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2. Syntheses of nH-4 Compounds
The syntheses and characterization of the nH-4 compounds has been previously reported. (1)
The 2H-4 compound was also synthesized via an optimized route:

The peptoid backbone, 2P-4, was synthesized according to a previously reported route.(1)

or

N
i) DMF/H,0 1:1 HNQ QNV
Et3N =N HN

2H-4

Scheme S-1: Optimized synthetic route for 2H-4.

A mixture of resin bound 2P-4 (20 mg, 0.034 mmol), Hoechst azide (200 mg, 0.34 mmol),
catalyst | (2) (3 mg, 0.01 mmol) and EtsN (135 pl, 0.001 mmol) was suspended in N,N-dimethyl
formamide (DMF; 0.5 mL) and water (0.5 mL) in a microwave reaction vessel. The reaction was
microwaved at 110 °C for 2 h, after which the resin was isolated and washed with DMF. The
clean resin was suspended in a 1:1 mixture of trifluoroacetic acid (TFA) : dichloromethane (DCM)
(3 mL) and stirred for 30 min. The solution was drained and the sequence was repeated. The
combined filtrate was concentrated and then purified using reverse phase HPLC (20-100%

Methanol/H,0 + 0.1% TFA over 60 min). A total of 5.4 mg of 2H-4 was isolated; 9% yield.
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3. Representative Autoradiograms for Improvement of Splicing Defects in a Cellular Model
System

A. cTNT Splicing

— 2H-4 —'—— 3H-4 —— 4H-4 —— 5H-4 — None
+Exon5 —> “‘....'. ‘.“.,..-‘ “‘. -.
-Exon5 — | 4 . - L.

i As.ssaal .
CUG Repeats + + + + + + + + + 4+ + o+ + -
Concentration (uM) 25 5 25 50 10 5 50 10 5 50 10 5 - -

Figure S-1: Representative gel autoradiogram that shows the rationally designed nH-4 compounds

improve splicing defects in a cell culture model of DM1. Hela cells were co-transfected with a DM1 mini-

gene that encodes 960 interrupted CTG repeats (3) and a cTNT alternative splicing mini-gene.(3)
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B. The nH-4 compounds do not affect cTNT splicing in the absence of r(CUG) repeats
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Figure S-2: Representative gel autoradiogram that shows the rationally designed nH-4 compounds do not
affect cTNT splicing when expanded r(CUG) repeats are absent. Hela cells were co-transfected with a

mini-gene that encodes five CTG repeats (3) and a cTNT alternative splicing mini-gene.(3)
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C. The nH-4 compounds do not affect the alternative splicing of a pre-mRNA that is not
controlled by MBNL1 (PLEKHH?2).
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Figure S-3: Representative gel autoradiogram that shows the rationally designed nH-4 compounds do not
affect splicing of pre-mRNAs that are not controlled by MBNL1. Hela cells were co-transfected with a
DM1 mini-gene that encodes 960 interrupted CTG repeats (3) and a PLEKHHZ2 alternative splicing mini-

gene.(4)
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