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A Schematic for OTS964 induced
intron retention qPCR validation

Figure S2

B validation of 0TS964
induced intron retention
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Reagents and conditions: a) NaOMe, DMSO, RT, 3 h, 62%; b) Me2Zn, Pd(dppf)CI2, DCM, dioxane, 55 °C, 2 h, 68%; c) Fe,
AcOH, RT, 2 h, crude product employed for next step; d) SOCI2, DCM, reflux, 4 h, then Et3N, DCM, RT, 4 h, 65%; €) (BOC)20,
DMAP, DCM, RT, 4 h, 71%; f) Pd(PtBu)3)2, KOAc, DMA, 150 °C, 4 h, 47%; g) 1,3-dibromo-5,5-dimethylhydantoin, H2SO4, 0 °C
-> RT, 1 h, crude product employed for next step; h) Pd(dppf)Cl2, DCM, dioxane, 85 °C, 15 h, 38%; i) 4N HCI in dioxane, RT, 2 h,
17%; j) BBr3, DCM, RT, 15 h, 37%

MEL-495: LCMS: m/z = 383.08 [M+H] +, 98.88% (1.55 min); 1H NMR [400 MHz, DMSO-d6]: 8.31 (s, 1H), 7.69 (d, J = 5.6 Hz,

1H), 7.40 (d, J = 6.8 Hz, 2H), 7.20 (d, J = 8.4 Hz, 2H), 5.77 (d, J = 5.6 Hz, 1H), 3.167 (s, 1H), 2.98-2.91 (m, 4H), 2.46 (s, 3H),
1.33 (d, J = 6.4 Hz, 3H)

B Synthesis of racemic boronic ester intermediate 15
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Reagents and conditions: k) p-toluenesulfonylmethylisocyanate, KOtBu in tBuOH, DME, 0 °C -> RT, 3 h, crude product
employed for next step; |) BH3, DMS, THF, reflux, 0.5 h, crude product employed for next step; m) (BOC)20, TEA, DCM, RT, 2 h,
44%:; n) bis(pinacolato)diboron, KOAc, Pd(dppf)CI2, dioxane, 90 °C, 15 h, 84%
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A Synthesis of MEL-495R
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Reagents and conditions: o) Pd(dppf)Cl2, NaHCO3, dioxane, H20, 85 °C, 15 h, 41%; p) 4M HCI in dioxane, RT, 8 h, 59%; q)
BBr3, DCM, RT, 15 h, 3%

MEL-495R: LCMS: m/z = 383.15 [M+H] +, 95.45% (2.14 min); 1H NMR [400 MHz, DMSO-d6]: 8.31 (s, 1H), 7.69 (d, J = 5.6 Hz,

1H), 7.40 (d, J = 7.2 Hz, 2H), 7.20 (d, J = 8.4 Hz, 2H), 5.77 (d, J = 5.6 Hz, 1H), 2.97-2.90 (m, 3H), 2.54-2.32 (m, 3H), 1.33 (d, J =
6.40 Hz, 3H)

B Synthesis of enantiopure boronic ester intermediate 15R
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Reagents and conditions: r) (CF3C0O)20, DCM, 0 °C, 1.5 h, crude product employed for next step; s) 1,3-dibromo-5,5-dimeth-
ylhydantoin, MeSO3H, RT, 14 h, 90%; t) NaOH, MeOH, H20, 5 h, 40 °C, 14 h, 87%; u) (BOC)20, TEA, CHCI3, RT, 18 h, 69%;
V) bis(pinacolato)diboron, KOAc, Pd(dppf)CI2, dioxane, 90 °C, 15 h, 64%
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