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Introduction

The use of dried blood spots (DBS) technology for clinical
and pharmacokinetics studies has advantages compared to
conventional plasma sampling because it allows sampling
of small blood volumes, easy sample shipping and storage,
and removes many concerns related the handling of
biohazardous materials. Compared with offline hole
punching and manual extraction methods, the fully

Experimental

Sample Preparation

Calibration standards were prepared by spiking clozapine,
and its metabolites at 0.5 to 10000 ng/mL in rat whole
blood. Calibration standards were spotted onto Prolab DBS
cards in triplicate and dried overnight before analysis. The
deuterated d4-clozapine was used as internal standard.

Results and Discussion

Method Development

The separation of matrix components and washing of the
trapping columns are key to development of a sensitive
method. Method development takes place in several phases
to establish optimal parameters for online extraction (Figure
3) , LC/MS analysis (Figure 4), and DBS timers (Figure 5) .

Sensitivity

The limit of quantitation (LOQ) is 0.5 ng/mL for clozapine,
norclozapine, and clozapine-N-oxide, in rat whole blood,
with a S/N ratio > 30:1 (Figure 6). Excellent and
reproducibility of both retention time and peak area
response was obtained at the LOQ level.

Results and Discussion
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