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Supplementary Materials & Methods
Sample processing and LC-MS/MS method

A 0.1 mL aliquot of plasma sample or BAL fluid was transferred into a capped
centrifuge tube, and then mixed with 0.1 mL of acetonitrile. After vortexing (1 min)
and centrifuging (12000 x g, 10 min), the supernatant was filtered through a 0.22 pm
nylon syringe filter and collected into a sample vial for concentration determination.
The drug concentration analyses were performed using a HPLC-ESI-MS/MS system
(Agilent 1200 HPLC system; Agilent Technologies, Santa Clara, CA, USA; APl 4000
triple quadrupole mass spectrometer; Applied Biosystems, Carlsbad, CA, USA)
equipped with a short column (Waters Symmetry C18, 2.1x50 mm, 3.5 pm). The
injection volume was 5 pL, and column temperature should be maintained at 30 °C.
The mobile phase consisted of (A) acetonitrile and (B) 0.1% formic acid in water
containing 2 mM ammonium acetate using a gradient elution with a flow rate of 200
uL/min: 0-0.5 min (5% A), 0.5-3.5 min (5-85% A), 3.5-4.0 min (85% A), 4.0-4.5 min
(85-5% A), 4.5-11 min (5% A). The total run time was 11 min. The mass conditions
were as follows: ionspray voltage, 5000 V; curtain gas, 20 psi; nebulizer gas, 55 psi;
collision gas, 20 psi; source temperature, 600 °C. lon transitions of m/z 377.2—333.2
and 377.2—276.1 were chosen for multiple reaction monitoring (MRM) experiments
in positive mode. The correlation coefficients (r) were above 0.999 in the linear range
of 0.01-0.5 pg/mL. All samples that had concentrations above 0.5pug/mL were diluted
proportionally prior to extraction with acetonitrile. The limit of quantification (LOQ)

and detection (LOD) were 0.01 and 0.005pg/mL, respectively. Mean extraction



recoveries from the five replicate assays were 88.9 + 7.96%, 91.2 + 7.05% and 96.7 +
5.71% at spiked drug concentrations of 0.02, 0.2, and 2 pg/mL, respectively. The
intraday coefficients of variation for replicate control samples (n = 5) within these
concentration ranges varied from 2.2 to 8.7%, and the interday coefficients of

variation ranged from 5.9 to 9.7%.

Supplementary Table

Table S1. Protein binding of antofloxacin in murine plasma at three spiked levels #

Spiked levels (mg/L) Binding (%) °
0.05 18.6 + 2.38
0.5 20.2 +0.72
5 22.3+1.02

#Values are means + standard deviation; n = 3.
®The plasma protein binding of antofloxacin is 20.3% for mice determined in the
present study, which was similar to the values of 17.5% for humans (1, 2).
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