L-column3 Application Data Sheet for LC CERI

Application No. L3060
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Analysis of phosphorothioate oligonucleotides such as volanesorsen
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Key words : IP-RP HPLC, Phosphorothioate oligonucleotide, volanesorsen

Column : L-column3 C18 (USP category: L1)

[ Analytical conditions ]
Column 1 L-column3 C18 (2 pm, 12 nm); 2.1 mm I.D. x 50 mm L.; Cat. No. 813140
Eluent 1 A: 400 mmolLt HFIP, 15 mmolL-! triethylamine in H,O
B: 400 mmolL-t HFIP, 15 mmolL! triethylamine in {H,O/CH;0H (50/50)}
A/B, 55/45-35/65 (0-20 min)

Flow rate ;0.2 mL/min

Temperature . 60C

Detection : UV 265 nm

Injection volume : 0.2 pL

System : NEXERA XR (SHIMADZU CORPORATION)
Mixer volume ;180 pL

Sample : VOL, VOL (n - 1) each 10 pmolL in H,0

Table Sequences and modification of PS oligonucleotides
Sample Sequences (5'-3")
VOL A/\G/\C/\U/\U/\Mec/\t/\t/\g/\t/\MeC/\Mec/\a/\g/\Mec/\U/\U/\U/\A/\U

VOL (n - 1) A/\G/\C/\U/\U/\MeC/\t/\t/\q/\t/\Mec/\Mecl\a/\q/\MeC/\U/\U/\U/\A
Upper- and lower-case letters indicate 2'-OH RNA and 2'-H DNA nucleotides, respectively.
“~": PS linkage, under lines: O-methoxyethyl nucleotides, MeC: 5-methyl cytosine, MeU: 5-
methyl uracil, n — 1: 3’ (n - 1) truncated sequence.
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Fig. Chromatogram of VOL and VOL (n - 1)
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