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Mutant Position
WT
M1 18-20 A-U
M2 29 A-U
M3 36 C-G
M4 45-47 UAU-AUA
M5 53-55 GUA-CAU
M6 55-57 AUG-UAC
M7 53 G-C
M8 67-68 UA-AU
M9 96 C-U
M10 102-103 GC-AU
M11 114-116 UUU-AAA
M12 129-130 CA-GU
M13 131 C-U
M14 136 C-A
M15 142 U-A
M16 144-145 GC-CG
M17 148-149 UG-AC

151-152 AA-UUM18

154-155 UU-AA
M19 152-153 AG-GA

M21
M20

161 U-C
M22 163 U-C
M23 165-166 AC-UG

A

CB
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Supplemental Figure S1��ƍ�5$&(�RI�875�51$�RI�spe2�DQG�PXWDQWV�XVHG�IRU�FRYDULDQFH�DQDO\VLV��A�,GHQWLILFDWLRQ�RI�WKH�WUDQVFULS-
WLRQ�VWDUW�VLWH� IRU� WKH�spe2�JHQH� LQ� ILVVLRQ�\HDVW�E\5މ��$&(�DQDO\VLV��B�0XWDQW�SRVLWLRQV�DUH� LQGLFDWHG��C Secondary structure 
SURSRVHG�E\�FRYDULDQFH�PRGHO�GHULYHG�IURP�ZLOG�W\SH�VHTXHQFH�DQG�WKH�PXWDWLRQ�51$�VHTXHQFHV��ZKRVH�LQ�YLYR�ȕ�JDO�H[SUHVVLRQ�
LV�FORVH�WR�ZLOG�W\SH�FRQVWUXFW��1XFOHRWLGHV�SUHVHQW�LQ�JUHDWHU�WKDQ�����������DQG�����RI�WKH�UHSUHVHQWDWLYHV�DUH�LQ�UHG��EODFN��DQG�
JUH\��UHVSHFWLYHO\�
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Supplemental Figure S2 Electropherogram of OsO4-modification on full-length spe2 UTR RNA on spermidine titration.
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Supplemental_Figure_S3

Supplemental Figure S3 Reporter gene expression of mutants and real-time PCR analysis of mRNA abundance of the spe2 
UTR RNA. A The positions (boxed) and identity of the mutations on the secondary structure of the RNA. B Reporter gene 
H[SUHVVLRQ�RI�LQDFWLYH�51$�PXWDWLRQV��0��������UHVSRQGLQJ�WR��������DQG�������ȝ0�RI�6SG��7KH�HUURU�EDUV�DUH�WKH�VWDQGDUG�
deviation of at least 3 independent experiments. Data are presented as mean ± SD from three replicates.Statistical significance  
was shown compared with WT using Student’s t-test, **P<0.01.
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Supplemental Figure S4 Electropherogram of OsO4-modification of the wild type (WT, red trace) and three mutated RNA 
sequences (M28–30 green, blue, and purple trace, respectively).


