Waters

SAMPLE EXTRACTION PRODUCTS

TRIMETHOPRIM IN RAT PLASMA (ANTIRACTERIAL

HPLC METHOD OASIS® MCX EXTRACTION METHOD
Qoasis® MCX Exiraction Plate, 10 mg/96-well
COLUMN: Xlera® MS C g 2.1 x 30 mm, 3.5 pm Part Number 186000259
PART NUMBER: 186000398 CENTRIFUGE:
MOBILE PHASE A: 1.0% NH,OH 25 mllog %%Tg KI;TP ;ﬁ/l\osmo
MOBILE PHASE B: ACN ot 10000 [fM)
ISOCRATIC MOBILE SPIKE:
PHASE COMPOSITION: A0% A: 60% B 5 ml of centrifuged plasma with drug (max
" 5% organic load)
FLOW RATE: 0.2 mL/mln Add 100 p\. H3POA
INJECTION VOLUME: 30 pL T
DETECTION: MS ESI CONDITION PLATE:
INSTRUMENT: Alliance® 2790, Micromass® Quattro Ultima™ 50(3\/% rggggf ‘ngl:wed
ION SOURCE: ESk '
3 OCH, LOAD PLATE:
SOURCE TEMPERATURE: 150 °C Hco o 500 pl spiked rat plasma
GAS CELL: 1.5¢3 mbar, 25 &V Y I
DESOLVATION TEMPERATURE: 350 °C H,CO NN WASH PLATE:
CONE GAS FLOW- 150 L/hr Ny 500 pl 2% HCl in water
. | |
DRYING GAS FLOW. 600 L/hr TRIMETHOPRIM ELUTE PLATE:
CONE VOLTAGE: 20V 300 L 5% NH,OH in methanol
|
DILUTE:
Spike 1 ng/ml, 60/40 ACN/H,O 1.0 % NH,OH 200 pL water
MRM of 2 channels ES
100 1 trimethoprim301 0.74 ° 2;10.? >eQS3OT
Sm (Mn, 2x5) 1.81e4
% |
o
100 -
1.04 MRM of 2 channels ES+
Wl 2715140
2.58e6
o T T T T T T T T T 1 Time
0.20 0.60 1.00 1.40 1.80
Spike 250 ng/ml, 60/40 ACN/H,O 1.0 % NH,OH
MRM of 2 channels ES+
100 - g:mﬁ?rgillo 0.73 291.1>230.1
o 5.23e6
o C d Trimeth:
100 4 1.04 ompound name: Trimethoprim
1S MR of 2 Cho;;?‘i WEAS,S Coefficient of Determination: 0.999608
% 2 70e6 Calibration curve: 3.83074e-6* xA2 + 0.00818910* x + 0.000423977
] Response type: Internal Std (Ref 1), Area* (IS Conc./IS Areal)
0 030 o0so | 1o0 | 1m0 amo 1 Time Curve type: 2nd Order, Origin: Exclude, Weighting: 1/xA2, Axis trans: None
TRIMETHOPRIM mean standard coefficient of recovery (%)
(ng/ ml) deviation variation (%) 230
1 1.013 0.039 3.9 101
25 2.54 0.061 24 101
5 4.86 0.18 3.8 Q7 °
10 10.015 0.18 1.8 100 g
20 20.31 0.3 1.5 101 §
25 24.64 0.76 3.1 98
50 51.62 1.1 2.1 103
100 06.95 0.98 1 96 0 ng/ml
200 204.13 5.2 26 102 0 400 800 1200 1600 2000 2400
250 247 42 493 2 98
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