Supplementary Figure 1

U2 snRNA
40 42 45
1 25 28 35 38 41 44 48 55
Drosophila A,U CGCUUCUCG G CCUUAUG GCUAAG,AUC,AA AGUGYAGYAYC,YG¥Y¥YCUUAUCAGCYUAACAUC UGAUAGUUCCU [1-73]
# # # # ## ###
Xenopus A,U,CGCYYCUCG,G,CCYUUUG,GCUAAG,AUC AA,~-GUGYAGYAYC,YGY¥YCUUAUCAGUYUAAYAUC,UGAUACGUCCC [1-72]
#
Human A,U,CGCY¥YCUCG,G,CCYUUUG,GCUAAG,AUC AA,~-GUGYAGYAYC,YGY¥YCUU,AUCAGUYUAAYAYC,UGAUACGUCCU [1-72]
12 6 7 11 15 19 25 30 34 37 40 43 47 54 58 61
12 39 41 44 60

Alignment of the 5" terminal sequences of U2 snRNA from Drosophila, Xenopus and human. The human sequence is identical to that of the mouse and
other mammals. Mismatched nucleotides are indicated with a # sign. All known 2’-O-methylated positions (Nm) and pseudouridines (¥) are
depicted. Modifications in Drosophila, human and mouse were previously mapped by Deryusheva and Gall 2009, 2017, Deryusheva et al. 2012; the
modification pattern of Xenopus U2 snRNA was determined in this study. Note that Cm28 is present in Drosophila but not in vertebrates, whereas
positions 11, 12, 19 30 and 61 (equivalent to position 62 in Drosophila) are 2’-O-methylated in vertebrates but not in Drosophila.

We previously showed that termination of the reverse transcription reaction at 2’-O-methylated positions depends on the source of the enzyme
(Deryusheva at al. 2012). AMV-RT from New England Biolabs, used in this study, is the best choice for testing modifications near C28. However,
AMV-RT fails to stop at Gm19 and Cmé61 in vertebrate U2. When we injected in vitro transcribed Drosophila U2 snRNA into Xenopus oocytes and
looked for modifications, we found that Gm11/12, Gm25, Am30, Cm41 and Um48 were induced by the corresponding Xenopus guide RNAs; Gm19
and Cm62 (equivalent to position 61 in vertebrates) even if induced, would not produce stop signals and would not be detected in AMV-RT reactions.
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