B120712

% o T,
R&FR MBI P092 FEIERRBHATRIE PR
(ng/mL)

C1 (LLOQ) 5 WS-5
C2 10 WS-10
C3 20 WS-20
C4 50 WS-50
C5 100 WS-100
C6 200 WS-200
C7 500 WS-500

C8 (ULOQ) 1000 WS-1000

LLOQ: lower limit of quantification
ULOQ: upper limit of quantification

654 NYT—3>QCHUTILDREE
PP v 7 uF2—TNCT 5 7 i 20 uL ZEEE, AKX (1000:1, vA) 400 uL %
HML, WRERIZHE P92 FZHERBHAIR % 20 pL M L7z ’

4 o VL BF . e
HEFR SRR P092 FEYERBHATRIE R
(ng/mL)
Low QC 10 WS-10
Middle QC 50 WS-50
High QC 800 WS-800

6.5.5 REMHEZMAQCHY TR

PP <A 7 0 F 2 —TIZIRKR DS T P92 IEHERBAKR E 20 uL 0B, BRETER, 775
7 miEE 20 uL BN, BEERL, REMRERAQC VAR L. REERZICHERL
RN DITDOWTIE, HTFE TR-80°C (ERIME : ~85.2~-65.3°C, FFA#EEH : -60°C LLT)
THRFF LI,

(]

. MIRFRE  pooy pmvsstis v iIs o
(ng/mL)
Low stability QC 10 WS-10
High stability QC 800 WS-800

6.5.6 HILEBERERE
1) PPHEl~AZuFa—T7 M 20l 245U,
2 AKXEE (1000:1, viv) 400 uL ZHM L7z,
B AF/—N20uLEEHMLE
(HR =R IR ERUEHATRFA R P092 AZVERENAR) .
4 ISWS (7 Z v 7RBRRBEFIA # 7 —/V) 40puL ZHMMLTE.
6) IFV—ZAVTERLE. '
(6) &&% Oasis HLB pElution plate (30 pm, Waters Corporation) (27 77 A Lz (FL—
' M, HOLHAF /—/1 200 L RUVK/FE (1000:1, v/v) 200 uL T2 o

12
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a=vZ L) .
(7) K8 (1000:1, vAv) 200 pL THeE L7z,
8 AF/—NT0uL TEHLT.
© AKXEE (1000:1, vAv) 140 pL Z¥00, HEEE, RERKEWVEIELE.

6.57 HWEH

EE
HPLC Z£& : 1100 (Agilent Technologies)
A— ¥ 7F . SIL-20AC (Shimadzu Corporation)
BEOWER : API 4000 (AB SCIEX)
HPLC 4t
BT A XBridge C18, 3.5 um, 3.0 mm L.D. x 50 mm (Waters Corporation)
H T MR 50°C ‘
BEMHA : K/XER (1000:1, v/v)
BETEB : AE =N/ X (1000:1, v/v)
BEIMH A, B % 4:6 DEIE T HPLC TIRET 5.
VIR : 0.25 mL/min
EAE : - 10 pL
A= I IRERE : 10°C
=— FAVUEAR IR AH =)
MS/MS 4
Ionization method : ESI (Electrospray Ionization, Turbo Ion Spray)
Polarity : Positive
Scan type : MRM (Multiple reaction monitoring)
Ion spray voltage (IS) : 5500V
Heater gas temperature (TEM) :  500°C
Nebulizer gas (GS1) : Air, 50 psi
Heater gas (GS2) : Alr, 85 psi
Curtain gas flow (CUR) : N, 18 psi
Collision gas flow (CAD) : Ny, 4
Entrance potential (EP) : 10V
. Monitor ion : P092: m/z 252 > 84

IS:m/z 152> 110

6.6 HENUYTF—3y

6.6.1 HFEMK

BEBIT T o Mg % MR 3 EET O AW, B2 L7 7 2 7 3B R ' LLOQ R EH 2 n=1
THRE L. 2 e bRIERAFE % =1 THRE, AELk.

<FrAEE>

P092 BN IS DFEHIBIZHRHEN S v —7 O v — 7 &S, LLOQ BBt P092 KTNIS @
v— 7 mRICE L TENEN 200 RON5.0% KRB THDHZ &.

13
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6.6.2 BRER

75 73E, ok S BEORERAEESEIRRTRY n=1 THREL, Znethnrd

BIEERRE % =1 THE, BELE.

7588, TuREo 2 BiEKL, LCMSMSBIED Ny 7 7T FHERDOTZDIZHEIEL

7. :

BERAEEREARIZ O E, P92 @ IS XT3 ¥ —7 EmfEkE, FIMBECS L—K(El

BLTEONAEREZHRERL Li-. BREBRIZIL, 1x OBZMNT (x: Mg poo2 1EBE)

PRW.., FBECBITI2EEDOEIEL UTHXRAZE (relative error : %RE) ZEH L7,
iR (RE) = — S ERi

i lE
<FFrEEE>
77 vy ROE uREHI BT 5 P092 ROV IS OIFHAEBIC MY —7 PR Sh T RN
L. BRHESNESE, KEE—s Or— 7 EES, LLOQ REID P092 KNS O ¥'— 7 Elk
Zx L TENEN 200 RN S5.0%KEHmTHHZ &.
BREBAEERIIARD 8 RET, EETHERCLREZET 6 BEL EICBWT, %RE 25
£15.0% (LLOQ Tid+20.0%) IR THB Z &.
LLOQ KT ULOQ LIS DIEEEIZ DT, %RE 23+15.0%% 7 SIRWEATL, YZBEELR
WCHEREREERTS. L, 6 BEU FORERAZEERBIRRNEENDZ L L
T5. 7B, EAFTEERL UIRLR.

X100

6.6.3 Fl)—F—/\—

77 73k LLOQ RN ULOQ & bh% n=1 THE L, ThTn)bRlEERFE% n=1 T
Rz, LLOQ Ift%, ULOQ REIEZRIE Liztg, 77V 7RABERIE L. ZO—&ED
BIE% 3EHEVIR L.

FREERREHT, BRERERAICRAR L bORER L.

<FFAEEHE>

77 v 7 EBHIIIT B P092 KNS OFEHALEICKRIE SN D v —7 OEEH, LLOQ #ktd
P092 KNS D ¥ — 7 EFEIZK L TENTI 200 RO 5.0%KHmTHHZ L.

6.64 FE=TIR

BEMEOHERIZBWTHRE SN 6 KD LLOQ RE# AW CEHME L. £hFhd b n=1 T
RIEEAREZAML, 1 ERE L. RERCER L-RERL VBN EEEDTHE
B OMEHERES VT, %RE RUEEDREIE L L TEEMREL (Coefficient of variance : %CV)

FEH L. ,
§
<FFEEuE>

%RE 25+20.0%LAPN2>2%CV 23 200% LA FCTHB Z &.

14
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6.6.5 BWBEEE

Low QC, Middle QC ZU'HighQC (FEE n=5) LYV, BIEERFE% n=1 THE, AEL
7. IR YRR LI RER D B8 b B EE O FHER CHEHERZE % AV T%RE R U%CV
FEMH L.

<FFRELE>

%RE M3+15.0%LL N> D%CV 23 15.0% L FTHDB T &.

6.6.6 HREIBERM%

Low QC, Middle QC & U\ High QC (FiBEE n=5) XYV, HIEERREZ n=1 T3 B,
BIE LTz, RFRRCIER LIERERO OB ONEEEME (FBE n=15) OFHER MELERZE
% FAVWT%RE R UO%CV ZEH L7z,

<FFREE>

%RE H3:£15.0%LAND>D%CV 23 15.0% L T THHZ &.

6.6.7 [ElYE
[ R F okt
Low QC K" HighQC (REE n=3) LV, BEEAHLZ n=1 CHREL T, 1EHEIE L.

B =R A vkt
P092 HEHERUBHAIR (WS-10 ik WS-800, F{BE n=1) 20 uL, ISWS40pL, A&/ —/1 10 uL
KUK,/ FB (1000:1, viv) 140 pL Z47ER, HEHR L TR L. £z 3 ERIE L.

P092 BNV IS 122\ T, KRR TEINRZEH L. X612, Bohi-Ex DEZHW
CEMTROEHE K VO%CV ZEH Lz,

[ET R E
P092 DEMTZHE(%)=(Ra/SR 4)*x100
IS DAY (%)=(R;s/SRys)* 100

Ra:  [EINURAREO P92 v— 2 EWiR

SR, : [EUNRAZEREEID P02 v —7 mE (EHE)
Ris: EUEMARBIO IS v —7 @&

SRys : [ENNEFAZEHERBIO IS ¥ —7 @& (FYfE)

6.6.8 HRIHM

4000 ng/mL OFANMAE 10 pL 1= 7T > 27 M8 90 uL Z 30, R L C 10 R Lz b D (n=3)
v, BIEERFEE =1 THEL, BELE.

FIRFICIERR LTe R ER O OB ON T REICHFREEEZ R CEEELEL L.

4000 ng/mL OEMALIEOFREE (AKRFRR)

15
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PP i~ 7 g 2—7IZ P092 EAERARIAIR (WS-4000) % 20 puL #0ER, ZFREE®R, 77
v g% 20 L B0, BERL-. :
<FFREHE>

EEEOFEED, BEREIZR LT 100.0 £15.0%LANTHD Z L.

6.6.9 HAEEMFHHORENH

Low QC (' High QC (FEE n=3) LV, BIEEAREZ n=1 THAEL, ALZEUHBROR
B LCEMA L.

BIEERREZ 10°C ICRELZA— M FIMICEY ML, RAREYE, FAREZOAE
FEHEREOBRIEREND 12, 18, 24, 30 RU36 BRREFEZICEH SR CIHEAEL:.
FHBLE 1% ORIERAICIERR U 7o R EAR & TR E R R OIRTF R ORIE RO ERIZAV V..
<FRREE>

BER (F— MU 7 IRICRFERORBIERARE OB DN EREE (FHHE) o,
BEROFEE (FHE) x4 2%51E) 23, 100.0215.0%A RN THAHZ &.

@

%

6.6.10 EiEFRMAREM

Low stability QC J U" High stability QC (F-¥&EE n=3) %ZFA®%, K-80°C I\ T 24 KL
FERERER, £ QC VUM o 3 AEERRICKE L CRAE L. BRICEEL-Z L
AR L%, 12D EEEE L, ABERRVIRL, WERE 3 B#IZ& QC YT
N (BBE n=3) LV, n=1 CTHIEZRAREIZFAR, BE L. FERCIER LIZREHRND
- FRERLE 3 BB OREEE BT,

<FFREHE>

BRIEE (BRERAE 3 EIR D QC A OFEEE (FHE) o, EimfEicxti2%8l4) 23,
100.0£15.0% LN THH Z L.

6.6.11 EHEEREN

Low stability QC & UF High stability QC (¥R n=3) % &%, TOFE4BHKE L= (E
JME : 20.1~22.3°C) . 4R, & QCH v (BBEn=3) LYV, HERARE%E n=1
THREL, BIE L. FRICER LT-RERY» DRIRKE 4 HZROEEEEL B L.
<EFAEYE> ,

BER (RET4EHHABRERD QC ¥ I VOEEE (EHE) ©, HmECTT5EE)
2%, 100.0£15.0%LANTHH Z &.

- 6.6.12 REREN

Low stability QC Jx (" High stability QC (KB n=3) ZFE%, H-80°ClzB\\T2EM, 1
r AR » BREIERRER, & QCH UM oX 3 AZERICKE L TRMEL, AIE
EREERIE n=1 THRHE, AE L. FERHNCER LIRER DBERTE 2 8, 1 » ARY
3y AOEEEEZHRT.

<FRREUE>

16
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BAFE (-80°C IZRIT2EBREFE2EM, 1 »ARO3 » A%D QC ¥ ILOEEE (F
BE) O, BEREICKHTEE) 83, 100.0:15.0% N THAHZ L.

6.7 T—ARfEH
6.71 REHFOERRUVEEEOCEH
LC-MS/MS 2B B OV 7 b7 =7 lAnalyst] (Ver. 1.42, AB SCIEX) Z AW CiTo7z.

6.7.2 TEEIfE

EEEMIT “ngmL” & L.

EEEIIESEF I TR LU (BYEF 4B 2NUREAN) . EHETEDEF 3T (-
721, 1000 BLEDEHERIBH TERLE) CTRRL, ERREEITTEHE L /MUK LUTREAT
BCHFR Lz, VEHME R OYEEERZEIE Microsoft Excel 2003 (2 X W EH L7-.

6.7.3 E—V@EHE
Analyst] CEHINAEZERAL, BRTRRLZ UMORE 1L ZEBEA) .

6.7.4 %RIC{E |

Microsoft Excel 2003 CTEH L, /MIEUTHEIMETERLE UNEUTE 22 NERL
A) . BEHORE, FRCEONAEEIXUEEA LR o7,

17
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7. BRRUER

71 SFENYT— a3y

711 HEH \

BUERI 7 Z v 7 % MR 3 BT O AW, BRZ IR L 7 7 v 7 3BT, P092
EOIS OVAHIBICFFAREL B CERBICHESL B2 5 X ) RMEY — 7 3R bixh
o7 (Table1, Figurel) . '

712 BER

ETORERD P092 JREE (5~ 1000 ng/mL) IZ35 D%RE 13-10.6% ~ 122% CTh o7z, Fiz,
RERCRIE L7c 7 7 v 78K, EriBHIis N Th P092 R TN IS OYEHNBICFFA LS
A CERICHEBEE 2D L5 I — 27 13D 6N T, W bFFARIER L7 (Table
2) .

713 Fx—F—sN—
LLOQ, ULOQ &HEHI G THIEE L7277 > 73 D P092 L OV IS DIEHAIEIZIE, e
P —Z 33RO b N TR EER - LTz (Table 3) .

714 EETRE
e BLMERERRERIZIE U7z 6 fEER] LLOQ BEM BB HN7- P02 D EEMELZAWVWTEH L
72%RE R O%CV 1%, 74%Kk6.9%E720, WTNLIFEEELRRT- Lz (Table4) .

715 BHHNBEERHKE

QC ¥ 7V (P092 JEEE : 10, 50 X UX800 ng/mL, FIBEE n=5) M 6B L7z P092 DEEfE
ZRWTEH LE%RE R O%CV 1L, —2.1%~9.0%K 1 3.0%~43%L 720, WTFh biraE
¥erm7- Lz (Table5) .

7.1.6 HEBHR%

QC H 7 (P092 BEE : 10, 50 1N 800 ng/mL, FREE n=15) N o/ P092 DEE
fE%FAVWTEH L7Z%RE RKU%CV X, —3.6%~10.1% K 0 4.5% ~6.2%& 720, WL bLEF
REYER T L7z (Table 6) . '

7.1.7 [EMRE
P092 RIS IZoWC, EUE (EUCEEAIEERBERFT O —7 miE (FHE) oxd 5
EUREARE O C— 7 mE) OFEHEIE, P092 JBEEN 10 X T 800 ng/mL, KUNIS HEEEHS
400 ng/mL (P092 JBEEAS 10 TN 800 ng/mL DFAENENTEI) IZOWTENEH 76.5%,
85.5% K N 33.7%, 357% Chotz. £, EULEDMEL OEE AVCTEH L7 P092 RS
DEMERD%CV X, FIEI 3.6%, 5.6%K0.5%, 22%Tdh-o7- (Table7) . -

18
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7.1.8 HFRZLUH

10 /%A L7z 4000 ng/mL O EANMEE S P092 DEIEMEIZFHFIRERE R L CHELN-EEME (F
YIME) 1T, ERRMEICRT LT 93.6%& 7Y, SFREMELSRT- Lz (Table8) .

TE-T, 10fFOFRBIEIZYTHD Z L BRI

7.1.9 BEIEERBFHEPBORENE »

10°CIZ3RE LTz A— MU 7T NORIEERRFEHZEIE LTk 7z Low QC & ' High QC
P092 DEEM (FHE) 13, ANEROEEME (FHE) LT 2 RRERFRICTLE
AU 85.0% 12 11 89.7%, 18 BEEHRTFZICENTI 97.3% K& (N 94.8%, 24 RefREFERICEN T
97.6%K% 1) 98.2%, 30 BFIRIFERIZENTH 90.9% % () 92.9%, 36 FFEIRFERIZZN T 86.7%
KO878%L 72D, WEFNGIFEEMELW- L7z (Table9) .

PE- T, BEERREF P92 1L, F— M7 SHTI6 REHRFER bEETHD T & 15
Bt

7.1.10 EIERAMRERTEM

#9-80°C F OV=RIR C 3 (IR REMRSE O Low stability QC & U\ High stability QC 5 P092 D & £1E
CEHE) 11X, EFREICR L TENRETN 100.6% KT 953%E 720, W biFREEL T

L7~ (Table 10) .

o, YAMmBEF P092 1L, 3 EIERER BEETHD I LBRER SN,

7111 EHEERREN

IR T 4 BEREMER O Low stability QC J U High stability QC & P092 D EEE (EHI{HE) 13,
FRERMEICH L TENEI 107.0% K TN91.3% & 720, WL b FrAENEL /2 L7z (Table 11).
o T, PVMEEF P092 13X, TR T4RFEBBERDEETH DI EPHERINT.

7.1.12 RHREMN

#9-80°C |2 TEFELRTER D Low stability QC Jz TN High stability QC # P092 D EEE (EXME)
X, EEREICE LC 2R (14 BR) EERICZEN TN 96.7%K% 10 99.6%, 1+ A (32 H
M) BRERIZZENTN 96.5%K 1 86.5%, 3 » A (96 HIE) REHZIZENEN 653%K&
73.1%& 720, 1y AR (32 BF) REERE CIIFFAEELHZ Lz (Table 12) .

PE- T, PuMsgET P092 1X, F9-80°CIZBWT 1~ AR (32 Bf) RERVEETHD 2
L BHER I L.

19
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8. f¥EIE
81 FRIZCENTELN S EABROEEEICHELZRIFTERVODHIERE
L

8.2 HERFIEEICHEDLLEM ol E
L

20
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Table 1 Selectivity

B120712

Plasma : F092 - 15 ;
No. Sample Peak area Itoa/?)o Peak area IE;?)O
Male Blank 0 0.0 0 0.0
No. 1 LLOQ 902 - 158259 -
Male Blank 0 0.0 0 0.0
No. 2 LLOQ 846 -- 193952 -
Male Blank 0 0.0 2276 1.2
"‘No. 3 LLOQ 902 - 194206 -
Female Blank 0 0.0 0 0.0
No. 1 LLOQ 1016 -- 205635 -
Female Blank 0 0.0 0 0.0
No. 2 LLOQ 968 - 204156 -
Female Blank 0 0.0 0 0.0
No. 3 LLOQ 1036 -- 203719 -

LLOQ: lower limit of quantification

Ratio (%) = (peak area in Blank/peak area in LLOQ) x 100

--: not applicable
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Table 2 Calibration curve
Calibration curve Back ground (% of LLOQ)
Analyte Concentration (ng/mL) o Peak area
Date  —ominal  Measured | Rb  Sample 092 IS
5 5.61 12.2 0 0
10 10.4 4.0 Blank
20 18.4 -8.0 ( 0.0) ( 0.0)
50 484 -3.2
P092 2012/8/23 100 98.6 14 Zero 0 188871
200 191 -4.5 ( 0.0) -
500 497 -0.6
1000 1020 20 LLOQ 843 188421
5 5.48 9.6 0 0
10 9.98 -0.2 Blank
20 19.8 -1.0 ( 0.0) ( 0.0)
50 49.5 -1.0
P092 2012/8/24 100 96.2 3.8 Zero 0 175771
200 195 -2.5 ( 0.0) -
500 483 -3.4
1000 1030 30 LLOQ 982 194810
5 5.08 1.6 0 0
10 104 4.0 Blank
20 18.1 -9.5 ( 0.0) ( 0.0)
50 49.3 -1.4
P092 2012/8/28 100 102 20 Zero 0 186891
200 198 -1.0 ( 0.0) -
500 540 8.0
1000 963 37 ‘LLOQ 889 172064
5 5.22 4.4 0 0
10 9.81 -1.9 Blank
20 18.2 -9.0 ( 0.0) ( 0.0)
50 53.5 7.0 :
P092 2012/9/6 100 973 27 Zero 0 217109
200 202 1.0 ( 0.0) -
500 511 2.2
1000 088 12 LLOQ 900 218687
5 5.45 9.0 '
10 1.1 11.0 Blank 116 0
20 20.1 0.5 ( 10.5) ( 0.0)
50 44.7 -10.6
P092 2012/9/24 100 9.2 738 Zero 0 207832
200 196 -2.0 (0.0) --
500 479 -4.2
1000 1040 40 LLOQ 1110 226189
5 4.79 -4.2 0 0
10 9.52 -4.8 Blank
20 21.9 9.5 ( 0.0) ( 0.0)
50 51.0 2.0
P092  2012/11/27 100 973 27 Zero 450 239930
200 196 -2.0 (9.9) -
500 513 2.6
1000 991 0.9 LLOQ 4556 316887

RE: relative error, LLOQ: lower limit of quantification
%RE = (measured value - nominal value)/nominal value x 100

The value in parenthesis denotes peak area ratio (%) of back ground peak area to that in LLOQ.

--: not applicable
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Table3  Carryover
IS
Sample Peak area Ratio (%) Peak area Ratio (%)
LLOQ-1 1081 - 196727 -
ULOQ-1 238833 - 194101 -
Blank-1 0 0.0 0 0.0
LLOQ-2 1035 - 197492 -
ULOQ-2 232491 - 193731 -
Blank-2 0 0.0 0 0.0
LLOQ-3 910 -- 201367 --
ULOQ-3 237558 -- 193000 --
Blank-3 0 0.0 0 0.0
LLOQ: lower limit of quantification, ULOQ: upper limit of quantification
Ratio (%) = (peak area in Blank/peak area in LLOQ) x 100
--: not applicable
Table4  Lower limit of quantification
Concentration (ng/mL) 0 0
Analyte Measured Mean SD 7RE eV
6.01
4.93
5.15
P092 539 537 0.37 7.4 6.9
5.23
5.51

SD: standard deviation, RE: relative error, CV: coefficient of variance
%RE = (mean value - nominal value)/nominal value x 100
%CV = (standard deviation/mean value) x 100

23

- 557 -



Table 5  Within-run accuracy and precision

B120712

Concentration (ng/mL)

Analyte Nominal Measured

Mean

%RE

%CV

11.2
10.7
10 11.0
11.4
10.2

10.9

0.5

9.0

43

47.4
50.2
P092 50 48.9
50.7
47.5

48.9

1.5

3.1

771

767

800 794
: 794
826

790

24

-1.2

3.0

SD: standard deviation, RE: relative error, CV: coefficient of variance
%RE = (mean value - nominal value)/nominal value x 100
%CV = (standard deviation/mean value) x 100
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Table 6  Between-run accuracy and precision

B120712

Concentration (ng/ml)

Analyte Nominal Run Measured Mean

SD

%RE

%CV

11.2
10.7
1 11.0
114
10.2
11.1
11.5

10 2 11.8 11.0 0.7

10.6
11.0
10.7
9.88
3 11.9
9.99
12.2

10.1

6.2

47.4

50.2

1 48.9

50.7

47.5

45.0

47.4

P092 50 2 46.5 48.2

' 50.6
46.3

51.9

49.0

3 51.1

45.9

44.8

2.3

4.8

771
767
1 794
794
826
882
817
800 2 856 824
832
867
805
785
3 843
864
856

37

3.0

4.5

SD: standard deviation, RE: relative error, CV: coefficient of variance
%RE = (mean value - nominal value)/nominal value x 100
%CV = (standard deviation/mean value) x 100
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Table 7  Recovery

P092 conc. Recovery (%)
Analyte (ng/mL) Sample Peak area ndivideal  Mean D %CV
Recovery 2094 73.9
sample 2160 76.2 76.5 2.8 3.6
2250 79.4
10 2892
Standard
sample 2921 - - - -
2693 )
Mean 2835 - - - -
P092 Recovery 196353 90.7
sample 175985 81.3 85.5 4.8 5.6
182647 84.4
800 221955
Sst::‘nizd 211474 - - - -
215987
Mean 216472 -- -- -- -
Recovery 174385 33.8
sample 173119 33.6 - 33.7 0.2 0.5
174863 33.9
10 516544
Sst::lniid 516003 -~ - - ~
515457
IS Mean 516001 - - - -
(400 ng/mL) Recovery 180194 36.6
sample 174390 354 35.7 0.8 2.2
172662 35.1
800 498410
Sst:;ﬁd 495834 - - -
483270

Mean 492505 -- -- -- -
SD: standard deviation, CV: coefficient of variance
Recovery (%) = (peak area of recovery sample/mean peak area of standard sample) x 100
%CV = (standard deviation/mean value) x 100
--: not applicable

Table 8  Dilution suitability

s Concentration (ng/mL) Dilution suitability
Analyte Dilution Nominal Measured Mean (%)
3970
P092 10 4000 3640 3743 93.6
3620

Dilution suitability (%) = (mean value/nominal value) x 100
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Table9  Post-preparative stability

Analyte Concentration (ng/mL) : Residual rate
Nominal Storage period Measured Mean (%)
Just after 11.2
preparation 10.7 11.0 -
(Initial) 11.0
9.53
12h 9.27 9.33 85.0
- 9.18
10.4
18h 11.1 10.7 97.3
10.5
10 11.1 ,
24 h 10.3 10.7 97.6
10.7
10.3
30h 9.50 9.97 - 90.9
10.1
9.77
36h 9.19 9.51 86.7
9.57
P092 Just after 771
preparation 767 777 --
(Initial) 794
701
12h 667 697 89.7
724
731
i18h 716 737 94.8
764
800 w47
24 h 755 763 98.2
788
716
30h 708 722 92.9
743
. 679
36h 666 683 87.8
703
Residual rate (%) = mean value after storage/mean initial value x 100
--: not applicable
27
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Table 10  Freeze and thaw stability

B120712

Concentration (ng/mL)

Analyte Nominal Cycle

Measured

Mean

Residual rate
(%)

10 - 3 cycles

10.4
10.5
9.29

10.1

100.6

P092
800 3 cycles

748
773
765

762

95.3

Residual rate (%) = mean value after freeze and thaw cycles/nominal value x 100

Table 11  Short-term stability at room temperature

Concentration (ng/mL)

Anal - -
nalyte Nominal Storage period

Measured .

Mean

Residual rate
(%)

10 4h

10.6
11.0
10.5

10.7

107.0

P092
800 4h

738
733
721

731

91.3

Residual rate (%) = mean value after storage/nominal value x 100
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Table 12 Long-term stability

Concentration (ng/mL) Residual rate

Nominal Storage period ~ Measured Mean (%)
10.4

14 days 9.62 9.67 96.7
8.99
8.55

10 32 days 9.49 9.65 96.5
10.9
7.73

96 days 6.77 6.53 65.3
5.10
897

14 days 754 797 99.6
739
688

800 32 days 694 692 86.5
695
452

96 days 654 585 73.1
649

Residual rate (%) = mean value after storage/nominal value x 100

Analyte

P092
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(1) Blank sample

B120712

Sample Name: ~o#l-Blanks~  Samel# 10: 1 TAe: 120824 il 24 witl”
Poak Namw: “POSZ" Messgeat 252 M817 amu”
Comment =  Annotel
Sample Indax: Sample Index:
Sample Type: Unknoum Sample Type: Unknovn
Contentracions 1000, Concentration: 1.00  ng/mL 1000
Caleulated Canc: No Intou:ept Caleulated Cone: N/
Acq. Date: 9/24/2012 8/2472012
Acq. Time: 12:26:12 M 800 12:26:12 PM s00
Modified: %o 800 Hodified: qo 00
700 700
& 600 s 600
£ o0 § s
H s
= 00 = 00
055
300 300 05\1" 15, 182
W0 200 \ }u / /
10 I7.’56 100
135
/ \-“\-\LJA__,\ys N /
05 1.0 15 o5 1.0 15
Yime, mip, Time, e¥n
(3) LLOQ sample (5 ng/mL)
SomplE Name, SeLLOGT  Sampie -7~ File; “120024 Wit Bamplo Name: -SeILLOGT =7 Fiie: 120024 W
Peak Nume: “POSZ*  Maus{es): “2562.3/83.7 ame® Pesk Nam; TS(IS) M-u(e:k *152.2/409.8 amu”
Col ™ Annotation: ™
7 smph xnu
le Typ 15
S ng/ml 000 Com:ent:ac on: 1 oo ng/al ¥
6.01 hq/h!: Calculated Cone:
8/24/72012 Acq. Da os24/2012
12:41:23 pH $00 Acq. Time: 12:43:23 e 1.8¢4
Ho 800 Modified: No 1604
Analyst Classic ®roc. Algorithm: Analyst Classic -Ged
1 Bunching Factor:
7.00 cps 700 Noise Thresheld: 35.00 cps 1dek
.00  cpa Azca Threshol 35.00  cp3
7 +Num, Smocths U
0.00 600 Sup, h: 0.00 1.204
0.01 4 P092 Sep. Height: a.01 S IS
5.00 = Exp. Peak Racio: 5,00 r’
4.00 = 500 Exp. Adi. Ratio: 4.00 1.0e4
3.00 5 #p. Val. Racio: 3.00 §
30,0  aec B RT Window: 30,0 aec £
1.26  min 430 Expected RT: 1.4 min 8000.0
Use Relactive RT: No Use Relacive RT: No
Int. Type: Base To Base 00 Int. Type: Base To Bazre 6000.0
Retention Time: 1.26  min ReTention Time: 1 s
902  counts 200 Arcaz 158259  counts £000.0
unth 146 cps 126 Heignt: 19300 cp3
Stare Timet 1,39 min Scart Time: 0.926  min
End Time: 1.40  man 100 Time: 1.48  min 20000
8791.08.
05 1.0 1.5 : 05 10 15
Jime, min, Time min

Figure 1

Typical chromatograms of selectivity
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