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Overview

Purpose:1) Develop a method for
21

metabolte

(HEPS)

2 of detection (LOD) 00Q) of these two serum
3 detection of matrix
HPLC with full scan MS/M:
spectrometer
Results1 Full can MS/MS analyss using a Fnnigan Deca XP Plus fon rap mass specirometer
ides the selectivity and sensitvity necessary to support ADME studies of acepromazine in
horse serum.
2) Acepromazine was detected in horse serum up to 2 hrs after dosing whereas its metabolite was
detected for up 10 6 hrs.
3) The limit of detection (LOD) for acepromazine in horse serum was determined to be 0.5 ng/m..
while the LOQ for its metabolite was 0.5
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Melhods

HPLC system: Surveyor™ MS pump with surveyor autosampler

i 50 x 2.1 L. packec il um B0 Hyperi 1 saonsry phase (Thermo Hypersi- Kaysione]
Inecton volume: 201, Flow Rate 300 i
Mobile phase A: Water containing 10 mM ammonium acetate and 019 formic acid

‘Acetonitrle containing 0.1 % formic acid

Gradient: 5-40% B in 4 min, 40-65% B in 1 min, 65-90% B in 0.5 min, 90-5% B in 1 min, at 5% B for 4min.
Mass Spectrometer
Mass Spectrometer: lon Trap Mass Spectrometer, Thermo Finnigan LCQ Deca XP Plus
lonization mode: Positive electrospray ionization (ESI). Capillary temperature: 300 °C, Spray voltage: 4.5
Sheath gas: 45 units, Sweep gas: 6 unis, Isolation vidih: 1.5

Table 1. MSIMS parameters for 1-(1-hydroxymethyl) promazine sulfoxide (HEPS), Acepromazine
(ACE) and Chlorpromazine.

Standards .
Table 2. Preparation of calibration standard

Calibration standards were prepared as o CUET G TIEIEED

shown in Table

Where, A: Ing/iL of ACE + HEPS in

methanol Calibration

B:0.1 g/l of ACE + HEPS in methanol level

Volume of
standard in 0.5
mL of serum (L) serum)

Concentration

10018

25018

1008

25018

7500A

2001A

Table 3. Top three product ions for S0ofA

HEPS, ACE and Chiorpromazine 1000l A

Product ions
Results

Figure 1 sh from full scan

« 1) Thermo Electron Corporation and 2) University Of California Davis
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FIGURE 5. Extracted ion chromatograms for ACE and HEPS obtained using full-scan MSIMS
scans for analysis of horse serum sample obtained 4 hours post do
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magniade . 022 nghmL The R vl s 09982 fo ACE and 0.9623 for HEPS

linearity over four orders of

by summing the three top intense ion in the MS/MS.
spectra as listed in Table 3.

FIGURE 1. Extracted ion chromatograms and MS/MS spectra for acepromazine (ACE) and 2-(1-
hyroxyethyl) promazine sulfoxide (HEPS) at a concentration of 2ng/mL of serum. The internal
standard chiorpromazine is present at a concentration of 120ng/mL of serum
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Sample preparation

0.5 mLof the calibration standard/horse serum sample was mixed vith 0.6 mL of chlorpromazine internal

standard. The standard/sample was then frozen for 30 minutes, centifuged and the supernatant used for

analysis. The resulting internal an

ng/mL of serum,

ACE
(MH*: 327.1)

Relative Abundance

Chlorpromazine (IS)
(MH*: 319.1)
T

5 7
Time (min)

a3 478 BT 385 AV 1 L LaSES caoa 206 R 529 Y1 Wasaes
sy w0

H

Relative Abundance
ressezes
Relative Abundance,

20 ng/mt) as

the

wide linear dynamic range afforded by Deca XP Plus ion trap mass spectrometer.

FIGURE 3. Calibration curve for quantitation of 2-(1-hydroxyethyl) promazine sulfoxide (HEPS) in

horse serum
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Figure 4 sh for ACE and HEPS at a concentration of 0.5 ng/mL in
serum. The signal to noise for ACE at 0.5 ng/mL of serum is 3:1 and hence represents the lower imit of
detection for this compound. The signal to noise for HEPS at concentration of 0.5 ng/mL of horse serum s

7:1. This level thus represents the lower limit of quaniitation for HEPS. Table 4 shows the lower limit of
£ s be detected bl

Figure 5 shows extracted ion
chromatogram for ACE and
HEPS obtained from full scan
MSIMS analysis of horse serum
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detection for ACH g th
low levels in horse serum.

tion (LOD) and quantitation (LOQ) for ACE and its major metabolite,

LOD (Amount Injected on-
column)

LOQ (Amount Injected on-
column)

4hr post
administration of drug. No

significant level of ACE could be
detected in the horse at this time.

“Amount
(ngimL of serum)

HEPS

at different time points post
is tabulated in

Acepromazine 5pg

2-(1-hydroxyethyl) promazine 2pg
sulfoxide

Trademarks

Finnigan, Surveyor, and LCQ aretrademarks of Thermo Electron.

Table 5. This shows that ACE can
be detected in horse serum for up
102 hrs after dosing whereas its

metabolite can be detected for up

Conclusions

Full scan MSIMS analysis using a Finnigan Deca XP Plus ion trap mass spectromeler provides
the selecivty and sensitviy necessary [0 support ADME studies of cepromaaine n horse
serum. horse serum its
metabolite was detected or up to  hrs. The lmit of detection achieved for acepromazine in
horse serum was determined to be 0.5 ngfmL, while the LOQ for its metaboite was 0.5 ng/mL




