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SUPPLEMENTARY TABLE AND FIGURES

Supplementary Table S1 Nomenclature and synonyms of the studied proteins

species  UniProtKB2 gene® gene ID¢ synonyms?
TRMT10Ce H.sapiens  Q7L0Y3 TRMT10C 54931 MRPP1, RGOMTD1
SDR5C1f H.sapiens Q99714 HSD17B10 3028 MRPP2, HADH2, ABAD, HSD10,

HCD2

PRORPsg H.sapiens 015091 KIAA0391 9692 MRPP3
Trm10p S. cerevisiae Q12400 TRM10 854060 YOL093W
TRMT10Ae H. sapiens Q8TBZ6 TRMT10A 93587 RGOMTD?2
TRMT10Be H.sapiens  Q6PF06 TRMTI10B 158234 RGOMTD3

The proteins studied in this work are listed together with their identifiers, gene symbol, and common
synonyms.

aUniProtKB identifier.

bGene symbol according to the HUGO Gene Nomenclature Committee and the Saccharomyces Genome
Database, respectively.

°NCBI Entrez gene identifier.

d0nly the more commonly used synonyms are listed. In the case of yeast TRM10 the locus tag is listed.
eNewly approved nomenclature reflecting the methyltransferase function of three human TRM10
homolgs and conforming to the nomenclature of other human tRNA methyltransferases.

fAccording to the recently proposed systematic nomenclature of the SDR superfamily (46).

gRecently proposed, common symbol/name (proteinaceous RNase P) for the gene family (18,43).

Supplementary Figure S1 Recombinant proteins
used in this study. ~5 pg of the purified recombinant

%88— proteins (2.5 ug of TRMT10A and TRMT10B) were
;g: - - R resolved by SDS-PAGE and stained with Coomassie
- T e brilliant blue. N-terminal tags precede the protein
30— — name and C-terminal tags follow the name. The
- molecular weight of selected marker proteins (lane 1)
1.2 3 45 6 7 89 is indicated to the left.
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Supplementary Figure S2 Characterization of the methylation products of the human
TRMT10C-SDR5C1 methyltransferase complex. (A-C) The G9 methylation product is 1-
methylguanosine (m!G). (A) Position 9-labeled (mt)tRNA!e was methylated with recombinant
TRMT10C-SDR5C1 and the RNA hydrolysate resolved by two-dimensional TLC. Origin and
direction of migration in solvent A and B are indicated. Guanosine monophosphate (G) and its
methylated derivative (m1G) were identified by comparison to reference maps (24). (B)
(Mt)tRNA!e was methylated with recombinant yeast Trm10p and the RNA hydrolysate resolved
by two-dimensional TLC. (C) RNA hydrolysates from (A) and (B) were mixed and resolved by
two-dimensional TLC. (D) The methyl group is derived from S-adenosyl methionine (SAM).
Unlabeled, in vitro transcribed (mt)pre-tRNA!e (250 nM) was incubated with 50 nM
recombinant TRMT10C-SDR5C1 and 10 uM S-adenosyl [methyl-14C]-methionine ([14C] SAM).
Samples were removed at the indicated time points and resolved by denaturing PAGE (lanes 1-
3). A32P-labeled (mt)pre-tRNA!e was loaded as a size marker (lane 5). (E and F) The A9
methylation product is 1-methyladenosine (m!A). (E) Position 9-labeled (mt)tRNAHis was
methylated with recombinant TRMT10C-SDR5C1 and the RNA hydrolysate resolved by two-
dimensional TLC. Origin and direction of migration in solvent A and B are indicated. Adenosine
monophosphate (A) and its methylated derivative (m!A) were identified by comparison to
reference maps (24). (F) A sample of the RNA hydrolysate from (E) was treated with ammonia
to induce the isomerization of m!A to méA (Dimroth rearrangement; ref. 27) and subsequently
resolved by two-dimensional TLC. Adenosine monophosphate (A), its methylated derivative
(m!A) and the latter’s isomer méA were identified by comparison to reference maps (24).
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Supplementary Figure S3 Inosine methylation by the human TRMT10C-SDR5C1
methyltransferase complex. (A) Enzymatic methylation of the N! of inosine using S-adenosyl
methionine (SAM) as the methyl group donor and release of S-adenosyl homocysteine (SAH).
(B) The 19 methylation product is 1-methylinosine (m!I). Position 9-labeled (cyt)tRNAAr19 (G9
replaced by inosine) was methylated with recombinant TRMT10C-SDR5C1 and the RNA
hydrolysate resolved by two-dimensional TLC. Origin and direction of migration in solvent A

and B are indicated. Inosine monophosphate (I) and its methylated derivative (m!l) were
identified by comparison to reference maps (24).
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