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Table S1. L-ASO conjugates: reaction conditions for formation of amide bond and ESI-MS analyses

Efficiencyc Molecular Mass, Da¢
L (ASO 51)2 Conditions ® (%) ¢
Calc.[M]  Exp. [M]

5-UDC 1 (10 eq.), DIPEA (40 eq.) in DMSO (1 mL), 60 min. 83 7633.66 7631.84
5-HDC 2 (10 eq.), DIPEA (40 eq.) in DMSO (1 mL), 60 min. 81 7633.66 7632.64
5-DH 3 (10 eq.), DIPEA (40 eq.) in DMSO (1 mL), 60 min 52 7570.35 7566.24
5-EP 4 (10 eq.), DIPEA (40 eq.) in DMSO (1 mL), 60 min 53 7544.46 754791
5-N-UDC 8 (10 eq), DIPEA (40 eq.) in DMSO (1 mL), 60 min. 20 7733.70 7735.95
5 DH-N-UDC 10_ (10 eq.), DIPEA (40 eq.) in DMSO (1 mL), 60 15 7943.50 7946.4

min.

i) Succinic acid (20 eq.), HBTU (20 eq.), DIPEA (40 62 7840.90 7839.01
5’-N-TUDCA eq.) in DMF (1 mL), 40 min.; ii) 12 (20 eq.), HBTU

(20 eq.), DIPEA (40 eq.) in DMF (1 mL), 40 min.
5-UDC 68% PS 1 (10 eq.), DIPEA (40 eq.) in DMSO (1 mL), 60 min. 80 7521.10 7521.08
5-UDC 53% PS 1 (10 eq.), DIPEA (40 eq.) in DMSO (1 mL), 60 min. 79 7489.35 7487.60
5-UDC 42% end-PS 1 (10 eq.), DIPEA (40 eq.) in DMSO (1 mL), 60 min. 81 7457.25 7457.78
5-UDC 42% PS 1 (10 eq.), DIPEA (40 eq.) in DMSO (1 mL), 60 min. 80 7457.25 7459.34
5-UDC 32% PS 1 (10 eq.), DIPEA (40 eq.) in DMSO (1 mL), 60 min. 78 7425.15 7427.92
5,3"-bis-UDC 1 (10 eq.), DIPEA (40 eq.) in DMSO (1 mL), 60 min. 68 8203.41 8202.64

2 All synthesized ASO 51 were full-length 2’-OMe and full-length PS unless stated otherwise and contained the
following sequence: 5-UCAAGGAAGAUGGCAUUUCU-3'. b All reactions were performed at 7 umol scale and
room temperature by using ssH-ASO 51-S or ss-H-ASO 51 3’-UDC (in the case of 5,3’-bis-UDC ASO 51). ¢
Calculated on UV areas measured at wavelength of 260 nm, of conjugated full-length sequences versus
unconjugated ones including failures. ¢ According to ESI-MS in the negative ions mode.



5" UDC-ASO 51
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Figure S1: 5'-UDC-ASO 51 ESI-MS spectrum
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Figure S2: 5-HDC-ASO 51 ESI-MS spectrum



5’-DH-ASO 51
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Figure S3: 5'-DH-ASO 51 ESI-MS spectrum

5-EP-ASO 51
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Figure S4: 5-EP-ASO 51 ESI-MS spectrum
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Figure S5: 5'-N-UDC-ASO 51 ESI-MS spectrum



5’-DH-N-UDC-ASO 51
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Figure S6: 5'-DH-N-UDC-ASO 51 ESI-MS spectrum
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Figure S7: 5'-N-TUDCA-ASO 51 ESI-MS spectrum
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5’-UDC-ASO 51-68% PS
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Figure S8: 5'-UDC-ASO 51-68% PS ESI-MS spectrum
’ 0
5-UDC-ASO 51-53% PS
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Figure S9: 5'-UDC-ASO 51-53% PS ESI-MS spectrum
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Figure 510: 5'-UDC-ASO 51-42% end-PS ESI-MS spectrum
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Figure S12: 5"-UDC-ASO 51-32% PS ESI-MS spectrum
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8064

L1171.2472
1171.4360

11718879

1174.2062
1227.0238

1004 1170
1170.6178.]
1024.6069
1024 9957
1170.4918
1170.2400
1024.6179
170,051
4
10238623
1025.4993
10234215
819.5353 0261919 1168.9807
1027 8289 11630005
784.3338
1123.3380
o
750 800 as50 900 950 1000 1050 17100 1150

1200

1250

1366.1414 .|
1365.9525

13855121

1283.0500

1300

1350

1366 6450

1367.6523

13700441
s

14322974

1400 1450

Figure S13: 5°,3’-bis-UDC-ASO 51 ESI-MS spectrum
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RT-PCR 35 cycles
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Figure S14: Original images for RT-PCRs performed with primers DMDex50F and

DMDex54R



