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Supporting Figure S1. Mass spectrometry based confirmation of the methylation status
of the RF1 variants. MS/MS spectrum of mRF1 (A) and RF1 (B) obtained after proteolytic
digestion of the proteins with Trypsin/Lys-C Mix (Promega). Mass analysis with MaxQuant
1.5.1.2 software as well as Proteome Discoverer 1.4 (Thermo Fisher Scientific) shows 100%
methylation on Glutamine 235 residue in mRF1 (m/z: 628.32) (A), while no methylation on
Glutamine 235 is seen in RF1 (m/z: 621.81) (B).
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Supporting Figure S2. Mass spectrometry based confirmation of the methylation status
of the RF2 variants. MS/MS spectrum of mRF2 (A) and RF2 (B). The sample treatment and
data analysis were done using the same methods as for the RF1 variants (Supporting Figure
S1). The mass analysis shows 100% methylation on Glutamine 252 residue in mRF2 (m/z:
655.85) (A); methylation of Glutamine 252 is totally absent in RF2 (m/z: 648.84) (B).
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Supporting Figure S3. Stopped-flow based fluorescent peptide release assay. The RC
programmed with a Met-Leu-Leu-XXX mRNA (where XXX refers to either UAA, UGA,
UAG stop codons or a UGG Trp codon) and with a peptidyl tRNA carrying BOP-Met-Leu-
Leu tripeptide in the P-site was prepared as described in Materials and Methods. Equal
volumes of RC and RF (variants) were mixed rapidly in a BioLogic (SFM-4000) micro
stopped-flow instrument and the time course of BOP-Met-Leu-Leu peptide release was
measured by monitoring BOP fluorescence, through a long pass filter of 590 nm. The red
curve presents the time course of BOP-Met-Leu-Leu peptide release by 20 uM RF2 on 0.1
MM RC with UAG codon in the A site. The black curve with insignificant fluorescence
change presents the time course without any RF, thereby confirming that the change in BOP
fluorescence (red curve) certainly indicates peptide release with the RFs.



