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High Performance Liquid Chromatography
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High Sensitivity Profiling of Glycans in Antibody Drugs Using RF-20Axs
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Sensitivity and Linearity of the Detectors in PA-Glycan Analysis
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Analytical Conditions

RF-20AXxs
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Chromatograms of 10 fmol PA-Glycan

Instrument Nexera X2
Column Shim-pack XR-ODS Il
(50 mmL.x2.0mmI.D., 1.6 pm)
Mobile Phase A) 20 mmol/L Ammonium Formate
0.0095% (v/v) Formic Acid-Water (pH 4.5)
B) 20 mmol/L Ammonium Formate
0.0095% (v/v) Formic Acid-Methanol
A/B=95/5 (v/v)
Flowrate 0.5 mL/min
Column Temp. 40°C

Detection
Injection Vol.

RF-20Axs (Ex =320 nm, Em =400 nm)
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Analysis of Glycans in Antibody Drugs
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Sample (Antibody drugs)

v

Ultrafiltration
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Tryptic digestion
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Extraction of glycans by Glycopeptidase F
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Purification of glycans by Blot Glyco ..
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Pyridylamination
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UHPLC

*Blot Glyco : SUMITOMO BAKELITE CO., LTD.
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Analytical Conditions

Instrument

Nexera X2
Column Aeris™ PEPTIDE XB-C18
(150 mm L. x 2.1 mm L.D., 1.7 um)
Mobile Phase

A) 20 mmol/L Ammonium Formate

0.0095% (v/v) Formic Acid-Water (pH 4.5)
B) 20 mmol/L Ammonium Formate

0.0095% (v/v) Formic Acid-Methanol
B Conc.0% (0 min)—5% (60 min)

—10% (70 min)—100% (70.01 min—80 min)
—0% (80.01 min—90 min)

Time Program
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Sample Preparation
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Flowrate ;04 mL/min
ColumnTemp. : 40°C
Detection RF-20Axs (Ex = 320 nm, Em =400 nm)
InjectionVol. : 3puL
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Chromatograms of PA-Glycans from Antibody Drugs
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