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Supplemental Table 1. Melting temperature values for first transitions for wild type
(mt)pre-tRNAs and (mt)pre-tRNAe mutants.

human mitochondrial pre- Tml (°C) Tm2 (°C)
tRNA
(mt)pre-tRNALeU(UUR) 28.7 +0.1 -
(mt)pre-tRNAMet 326+1.1
(mt)pre-tRNA'e 47.7+1.6
A4269G 404 +54 49.3 £+1.0
A4317G 42.5+0.9 56.2 +0.5

C4320U0

27.7+3.7

475+ 0.4



Supplemental Figure 1.
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Supplemental Figure 1. A. Representative curves with fitting from fluorescent polarization
binding (A-C) and single turnover assays (D-F). Wild type and a mutant (mt)pre-tRNA binding in
the function of MRPP3 concentrations were measured in the presence of 150 nM MRPP1/2 and
using standard binding assay conditions (see Methods). Single turnover cleavage of a wild type
and a mutant (mt)pre-tRNA were obtained using standard cleavage assay conditions. Plots were
generated by Prism 8.1.0.
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Supplemental Figure 2. Representative UV melting curves for the investigated pre-tRNAs used
in this study. Plots were generated by Prism 8.1.0.
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Supplemental Figure 3. Examples of fitting data from UV melting experiments by fitUVData.py
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Supplemental Figure 4. Native polyacrylamide gel electrophoresis (PAGE) of selected mutant
(mt)pre-tRNA investigated in this study. Note that left panel is the image of the same

overexposed gel as in the right panel. This overexposure was necessary to visualize wild type
(mt)tRNAU(UUR) (grey arrow).



