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Guide 19 bp  Guide 19 bp Guide 21 bp Guide 21 bp  Guide 23 bp  Guide 23 bp 2 factors, Amber
upstream downstream downstream upstream upstream downstream and ADAR1-DD only
Editing % 13.7 Editing % 12.4 Editing % 12.8  Editing % 16.6 Editing % 14.7 Editing % 132  Editing % 7.5

Supporting Figure S1. Sequencing results showing the comparative efficiencies of the six
guide RNAs for EGFP RNA editing.
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Supporting Figure S2. Sequencing analysis of EGFP for cells transfected with 500 ng of 21
bp upstream guide RNA and 250 ng (A), 500 ng (B), or 1000 ng (C) of MS2-ADADR1-DD.

GDVNGHKFSVSGEGEGDATY
gecaascieacectgaasticatclacaccaceescaasct scccat accctagcecace
GKLTLKFTICTIGEKLTPVYPSXxPT

cleetgaccacectgacctacescetscastacttcasceactaceccaaccacat zaag
LY TILTYGVYQCFSRYFPDHMEK

GDVNGHKFSVSGEGEGDATY

GKLTLKFICTTITGEKLPYPWPT

clcelgaccacectgacctaceacet scast acticasceact scccczaccacat zaag
LY TITLTYGYQCFSRT CPUDHMEK

Supporting Figure S3. The sequence of the mutated (A) and restored (B) EGFP site. The target site
(TAG) is indicated. Off-target editing of TAC to TGC is also shown.
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Supporting Figure S4. Sequencing analysis of EGFP in cells transfected with 500 ng of MS2-
ADADRI-DD and 250 ng (A), 500 ng (B), or 1000 ng (C) of 21 nt upstream guide RNA.
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Supporting Figure S5. Sanger seque nalysis of EGFP in cells transfected with 500 ng

of double repeated 19 nt 2x upstre mgud RNA nd 250 n g(A) 500 ng (B), or 1000 ng (C)
of MS2-ADAR1-DD.
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Supporting Figure 'S6. Sequencing analysis of EGFP in cells transfected with 500 ng of MS2-
ADADRI1-DD and 250 ng (A), 500 ng (B), or 1000 ng (C) of double repeated 19 nt 2x upstream
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Supporting Figure S7. Sequencing analysis of the conversion of the ochre stop codon (TAA)
to the tryptophan codon (TGG). (A) and (B) are replicates of the experiment. HEK-293 cells
were transfected with 500 ng of MS2-ADADRI1-DD and 250 ng of the 21 nt upstream guide

RNA.



Bright image, left panel Fluorescence image, Right panel

Fig. Negative Control

Fig. Experimental, MS2-ADAR1-DD, mutated EGFP and Guide RNA

' Fig. Positive Control, EGFP

Supporting Figure S8. Transfection experiment in HeLa cells. Bright image in left panel and
fluorescence image in right panel of same focus. Figures were taken by Keyence Biozero
fluorescence microscope, BZ-X800. Except the green fluorescence signal, the microscopic images
show no remarkable observable differences among the treatment and control groups of cells



