Supplemental Table S1. Primers and single-stranded synthetic DNAs
(ssDNAs) for in vitro transcription of tRNAs.

Primers and
single-strand

Sequence (5’-3’)

synthetic

DNAs

Primers

T7 primer GGATCCTAATACGACTCACTATAGGG

tRNALeu®AG TGGTACCGAGGAGGGGACTC

tRNALeuCAG TGGTGCCCAGGAGAAGACTC

tRNALeuT G TGGTGCGGACGGAGAGACTC

tRNAHisCTC TGGGGTGGACGATGGGAATC

tRNAPro®G6 TGGTCGGGACGGAGTGATTC

tRNAProCG6 TGGTCGGAGCGACTGGATTC

tRNAProTC¢C TGGTCGGGGTAGAGAGATTC

tRNAGInTTC TGGCAGGGGCGGCTGGATTC

BT4298 GCGAGATGCGGGTGGACT

BT4299 AATCGGCCAGCCATCGATAC

BT4316 CTGATCGAATTCGCACAAGCAGATGCAGAAGA

BT4317 TGATCGTCTAGAACATCTCCGGAAAGATGCTG

BT4318 TAGCCGGGTACCTTCTGGAGAAGAGCAGAAG

BT4319 CGGCGAGGGCCCCTTCGACAATATCCGCATTG

Single-strand

synthetic

DNAs
GGATCCTAATACGACTCACTATAGGGGCCGAGGT
GGTGGAATTGGTAGACACGCTACCTTGAGGTGGT

tRNALeU(GAG) AGTGGCCATAGGCTGTAGGGGTTCGAGTCCCCT
CCTCGGTACCA
GGATCCTAATACGACTCACTATAGGGGCCCAGGT
GGCGGAATTGGTAGACGCACTAGGTTCAGGTCC

tRNANeu(CAG) TAGCGGTGGCAACACCGTGGAAGTTCGAGTCTTC
TCCTGGGCACCA
GGATCCTAATACGACTCACTATAGGGGCGGACGT
GGTGGAATTGGTAGACACACTGGATTTAGGTTCC

tRNANeu(UAG) AGCGCCGCAAGGCGTGAGAGTTCGAGTCTCTCC
GTCCGCACCA
GGATCCTAATACGACTCACTATAGGGGTGGGCGT

{RNAHS(GUG) AGCTCAGTTGGTAGAGCACAGGATTGTGGCTCCT

GGTGTCGTGGGTTCGATTCCCATCGTCCACCCCA




tRNAPro(GGG)

GGATCCTAATACGACTCACTATAGGGCGGGGCG
TAGCGCAGCCTGGTAGCGCACTTGCATGGGGTG
CAAGGGGTCGAGTGTTCGAATCACTCCGTCCCG
ACCA

tRNAPro(CGG)

GGATCCTAATACGACTCACTATAGGGCGGAGCGT
AGCGCAGCTTGGTAGCGCGTCTCGTTCGGGACG
AGAAGGTCGCTGGTTCGAATCCAGTCGCTCCGA
CCA

tRNAPro(UGG)

GGATCCTAATACGACTCACTATAGGGCGGGGTAT
AGCGCAGTCCGGTAGCGCGCCTGCTTTGGGAGC
AGGATGTCGGGAGTTCGAATCTCTCTACCCCGAC
CA

tRNAGIn(U uG)

GGATCCTAATACGACTCACTATAGGGAGGGGCGT
CGCCAAGCGGTAAGGCAGCAGGTTTTGATCCTG
CCATGCGTTGGTTCGAATCCAGCCGCCCCTGCC
A




Supplemental Table S2. Ribonucleosides identified by mass spectrometric
analysis (Agilent 6460)

N Name P;f?:;s .Product Fragmen | Collisio Betentifm
(m/2) ion (m/z) t (V) n (V) time (min)

Y 2451 1251 120 10 1.310
Cm 258.1 1121 79 8 4.642
m3C 258.1 126.1 88 8 2.453
m°C 258.1 1261 88 8 1.913
Um 259.1 1131 100 8 8.280
m°U 259.1 1271 79 8 5.839
s?U 261.1 1291 100 8 5.837
s*U 261.1 1291 100 8 7.271
I 269.1 1371 79 8 5.949
mo°U 2751 1431 100 8 6.913
Am 282.1 136.1 100 8 11.722
m'A 282.1 150.1 100 8 2.708
m2A 282.1 150.1 100 8 10.728
mPA 282.1 150.1 100 8 15.583
mnm°U 288.1 156.1 100 8 1.884
mé A 2961 164 .1 100 8 20.502
Gm 298.1 1521 100 8 14.362
m’G 298.1 166.1 100 8 4.859
m'G 298.1 166.1 100 8 13.740
m2:G 3121 180.1 100 8 19.548
Cmo®°U 319.1 1871 100 8 6.174
i°A 336.1 204 .1 100 8 22.536
t6A 413.1 136.1 100 8 21.960




