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Calibration curve range

Intra-day precision
and accuracy
(For LLOQ-QC)

Intra-day precision
and accuracy

(For LQC, MQC and
HQC)

Global precision
and accuracy
(For LLOQ-QC)

Global precision
and accuracy

(For LQC, MQC and
HQC)

Global % recovery

Matrix effect

Accuracy (% Nominal)

Precision (% RSD)

Accuracy (% Nominal)

Precision (% RSD)

Accuracy (% Nominal)

Precision (% RSD)

Accuracy (% Nominal)

Precision (% RSD)

Recovery (%)

Precision (% RSD)

Mean Matrix Factor

0.20 pg/mL - 100 pg/mL

113.60

4.8

95.89 - 108.82

2.10-4.70

105.43

11.55

98.82-101.43

599-9.82

62.09

533

1.01

Note: LLOQ QC- Lower Limit of Quantification Quality Control, LQC- Lower Quality
Control, MQC- Middle Quality Control and HQC- Higher Quality Control
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[HPLC Conditions]

Shim-pack Velox™ C18
Column 100 x 2.1 mm, 2.7 ym
(P/N: 227-32009-03)

(A) 0.1% formic acid in 5 mM ammonium

Mobile Phase acetate
(B) 0.1% formic acid in acetonitrile
Flow Rate 0.3 mL/min
Column Temp. 50 C
Injection Volume 20 pL
[MS Conditions]
lonization ESI

Interface Voltage and temp. 1 kV and 300 C

MS Mode MRM, Positive
DL Temp. 200 C

Block Heater Temp. 100 C

CID Gas 270 kPa
Nebulizing Gas Flow 3 L/min
Drying Gas Flow 10 L/min
Heating Gas Flow 10 L/min

B 3. Z2DEEQ MRM =

MRM (m/z) CE(V)
345,35 > 149.10 -15.0

Compound
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Formoterol
MESHN 2 HIHO HMSZ e LY BEFEER0| HE AZH Plasma lot no.
B 24 YH2 BHET L= WS BESTO 2R A Blank Plasma LLOQ area % Interference
2t D=0t BHEE|X] 9ot 318 Jhstt MEHE S LIEHHRICE. O V1102 0 19,359 0.00
S 0.2-100 pg/mLel SE HIIOIA S0/, At ve245 0 17936 0.00
(2} 0.9967 OI9ICt O] ol Hetzo HUTE 58 i : o b
= olioO Ol= Mzl o/ - o, EHO|0| 71 ! :
2| Lo AACH, UF HET = 95.89%-108.82% HL|0|1 V11782 0 23,070 0.00
UE HUZ(%CV)= 5.0% O|20[Ct L7t Hteot FUCT V11911 0 19,115 0.00
812 SHH Lol URACT, B 22 98.82%-101.43% 20| D [
%CVE 10.0% O|2O[QUC}. HEZIAOM E2MEEE 2|50t T
ntra-day (n=
HO Qlapt™Q|Ho hug] s E==Xe} 0 o EZIA
A2 GUHOUCH, e 282 62.09% O|ACt. THEZL Nominal Conc (pg/mL) Observed Conc Accuracy Precision
Za} WO A} DHERIA A2} 1.04 + 0.082 2MEH gH0 P9 (pg/mL) (%) (%RSD)
3 JEkS O|X|X| Q= ZHO 2 LIEILIC) S3txoz HE H=E| LLOQ QC (0.20 pg/mL) 0.23 113.60 4.80
MR 24 drle MEixo|n MEHo|0 Hekstn HUst LaC (1.57 pg/mL) 71 10882 470
OE2IA MZEo|M 2EMERS XMapst st= O Xsist 2oz MQC (10.00 pg/mL) 9.59 95.89 4.20
Ql=g|9irt HQC (50.00 pg/mL) 49.95 99.90 2.10
Ho AN .
B5 Y2 YUE Y B
Inter-day (n=18)
) Observed Conc Accuracy Precision
Nominal Conc (pg/mL) (pg/ml) (%) (%RSD)
LLOQ QC (0.20 pg/mL) 0.21 105.43 11.55
LQC (1.57 pg/mL) 1.55 98.82 9.82
MQC (10.00 pg/mL) 10.14 101.43 9.05
HQC (50.00 pg/mL) 50.62 101.24 5.99
Q 345.35>149.10 (+) 6.08e2
203 Q345.35>149.10 (+) 2.49e3 ISTDTIC (+) R 7.55¢4)
as 3% 3863 804y RT=5.06
5033 75043
3.3e33] e 7004
3.0e33 e G5ea]
E 3.0e3 E
2.8e3 6.0e4
= 2.8e3] A=18421 E
2.5e35 RT=5.01 5.5e4
7 2.5e3] E
2.3e3] 5.0e4]
] 23e3] E
2.0e35 4.5e4-|
] 2.0e33 ]
1.8e3 4.0e4;
B 18e3] 3
15633 35043
E 1503 E
1.3e3] 3.0e4]
: 1963 25043
1.0e33 & E
E 10634 2043
7.5e2 3]
E 752 1564
5.0e2 =
:mw 5.0e29 1.0e47
2.5e27] g
E 2.5e2 50e3
0.0e07] g
- 0.0e04 00603}
3.5 4.0 45 5.0 5.5 6.0 T T T T T L L S S e
RT (min) 35 4.0 45 50 55 6.0 35 40 45 5.0 55 60
RT (min) RT (min)
Extracted Blank Extracted LLOQ Extracted IS
O3 3. Z22HEQ AROEDH (FES SAIR, FESLLOQ R IS)
H7. .38
Sr.No. Ext-Sample PE-Sample Ext-Sample PE-Sample Ext-Sample PE-Sample
Lac MQC HQC
1 41,604 64,591 343,507 537,660 1,807,964 2,865,374
2 46,653 72,793 321,080 544,004 1,634,704 2,897,701
3 43,708 73,741 343,610 529,191 1,658,957 2,733,750
4 40,121 68,189 332,688 506,571 1,586,493 2,823,271
5 48,724 67,748 336,506 523,299 1,564,788 2,771,630
6 45,982 64,346 318,991 528,119 1,674,796 2,903,347
AVERAGE 44,465 68,568 332,730 528,141 1,654,617 2,832,512
STD DEV 3,251.35 3976.64 10707.57 12,900.07 86079.02 69,127.51
% RSD 7.31 5.8 3.22 2.44 5.2 2.44
% Recovery 64.85 63.00 58.42
Note: Ext-Sample= BERMS KIS0 ZEEI MES o|0[5}0, PE-Sample 2% & FXERMS KIS MES o|0|sict,




H 8. MEHHOI 3|8 Area Ratio
FORMOTEROL
Level R 50
ac Leve ecovery y=0.03349212x + 0.01927171
LQC (n=6) 64.85 4.0 {R*=0.9967 R=0.9983
MQC (n=6) 63.00 30
HQC (n=6) 58.42
2.0

Mean 62.09

) 3.31 .

%RSD 5.33 0 5 15 25 35 45 55 65 75 85 95

Conc.Ratio (pg/mL)

H 9. DHE=ZA Tnt

Formoterol Ag;fgl:s POStS:ﬁ’;?eCted Matrix factor | Formoterol-D6 As(ltigglf Pos‘;sr);tglaected Matrix factor la:t?{meaf!léi?

59,541 67,353 0.88 1,163,053 1,367,542 0.85 1.04

52,732 73,516 0.72 1,151,676 1,503,566 0.77 0.94

Lac 53,781 72,457 0.74 Lac 1,134,897 1,493,306 0.76 0.98

55,868 74,502 0.75 1,124,465 1,510,743 0.74 1.01

58,883 73,438 0.80 1,123,858 1,503,789 0.75 1.07

60,559 68,817 0.88 1,120,498 1,470,161 0.76 1.15

Mean 1.03

SD 0.08

% RSD 7.45

Formoterol AsqaL;T?SILéS POSE::;[;?SM Matrix factor | Formoterol-D6 Ag:ﬁ;llés Postsae;:;lagted Matrix factor la;\‘t?&nglflzeif

3,043,248 2,833,021 1.07 1,226,890 1,181,358 1.04 1.03

3,052,981 2,909,235 1.05 1,233,019 1,214,213 1.02 1.03

Hac 2,995,738 2,831,373 1.06 Hac 1,243,741 1,176,539 1.06 1.00

3,000,218 2,851,836 1.05 1,248,614 1,161,478 1.08 0.98

3,030,254 2,846,925 1.06 1,231,934 1,138,770 1.08 0.98

2,620,942 3,016,549 0.87 995,497 1,055,653 0.94 0.92

Mean 0.99

SD 0.04

% RSD 4.23
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