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LELIERE  Characteristic analysis methods for oligonucleotide therapeutics

Evaluations Analysis methods

Characterization LC/MS, MS-MS sequencing, melting temperature (UV/VIS), sodium counter-ion content, UV, FT-IR,
CD, 1D-NMR (*H, *C, F and *'P), DSC, TGA, 2D-LC/MS
Specifications
Identification IPRP-LC/MS, melting temperature (UV/VIS)
Purity IPRP-HPLC (non-denaturing/denaturing), AEX-HPLC (non-denaturing/denaturing)

Sodium counter-ion content

Assay UV absorption

Atomic absorption spectrophotometry, ICP-OES
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IR 2D-Liquid chromatograms of ON_1 (!D: AEX of ON_1; 2D: IPRP of Peak 3)
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Fragment Coverage Map
Ad-sTd-sGd-sGd-sAd-sTd-sTd-sCd-sAd-sGd-sAd-sGd-pTd-sCd-sAd-sGd-sAd-sGd-sTd-sCd (-8)
Average Structural Resolution = 1.0 residues

1 2 3 4 5 6 7 8 9 0 11 12 13 14 15 16 17 18 19 20
Ad- sTd- sGd- sGd- sAd- sTd- sTd- sCd- sAd- sGd- sAd- sGd- pTd- sCd- sAd- sGd- sAd- sGd- sTd- sCd
al8B[6-] (945.1)
al7-B[6-](890.1)

c15[6-] (816.1)

al4-B[5-] (872.1)

c12[4-](986.1)

w8[4-] (649.1)

b11[4-](884.3)

a8-B[3-](801.1)
a7-B[2-] (1042.1)

x9[4-]1(730.8)

w14[6-] (761.6)

z15(6-] (796.1)

17[6-] (911.4)

w19[8-] (778.6)

Color Code for Ion Intensity

>5.0e + 04

>1.2e+04

.m Fragment coverage map for PSPO impurity of peak 2 in Fig. 1
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B 1.C/UV chromatogram of ON_2 spiked sample
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B Mass spectra of the highest peak of ON_2 spiked sample (RT: 15.18 at Fig. 3)

o J =L o LGl E A R 0D T 7,
LELIEPA Monoisotopic masses of the components %UVI:U 7 Dgi‘z 7Tl @ﬁ&?” =5
in ON_2 spiked sample BROMMDOA 4 ¥ ot &7z (Fig. 4). fFohi

BEANXRIZ MLAETFAVARY) 2= 3 VAL, £/

Monoisotopic mass Monoisotopic mass

No  Component oneiSclopicmass Monoisoton 74 by o RO & A EHOHD & Bk
1 N+ (D) 7572.113 7572.116 ORGERE AT -7z (Table 2), &IZ, UV u=
2 FLP 7178.057 7178.056 b5 ATEE 5 FRNIE R BT B4+ AL
5 TSRO TI6ROT 162,079 A LI Ly RS b L TR AR A
e el 3 B W & B L 7454 B % T U CFLP,

6 N3 5996.852 5996.860 PSPO. N-1 (T) HLUN-1 ("C) OMxE (B %

ZThZnHH L7 (Table 3), 5%, Uvrua~ o

RN Relative contents of the components calculated by UV area percentage and relative ion intensity

No Component UV Area percentage MS Relative ion intensity Conversion factor Relative content
(%) (%) (%)

1 N+1 (T) 0.6 0.5 - 0.6

2 FLP 95.5 92.6 0.964 92.0

3 PSPO 3.5 0.036 3.5

4 N-1 (™C) 3.2 2.2 0.733 2.3

5 N-1 (T) 0.8 0.267 0.9

6 N-3 0.7 0.4 - 0.7
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