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HIGH PERFORMANCE LIQUID CHROMATOGRAPHY
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High Speed with High Resolution Analysis (Part 14)
Analysis of Lutein and Zeaxanthin
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Analysis of a Standard Solution
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Zeaxanthin
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Structures of Lutein and Zeaxanthin

Table 100000
Analytical Conditions

Column : Shim-pack XR-ODS (75 mmL. x 3.0 mml.D., 2.2 um)
: Shim-pack VP-ODS (150 mmL. x 4.6 mml.D., 4.6 um)
Mobile Phase : A : Methanol/Tetrahydrofuran/Water= 45/30/25(v/v/v)
B : Tetrahydrofuran
Time Program : (XR-ODS)
B conc. 0 % (0.00-4.50 min)—100 % (4.51-5.50 min)
—0 % (5.51-7.50 min)
(VP-ODS)
B conc. 0 % (0.00-15.50 min)—100 % (15.51-20.00 min)
—0 % (20.01-25.00 min)
Flow Rate : 0.8 mL/min (XR-ODS), 1.0 mL/min (VP-ODS)
Injection Vol. :2uL (XR-ODS), 5uL (VP-ODS)
Column Temp.: 50°C
Detection : SPD-M20A at 450 nm
Flow Cell : Semi-micro Cell (XR-ODS)
Conventiona Cell (VP-ODS)

Shim-pack VP-ODS (150 mmL. x 4.6 mml.D.)
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Chromatograms of a Standard Mixture of Lutein and Zeaxanthin
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Analysis of Dietary Supplement
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Sample solution 1 mL

Saponification (30 min,70 °C)
\
Cooling (5 min)

<— Tetrahydrofuran 10 mL

<— 3 % Pyrogallol-ethanolic solution 10 mL
<+— 1% NaCl 0.5 mL
<+— 60 % KOH 1.0 mL

mAU <«— Ethyl acetate / Hexane (1:9) 15 mL
150 | <+— 1% NaCl 22.5 mL
] B Peaks Shaking‘ (5 min)
125 ] 1. Zeaxanthin Centrifugation
2. Lutein
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Chromatogram of Dietary Supplement Sample Preparation
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Spectra of Lutein and Zeaxanthin
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3-D Plot of Dietary Supplement
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