2 % E % I & [} % 8 [ 1
Time (min)

Figure 3

UV chromatogram of standard substance and radiochromatograms of

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

[*C]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
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) SHOH
3
P092
% a /
!
P = - - - - - ;
) S i 15 ] k] , B . L] I3 o ] n
Time (min)
0 min
100 P092
2 /
B
._g N’
F~
F 7 -' 2o .x lIJ‘ AA v Je. s b - A - ‘: M ) . Lln A J' AN
0 5 # i5 2 B k] ¥ 4 [ ] s o8 & 1t
Time (min)
30 min
o P092
2 /
‘> 7~ :
g8 M-9
Qe Q
g~ M-8
& )
| N TR ¥ NP | WA
[} H “ 1§ 2 4 ¥ ¥ '] [ £ 1 2] [ )
Time (min) '
60 min
0 P092
> /
S
ga M9
2 8B M-8 ]
3 )
[~ L ‘
ol . A 4 oy A raAad Sl Sk A A
0 § [ [3 % ) % % @ [ [ [3 ) & P
Time (min)
Figure 4 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 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 [*C]P092 maleate in test substance solution

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

January 16, 2015 0.5 0.518 : 103.6

Date of preparation % of nominal

Appendix 2 Radiochemical purity of ['*C]P092 maleate in test substance solution

Radiochemical purity =~ Recovery of radioactivity from HPLC system

Assay date %) %)
January 16,2015 " 99.3 104.3
January 30, 2015 99.4 100.7

*1 Date of preparation

*2 After completion of use

Appendix 3  Recovery of radioactivity

Species Ti1'ne Recovery of radioactivity (%)
(min) HPLC sample HPLC system
Rat 0 98.5 n
30 98.1 ~
% 98.1 104.6
Monkey 0 98.6 N
30 98.5 | -
60 97.8 08 4
Human 0 98.6 -
30 97.6 B
60 98.5 98.7
--: Not applicable
26
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1. BRE

® B [MCIP092 + v LA LERE DO RBIIMRR AT TR R

HEB®EFE: B140810
AERFEEZIRBRERLZE LSRR LIZBDOTHS.

HBREEE

20/8 6 2 n /8 UxP w\ AR
.
HBREHLS I AF 4
BT EEEAR RRBI L ¥ —
SHTIETRIEE S BIE S L —
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3.3 BB B et e et s e r et eaeen
3 BT A R T A o e e e e teeen

3.8 BRBRIERE ..ottt
3.8.1 AFRRUBTTER ..o s
382 BB B s enens

3.9 R BRIEEET oot

3.10 g e <O

3.11 R ettt ettt bttt canaeans

312 ARTET DB e

FRBRFILE B oo ssssse st ssssssssessens

FEBEB O TTIE oot sssi s siese s

6.1 T POV EREE oo
6.1.1  BEREBIROGHTEE e
6.12 R R e
6.13 AR IR ettt
6.14  HIDFED EDTER oo
6.1.5  FERARBBEOELD TV o

62 AEUEWE (P092 + = LA BB oo
6.2.1  FETETN oot aen
6.2.2 T R et saeeas
6.2.3  HEBR et
6.24 AR B BRI ettt
6.2.5 AR I e
6.2.6  TRHEF e
627 DT EDTERE oo
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6.2.8  FERFEVEME DEL FEUN oo e ee e eeseesevssateeessesssesenssmasesesenesassseasaeas 13

6.3 TETRERIE oottt raeee 13
6.4 TETRBEZR, TR T D, BB e s 13
6.5 AR BT oot sttt ettt b tenaee 14
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6.5.3 A 5 | O N R OO 17
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6.6.1 HILHRE oottt ettt a ettt a et e e e et n et s rareee 19
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Composition ratio and radioactivity excretion of P092 and its metabolites in

. urine at 0-72 h after single intravenous bolus administration of ['*C]P092

Table 4
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Table 6

Table 7

Table 8

Figures

Figure 1

Figure 2
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Composition ratio and radioactivity concentration of P092 and its metabolites in
hypothalamus at 168 h after single intravenous bolus administration of
['*C]P092 maleate to a male MONKEY At 1 ME/KE ...e..vveereereeeeeeeeseeeeeeessmeeseeeeeeseseosenes 32
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UV chromatogram of P092 maleate standard substance and radiochromatograms
of plasma, urine, and feces after single intravenous bolus administration of
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UV chromatogram of P092 maleate standard substance and radiochromatograms
of bile, cerebral cortex, and hypothalamus after single intravenous bolus
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Appendix 4

Appendix 5
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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 ['*C]P092 maleate to a

male MONKEY at 1 ME/KE «...cooeeeerieriniiriineete et seeste st ste e e eeeee et et e e ene e

Peak area percentage and composition ratio of P092 and its metabolites in bile at

24 h after single intravenous bolus administration of [MC]PO92 maleate to a

male MONKEY At T ME/KE .vevvveieeieieriecteeterir et eee et e e s saesbeeeesteesnasseesaesasesns

Peak area percentage and composition ratio of P092 and its metabolites in

cerebral cortex at 168 h after single intravenous bolus administration of

[14C]P092 maleate to a male monkey at 1 ME/KE ....c.cerevevrerriereerirereseeneneecienseeeeenne

Peak area percentage and composition ratio of P092 and its metabolites in

hypothalamus at 168 h after single intravenous bolus administration of

[*C]P092 maleate to a male MONKEY at 1 ME/KG ......u.vveverveereeemereeseeesseeeseeseesseseeans
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3. HAEBREREEE
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B140810

3.3 HEREMW

[MCIP092 + = LA VBB ORE 7 10 7 7 A VEFHT 5728, HIUVICHEREIRNERE L7 &
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L
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TEL : 058-230-6143, FAX : 058-230-6144

3.7 AEBRZEE
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3.8.2 HEREESE
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TEL: 0479-46-5392, FAX: 0479-46-7656 '
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