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Fig. 1 Flow Diagram of Analytical/Preparative LC-MS During
Fractionation
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Fig. 2 Flow Diagram of Analytical/Preparative LC-MS During
Analysis

High Performance Liquid Chromatography
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High Efficiency in Workflow from Preparative HPLC to Analytical
HPLC by Nexera™ Prep System

Table 1 Configuration of Splitter Piping Used for LC-MS Trigger
Fractionation

Pipe No. Pipe1 Pipe2 Pipe3 Pipe4 Pipe5 Pipe6 Pipe7
Material PEEK  PTFE PEEK  PEEK PEEK PEEK  PEEK
Diameter
(mm) 0.25 1.0 0.025 0.25 0.13 0.13 0.13
length 455 6000 40 1000 900 60 480
(mm)
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Table 2 Fractionation Conditions (Preparative LC-MS Flow Line)
Prep conditions

Scepter™  C18(particle

Column : Shim-pack Scepter C18 (75 mm L. x 30 mm LD, 5 pm)
Mobile phase : A: water (containing 1%(wt/v) formic acid)

B: acetonitrile (containing 1%(wt/v) formic acid)
Flow rate : 40 mL/min
Makeup 1 1.5 mL/min (methanol)

Time program : B conc. 10% (0 min) = 90% (6-8 min)

Column temp. : Ambient
Injection vol. : 1000 pL

(containing 10 mg/mL for each compound)
Detection : UV 250 nm (prep cell)

MS (Posi. Nega. Scan m/z 50 - 1000)
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Fig. 3 Preparative Chromatograms of 2 Drugs
(Top: UV Detector Chromatogram, Bottom: LC-MS Chromatogram)
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Table 3 Analytical Conditions (Analytical LC-MS Flow Path)
Analytical conditions

Column : Shim-pack Scepter C18
(50 mm L.x 4.6 mm LD,, 3 pm)
Mobile phase : A: water (containing 1%(wt/v) formic acid)
B: acetonitrile (containing 1%(wt/v) formic acid)
Flow rate ¢ 2.5 mL/min
Time program  : B conc. 10% (0 min) = 90% (2-3 min)
Column temp. : Ambient
Injection vol. sl

Detection : UV 250 nm (prep cell)

MS (Posi. Nega. Scan m/z 50 - 1000)
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Fig. 4 Reanalysis Results of Fraction A (Ketoprofen)
(Top: UV Detector, Bottom: MS Spectrum of Detected Peak)
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Fig. 5 Reanalysis Results of Fraction B (Indomethacin)
(Top: UV Detector, Bottom: MS Spectrum of Detected Peak)

Table 4 Purity of Target Compounds Contained in Fractions
(Area Normalization, UV 250 nm)

Area %
Ketoprofen* 99.8
Indomethacin 99.9

* Because the peak intensity was near the saturation point, the area
normalization value is a reference value.
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) SHIMADZU | shimadzu Scientific Korea Corp.
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