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Place blood collection tubes
and reagents.

Prepare blood collection
tubes in advance.

+ Whole blood
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Deproteinization Protocol in SCLAM-2000
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Compound Transition
Formula
m/z
Amiodarone CasHeol.NOs 646.0 > 58.1
Desethylamiodarone* CasHesl:-NOs 618.0 > 721
Bepridil Cao:HaN:O 367.1 > 84.1
Flecainide CiHz0FeN-Os 415.0 > 301.0
Pilsicainide CrH2N:O 272.9 > 1101
Cibenzoline CieH:eN- 262.9 > 115.0
Mexiletine CH#NO 180.1 > 58.0
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Cal R Correlation Accuracy Precision
al. Range
Compounds n /mL? Coefficient %RSD, n=5
: i 10 oo
Amiodarone™ 100-3000 0.9983 98.3 100.6 99.4 103.9 3.0
Desethylamiodarone™ 100-3000 0.9987 99.2 98.9 101.1 100.3 5.3 4.2 3.6 4.2
Bepridil® 50-1500 0.9992 100.9 100.5 96.6 103.4 4.1 3.7 2.3 1.8
Flecainide™ 50-1500 0.9987 98.1 98.7 96.7 101.4 4.7 3.3 2.4 2.4
Pilsicainide™ 100-3000 0.9987 100.4 99.6 97.3 104.8 4.0 3.0 1.8 2.0
Cibenzoline™ 50-1500 0.9987 102.4 101.4 99.1 102.9 4.2 3.4 3.0 2.4
Mexiletine™ 100-3000 0.9984 104.5 107.4 106.3 107.8 3.8 3.9 2.6 2.6
*1: 100 ng/mL for LLOQ, 250 ng/mL for Low, 1000 ng/mL for Medium, 3000 ng/mL for High
*2: 50 ng/mL for LLOQ, 125 ng/mL for Low, 500 ng/mL for Medium, 1500 ng/mL for High
(x100,000) (x100,000) (x100,000)
1.004 Amiodarone esethylamiodarone Bepridil
2.07
0.751 LLOQ Standard 1.07] LLOQ Standard LLOQ Standard
Carry Over Test Carry OverTest Carry OverTest
0.507 1.0
0.5
0.257
00— N 0.0 ; ; -
2.00 225 min 2.00 225 min 1.75 2.00 min
(x10,000) (x100,000) 75{ 10,000)
Flecainide 5.07 Pilsicainide ) Cibenzoline
5.0
LLOQ Standard LLOQ Standard 5.07 LLOQ Standard
Carry Over Test 2.5 Carry Over Test Carry OverTest
2.57 ’
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1.50 1.75 min 1.00 1.25 1.50 min
(x10,000)
7.5 Mexiletine
sol I&Lacr)s g::rdTaeri Carry Over Test:
Analysis of Blank Plasma Following
2.57 The Highest Calibration Standard Sample
0.0 ‘ >
1.25 1.50 min
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System . SCLAM-2000 + Nexera + LCMS-8060
Protocol Plasma disp. 15 pL - Acetonitrile disp. 285 pL - Shaking 1900 rpm, 120 sec - Filtration 90 sec
Column : Shimadzu GLC Mastro C18 (50 mmL. x 2.1 mml.D., 3 um)
Mobile Phase : A0.1% Formic acid — Water, B 0.1% Formic acid — Methanolp
Flow Rate © 0.4 mbL/min
Time program . B Conc. 10% (0 min) - 100% (2 - 3.5 min) - 10% (3.51 - 6 min)
Column Temp. 50°C injection Volume » 0.2 L
Probe Voltage : 2.0 kV (ESI-positive mode)
Interface Temp. . 300°C DL Temp. 1 250°C
Block Heater Tenp. : 400°C Nebulizing Gas Flow : 3 L/min

Heating GasFlow : 10L/min Drying Gas Flow : 10 L/min
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Manual Pretreatment

[ _Plasma 100 uL ]

‘ Acetonitrile 450 pL

[ S_haking (60 sec.) ]
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Centrifuge
(15000 rpm, 5 min.)
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pernatant 50 pL ]
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LC/MS/MS Analysis
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Automated Pretreatment
with SCLAM-2000

[ Plasma 50 pL ]
Acetonitrile 225 pL

[ Shaking (120 sec.) ]

[ Filtration (90 sec.) ]

€

LC/MS/MS Analysis
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(x100,000)
1.0

" 11:AMD 646.00>58.10(+) CE: -52.0
0 95 2:DEA 618.00>72.10(+) CE: -32.0
o.s—f Manual Pretreatment
0.7 )
] Amiodarone
0.6] 546 ng/mL
0.5 Desethylamiodarone
] 416 ng/mL
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1:AMD 646.00>58.10(+) CE: -52.0
2:DEA 618.00>72.10(+) CE: -32.0

0.91
0.8 Automated Pretreatment
with SCLAM-2000
0.7
Amiodarone
0.64 557 ng/mL

0.51 Desethylamiodarone
423 ng/mL
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Sample 1
Sample 2
Sample 3
Sample 4
Sample 5
Sample 6
Sample 7
Sample 8
Sample 9
Average
RSD %

* Automated Pretreatment / Manual Pretreatment

i

Amiodarone

Manual Automated
Ratio %*
[ng/mL] [ng/mL] atio %

399
546
205
963
1,318
1,271
1,233
2,259
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411 110.2 Sample 1 89.1
404 101.3 Sample 2 412 366 88.8
557 102.0 Sample 3 416 423 101.7
211 102.9 Sample 4 271 240 88.6
895 929 Sample 5 717 654 91.2
1,213 92.0 Sample 6 151 150 99.3
1,229 96.7 Sample 7 431 408 94.7
1,282 104.0 Sample 8 664 628 94.6
2,208 97.7 Sample 9 940 1,080 114.9
100.0 Average 95.9

5.8 RSD % 8.9

- Desethylamiodarone

Manual Automated
Ratio %*
[ng/mL] [ng/mL]

* Automated Pretreatment / Manual Pretreatment
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System : SCLAM-2000 + Nexera + LCMS-8040
Protocol Plasma disp. 50 pL - Acetonitrile disp. 225 pL - Mixing 1900 rpm, 120 sec - Filtration 90 sec
Column : Shimadzu GLC Mastro C18 (50 mmL. x 2.1 mml.D., 3 um)
Mobile Phase : A 0.1% Formic acid — Water, B 0.1% Formic acid — Methanol
Flow Rate : 0.4 mL/min
Time program : B Conc. 10% (0 min) - 100 % (2 - 3.5 min) - 10 % (3.51 - 6 min)
Column Temp. 50°C Injection Volume ©0.1pL
Probe Voltage 1 4.5 kV (ESI-positive mode)
DL Temp. 1250 °C Block Heater Temp. : 400 °C
Neb.Gas Flow : 3L/min Drying Gas Flow » 15 L/min
A
B 15
AERPOARERFAEETELCDERRPOER (BERMARAKRD ) AFBH AR FEIFHKR N ZHF
223 HEk  * Guidance for Industry : Bioanalytical Method Validation (2001, US FDA)
s AYMALRPENHRPHYRESITENRIEERTER (2013 F, BEEFHE)
) s AXMHIEHMN R ARERTEARETRMEEAEF MR, TEPUATZHAEN, TEBREEERFER,

o AXMFFILH AR MR E O MERRFOE

FEREMNE. BNERESXTNELIEN R RN

D

SHIMADZU

B SEeLER (hE) FRAF
B2 (FB) GRAF

&R
* RERERE
wmELH, HITIEH.

http://www.shimadzu.com.cn

FAFPRSHLLEIE:  800-810-0439

400-650-0439 BHEAT

AR SEREEN. . #HE;
*Zkﬁﬂﬂlﬂﬁ’]ﬁﬁﬁm.uﬂtu% PRI,

H: 201758



