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Comprehensive Separation of Glycerophospholipids by Nexera-e
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Phosphatidylglycerol (PG), Phosphatidylethanolamine
(PE), Phosphatidylinositol (Pl), Phosphatidylserine (PS),
Phosphatidylcholine (PC)
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Improved Analytical Workflow for Phospholipids by Nexera-e and Co-Sense for Impurities
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Analytical Conditions for Phospholipids on 1D Separation

Column : L-Column2 ODS (100mm L. X 1.5mm |.D., 3 um)

Mobile Phase

: A:MeOH / Water / Acetic Acid / 28 % Ammonia = 80/ 20/ 0.05 / 0.05 (v/v/v/v)

B: 2-Propanol / Acetic Acid / 28 % Ammonia = 100/ 0.05 / 0.05 (v/v/v)
Time Program : B Conc. 0% (0-5 min) = 55 % (20 min) — 90 % (22 - 25 min) — 100 % (25.1 - 30 min)

— 0% (30.1 - 35 min)

Flow Rate : 015 mL/min
Column Temp. :40°C
Detector . Shimadzu LCMS-8050 (ESI positive, MRM)
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1D Reversed Phase Separation of Phospholipids
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2D Plot of Whole Positive MRM Transitions of Phospholipids
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Fine Separation of PG and PS Fraction in Glycerophospholipids by
Co-Sense for Impurities
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Table 2 #5&tF (Co-Sense for Impurities)
Analytical Conditions for Co-Sense for Impurities

[Column1]

: Shim-pack XR-SIL (100 mm L. X 3.0 mm I.D., 2.2 pm)

Mobile Phase : A:lsooctane / Acetone / Ethyl Acetate / Acetic Acid =40/40/20/0.03 (v/v/v/v)
B:Isooctane / 2-Propanol / Water / Acetic Acid / Ethanolamine =40/51/9/0.03 / 0.03 (v/v/v/v/v)
Time Program : B Conc. 40 % (0 min) = 50 % (2.5 min) = 100 % (5 - 7.5 min) = 40 % (7.6 - 16.5 min)

Flow Rate 0.6 mL/min
Column Temp. : 40°C
Fraction Time : PG (1.1-1.8min) PS(16-20 min)

[Column2] : COSMOSIL Guard Column HILIC (10 mm L. X 2 mm .D., 5 pm)
Mobile Phase : Acetonitrile

Flow Rate : 54 mL/min
[Column3] : L-=Column2 ODS (100 mm L. X 1.5 mm .D., 3 um)

Mobile Phase

: A: Methanol / Water / Acetic Acid / 28 % Ammonium Hydroxide =80 /20 /0.1 /0.1 (v/v/v/v)

B: 2-Propanol / Acetic Acid / 28 % Ammonium Hydroxide = 100 /0.1 / 0.1 (v/v/v)
Time Program : B Conc. 0% — 60 % (2 min) = 90 % (4 - 8 min) — 0 % (8.1 min)

Flow Rate :0.15 mL/min

Detector

: Shimadzu LCMS-8050 (ESI negative, MRM)
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Comparison of 1D Reversed Phase and Co-Sense MRM Separations of PG (16:0-18:1) and PS (18:1-18:1)
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