
Analysis of Pesticides in Animal Fluids by LC-MS-MS 

Instrumentation:  Agilent HPLC system with AB Sciex LC/MS/MS System 

Column:  Agilent ZORBAX Solvent Saver Plus Eclipse Plus Phenyl-Hexyl, 3.0 x 150 mm, 3.5 µm 

Elution Type:  Gradient 

Needle wash: 1:1:1:1 ACN/MeOH/IPA/H2O w/0.2% FA. 

Mobile Phase A:  5 mM ammonium acetate, pH 5.0 in 20:80 MeOH/H2O 

Mobile Phase B:  5 mM ammonium acetate, pH 5.0 in ACN 

Gradient Profile: 

Step No. Time (min) Pct A Pct B 

1 0 80 20 

2 0.5 80 20 

3 8.0 0 100 

4 10.0 0 100 

5 13.0 STOP STOP 

Post run: 4 min 

Total cycle time: 17 min 

Flow Rate:  0.3 mL/min 

Col. Temp:  30 °C 

Inj. Vol.:  10 µL 

Detection:  Tandem Mass Spec (MS-MS) @ amu (550 °C)    (Ctrl + Click to follow link) 

Detector Info:  AB Sciex API 4000    (Ctrl + Click to follow link) 

MS Conditions 

Source: Positive ESI 

Nebulizer: 40 psig 

Gas flow: 10 L/min 

Gas temp: 350 °C  

Vcap: 4000 V 

MRM:  Instrument Acquisition Data Used for the Analysis of 13 Pesticides: 
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Sample Preparation:   

Samples were extracted and cleaned using dispersive SPE. The tubes were capped tightly and vortexed for 
1 min. The tubes were centrifuged. A 200 µL aliquot of extract was transferred into an autosampler vial. 
An aliquot of 10 µL 1% FA in ACN was added immediately. Then 800 µL of water or appropriate standard 
solutions (prepared in water) were added. The samples were capped and vortexed thoroughly for 
LC/MS/MS analysis. 
 
Linearity and limit of quantification (LOQ): 
The linear calibration range for all of the pesticides tested was 5–250 ng/g. Calibration curves, spiked in 
matrix blanks, were made at levels of 5, 10, 50, 100, 200, and 250 ng/g. Triphenyl phosphate (TPP) was 
used as an internal standard at 100 ng/g. A 5 ng/g quantification limit LOQ (5 ppb) was established for all 
of the pesticides. 
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