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Supplementary Fig. 1 | Comprehensive list of PUS-dependent W sites across rRNAs and tRNAs. Results for E. coli and S.
cerevisiae are adapted from ref.13, *Results for H. volcanii are not complete*®. n/a, not applicable.
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Supplementary Fig. 2 | Summary of structural and sequence motifs for human stand-alone PUS targets.
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S. cerevisiae pre-tRNA H. sapiens pre-tRNA
Arg-TCT T T
U=A
U=A
g-C
=-U
A=Ulg
C=G
U-A.
/U-R
=R
PUST7 I‘wc u
e/
lle-TAT o e
u=-A c-G
C-G G-C
0-6 0-&
G=C Ay A=UA,
C-G¢ C-Gy
Pus1 U RPUSD2 /\'U—;\G
AR RPUSD2 o R
AN Puy u e
CG\\UGGCCAAJ,ICC AYRRCJ,UR
A, C AG rBACH A Y
AcluY Acd s GyR
N
e aC Uyc
&6t
U™~_C
uyc
Tyr-GTA o o o o @ w
[ [ [
C=G G=U G=U
A=U A=U A=U
A=U G=C G=C
G=C G=C G=C
A=UA A=UA, A=UA,
c A C-Gg C=Gp
_ |u-cA pus7 JU=R pus7 JU=R
Pus7 |G=C [el ] G=U
e A \p G I O
A=U A (A U
A Cc G, \G Y
u A ® [ )
U C Ye' e
UaY Ler)
& oe
O.R

Supplementary Fig. 3 | Comparison of W modifications within the anticodon between yeast and human. Intron sequences
are labeled in orange.
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