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Supplementary Figure S1. The fidelity of in vitro transcription with inosine is very high. Using
RT-PCR and amplicon-seq the rate of mis-incorporation of other nucleotides instead of inosine
was tested. The frequency of all nucleotides detected at positions with inosine is given. n=11,

error bars = s.e.m.



Supplementary Table S1. All measured peak intensities for the detected peptides after in vitro
translation, affinity purification, and mass spectrometry of inosine-containing codons. Sample#:
number of sample, reflects also the order of measurement. Codon: inosine-containing codon.
Decoding/Interpretation: Codon (either A, U, G), truncation (truncated peptide), STOP (Stop-
codon), carryover (in 3 samples a peptide from the previous run was detected. For these three
samples we have analyzed the wash runs between samples and could detect the peptide-signal
with decreasing intensities, strongly arguing for carryover). Peptide: peptides detected. Summed
peak intensities (log2) using Skyline (the summed intensities of all fragments that could be
assigned to the respective peptide, log2).

Summed peak
Sample# | Codon Decodmg/. Peptide Intensities Remarks
Interpretation (log2)

using Skyline

1| AIC AGC SSFYSLTSSSNISK 32.34
2| CIA CGA SSFYSLTSRSNISK 32.26
3| Cl CGG SSFYSLTSRSNISK 34.49
Cli truncation SSFYSLTS* 30.88
4 | UIA STOP SSFYSLTS* 29.2
5| IUA GUA SSFYSLTSVSNISK 33.62
IUA truncation SSFYSLTS* 29.49

6 | IAA GAA SSFYSLTSESNISK 33.16
I1AA AAA SSFYSLTSK 27.33
IAA truncation SSFYSLTS* 29.01

7 |1CC GCC SSFYSLTSASNISK 33.24
ICC ACC SSFYSLTSTSNISK 25.39
ICC truncation SSFYSLTS* 28.06

8 | IAU GAU SSFYSLTSDSNISK 34.23
IAU truncation SSFYSLTS* 29.09

9| ICU GCU SSFYSLTSASNISK 33.78
ICU ACU SSFYSLTSTSNISK 24.54
ICU truncation SSFYSLTS* 28.44
10 | All AGG SSFYSLTSRSNISK 33.97
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Supplementary Dataset S1. Representative spectra for all detected peptides. Spectra (taken
from MaxQuant) are shown. If the same peptide occurred in multiple samples, one spectra was
randomly chosen.
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