Population pharmacokinetics of levodopa/carbidopa microtablets in
healthy subjects and Parkinson’s disease patients
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Bioanalysis

The methods used were validated in agreement with the ICH Validation of Analytical Procedures® and
the Guideline on Bioanalytical Method Validation?.

Levodopa/carbidopa microtablets in healthy subjects (Study 1 and 3)3#

Blood samples were immediately centrifuged (10 min, 3100 rpm) after collection in EDTA tubes
containing 143 IU of heparin. The samples were stored frozen (-75°C) until analysis after addition of 50
pL 10% sodium metabisulfite solution. The plasma samples were thawed, and after protein precipitation,
the plasma concentrations of levodopa and carbidopa were determined (limits of quantification (LOQ)
were 12 and 15 ng/mL respectively) (Supplementary Table 1).

Levodopa/carbidopa microtablets in patients (Study 2)°

Collected blood samples (in EDTA tubes) were stored on ice, centrifuged within 1 hour (20 min, Sorvall
SL50T, 3900 rpm), and stored frozen at —80 °C until analysis. The plasma samples were thawed, and
after protein precipitation, the plasma concentrations of levodopa and carbidopa were determined (limits
of quantification (LOQ) were 10 and 20 ng/mL respectively) (Supplementary table 1). The analysis was
conducted at The Department of Pharmacology, University of Gothenburg, Sweden.

Supplementary Table 1. Bioanalysis equipment

Study 1 and 3 Study 2

Chromatography HPLC (2250 Bischoff) HPLC (Dionex Ultimate 3000 pump)

Detector Coulochem Il multi-electrode detector ESA Waters 450 amperometric detector
(Chelmsford, Mass)

Column C18-AQ particle size 5 pum guard column C18 reverse phase column (Onyx) 2.0 mm x 200
(Reprosil-Pur) mm

Mobile phase 100-mmol/L sodium dihydrogen 50 mmol/L phosphate buffer, pH 2.88 with
orthophosphate, pH 3.0, containing 0.5- EDTA 10 mg/L, methanol 4.0%, acetonitrile
mmol/LOSA, 1.5% and 1-octanesulphonic acid 100 mg/L

1-mmol/L EDTA,
and 7% methanol
Tray cooling +5°C +4 °C
HPLC, High performance liquid chromatography; UPLC, Ultra performance liquid chromatography.
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