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Study on the quantitation of moxidectin by fluoroscence derivatization
and it's residual after subcutaneously injection in pigs
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Abstract : We established a new method to analyze moxidectin using high performance liquid
chromatography(HPLC) with fluorescence derivatization in order to obtain its residual profiles in biological
samples. Recovery of moxidectin in tissue was 62% at 10 ppb. Average detection reproducibility in terms
of coefficience variation was 4.47% at 0.32 to 10 ppb. Residual of moxidectin was studied in 44 Yorkshire-
Landrace mixed bred male pigs administered subcutaneously 0, 200, pg/B9tody weight (BW)
Residual profiles of moxdectin in blood, muscle, liver, kidney and fat of pigs were described. The
concentration of the moxidectin in liver after administration of moxidectin was the highest among the tissues
examined. Moxidectin in liver after administration of moxidectin as |2)kg BW was declined from
10.0t3.7 ng/g at 10 day post administration toH@= ng/g level at 40 day post administration. Residual
levels of moxidectin in all samples were estimated to fall below the limit of quantitation (0.33 afitm

50 day after treatment of 2@/kg. Moxidectin showed no abnormal observations in all the clinical findings

at any concentrations under these experimental conditions. In conclusion, this analysis method by HPLC
after fluorescence derivatization was very effective for the detection of moxidectin in biological samples.
We suggest that 50-day is safe enough for the withdrawal time of moxidectin in pigs, following the
recommendation dose by the manufacturer.
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Take sample (1 g or 1 ml) and add ethylacetate 4 mi

)
Homogenize, sonicate and centrifuge al 3,000 rpm for 10 min
1
Take the supernalant {3 ml)
1
Mix the supernatnat with CHiCN (1 ml) and distilled water {0.25 ml}
l
Take the 2nd supernatant for pooling
!
Activate Sep-Pak Cig with CH;OH (5 nl)/distitled water (5 ng)
|
Apply samples onto Sep Pak Cjg cartridge
1
Wash Scp-Pak G cartridge with distilled water (2 ml)
i
Wash Sep- I’ak Cis cartridge with 1 ml (distilled waler/CHsOH (3/1, w/v}
[
Iy Sep-Pak Cis cartridge with N; gas for 10 sec
H
Elute with 1.2 nf CHiCN
l
Collect

Fig. 1. Flow chart for the clean-up of moxidectin from
samples.

Dry the clute using Nz gas al 50T

{
Resolve the dry residue with CTICN anhydride (800 uf)
1
IPut 1 meihylimidazole (200 g£) into the sample
i
Place the sample and triflucroacetic anhydride (TFAA) on ice for 5 min
l
Mix TFAA (200 uf) with the sample
|

Siand for 5 min 4t room lemperature

i

Tnject. inta HPL.C (100 )

Fig. 2. Fluorescence derivatization for the elute containing

moxidectin purified from samples.

(Microsorb-MV™, particle size 5 um, 15@.6 mm,
Rainin, U.S.A.),59-2 autosampler (Model As-100
HPLC Automatic Sampling System, Bio-Rad, U.S.)
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Table 1. Reproducibility on the calibration of moadtin
between 0.32 and 10 ng/m

Nominal #Observed _—
Unit  concentration concentration Reproducibility
ng/ml ng/ml CV%
0.31 0.3&0.005 1.3
0.63 0.5%0.038 6.5
1.25 1.230.136 11.0
2.50 2.4%0.053 22
5.00 5.0%0.087 17
10.00 10.080.424 4.2

2All values are expressed as me8&mD.
CV, coefficient of variation; CV mean value is 4.47%.
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