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[Analytical conditions] FLP —
Column: L-column3 C18, 2 ym; Size: 2.1 mm L.D., 50 mm L.
Flow rate: 0.5 mL/min; Temp.: 40°C, 50°C, 60°C
Detection: UV 265 nm; Inj. vol.: 1 pL (10 pmol/L each) |
Eluent: A: CH3CN/100 mmol Lt TEAA in H20 pH 7 (20/80) 10 15 20
B: 100 mmol L™ TEAA in H20 pH 7 T,me (m,n) Time (min)
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[Durability test conditions] [Analytical conditions]
Column: C18, 3 pm; Size: 2.1 mm I.D., 50 mm L. Column: L-column3 C18, 2 ym; Size: 2.1 mm I.D., 100 mm L.
Flow rate: 0.2 mL/min; Temp.: 60°C Flow rate: 0.2 mL/min; Temp.: 60°C
Detection: UV 265 nm; Inj. vol.: 1 pL (20 pmol/L each) Detection: UV 265 nm; Inj. vol.: 1 pL (10 pmol/L each)
Eluent: A: CH3CN TEAA: A: CH3CN/100 mmol L™t TEAA in H20 pH 7 (20/80)
B: 100 mmol L* TEAA in H20 pH 7, Gradient elution B: 100 mmol L™t TEAA in H20 pH 7
- A%, 40-90% (0-20 min)
Application No.L3038 HFIP: A: CH3OH
B: 400 mmol Lt HFIP, 15 mmol L™! TEA in H20
L-column3id A%, 10-28% (0-20 min) GACT
—Ccolumn A%, 10-30% (0-20 min) ALIL
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[Analytical conditions]

Column: L-column3 C18, 2 ym; Size: 2.1 mm I1.D., 50 mm L.

Flow rate: 0.2 mL/min; Temp.: 60°C

Detection: UV 265 nm; Inj. vol.: 0.2 pL (10 pymol/L each)

HFIP: A: CH30H/400 mmolL™* HFIP, 15 mmol L™ TEA in H20 (50/50)
B: 400 mmol L™* HFIP, 15 mmol L™* TEA in H20

Application No.L3059, No.L3060
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Y. Obata, H. Sakamaki, J. Chromatogr. A 1750 (2025) 465915.

A4 KL : Improving the chromatographic separation of phosphorothioate
oligonucleotide from impurities by optimizing selectivity through
mobile-phase conditions in Ion-pair reversed-phase high-performance liquid
chromatography
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[Analytical conditions]

Column: L-column3 C18, 3 ym; Size: 2.0 mm I1.D., 250 mm L., Metal-free
Flow rate: 0.2 mL/min

Eluent: CH3CN/10 mmol L't TBA, Heptanoic acid in H20 pH 7 (45/55)
Sample: CpG ODN K3; Inj. vol.: 1 pL (1 mg/mL)
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[Analytical conditions]

Column: L-column3 C18, 2 ym; Size: 2.0 mm I1.D., 150 mm L., Metal-free

Flow rate: 0.2 mL/min; Temp.: 60°C

Detection: UV 265 nm

Inj. vol.: 1 pL (NUS 100 pmol/L)

Eluent: A: CH3CN/10 mmol L1 TBA, Heptanoic acid in H20 pH 7 (50/50)
B: 10 mmol L™t TBA, Heptanoic acid in H20 pH 7
A%, 88-94% (0-30 min)
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[Analytical conditions]
Column: L-column3 C18, 2 ym; Size: 2.1 mm L.D., 50 mm L.
Flow rate: 0.2 mL/min; Temp.: 60°C
Detection: UV 265 nm; Inj. vol.: 0.2 pL (10 pmol/L each)
Eluent: A: CH3CN
B: 10 mmolL™! TBA, Heptanoic acid in H20 pH 7
A%, 43-45% (0-20 min)
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