Supplementary

Supplementary Table 1 primers, guides and molecular beacons used in this study

Name of the Primers, Sequence (5’-3')
guides and molecular
beacons

Primers used for testing the reverse transcriptase and DNA polymerase of RTX (exo-)

25FAM 6-FAM-CCCTCGCAGCCGTCCAACCAACTCA
RL-RNA CGAAAACGGCAUUAUAUGAUAUCUUGUGAGUUGGUUGG
ACGGCUGCGAGGG
Block CCCTCGCAGCCGTCCAACCAACTCACAAGATATCATATAAT
ocker GCCGTTTTCG
ADNA-F GGCCTCTGTCGTTTCCTTTCTCTG
ADNA-1R GGTGAGCGTGTTATCCCGGTG
ADNA-2R CCGTAGACGGATGCCCCTTTAATG
ADNA-4R GCATCACCGCTTCCTGAACTTC

Primers, guides and molecular beacons used for targets of N gene

4-f AATAAGCATATTGACGCATACAAAACATTCCCACC
4-r TCTGTCTCTGCGGTAAGGCTITGAGTTTCATC

4-g1 CITITTAGGCTCTGTT

4-g2 GTCCTTTTTAGGCTCT

4-¢3 TTTGTCCITTITAGGC

4-g4 CITITTGTCCITITTA

4-¢5 CTTCTTTTTGTCCTTIT

4-g6 CTTCTTCTITTTGTCC

4-g7 AGCCTTCITCITTITG
7-f TCAAGCCTTACCGCAGAGACAGAAGAAACAGC
7-r GCTCATGGATTGTTGCAATTGTTTGGAGAAATCATCC

7-gl AGAAGAGTCACAGTIT



7-g2 GGAAGAAGAGTCACAG

7-g3 GCAGGAAGAAGAGTCA

7-g4 GCAGCAGGAAGAAGAG

7-g5 TCTGCAGCAGGAAGAA

ct-g GTTTGGTGGATGTGGA
22-F-1 GCAGAGACAGAAGAAACAGCAAACTGTGACTC
22-R-1 GCTCATGGATTGTTGCAATTGTTTGGAGAAATCATC
ct-MB 6-FAM-tttacgCATCCACATCCACCAAACGTAATGcgtaaa-BHQ1
7-5MB 6-FAM-cgcaccTCCAAATCTGCAGCAGggtgeg-BHQL1
614-F CAAATACTTCTAACCAGGTTGCTGTTC

614-R GCAACAGGGACTTCTGTGC

gWT GATGTTAACTGCACAG

gMT GGTGTTAACTGCACAG

MB-614 5' FAM-cgcaccTATCAGGATGTTAACTggtgcg-BHQ1-3'
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Figure S1. Titration of KOD-plus DNA Polymerase Activity determined with Eva EZ™

Fluorometric Polymerase Activity Assay Kit.



37 -TTATTCGTATAACTGCGTATGTTTTGTAAGGGTGGTTGTCTCGGATTTTTCCTGTTTTTCTTCTTCCGACTACTTTGAGTTCGGAATGGCGTCTATGTCT -5
FERCEEREECEEERE R e e e e e e e e e e e et e e e e e e e e e e e e e e ey
57 - AATAAGCATATTGACGCATACAAAACATTCCCACCAACAGAGCCTAAAAAGGACAAAAAGAAGAAGGC TGATGAAACTCAAGCCTTACCGCAGAGACAGA-3”

(-) gl g2 g3 g4 g5 g6 g7

«— target (100 nt)

cleaved products

«— guide (16 nt)

7g1-5
o ——

3’ -AGTTCGGAATGGCGTCTCTGTCTTCTTTGTCGTTT! CTGAGAAGAAGGA( AGGTTTGTTAACGTTGTTAGGTACTCG-5"
IIIIIIIIIIIIIIIII]IIIIIIIIIIIIIIIIIIIIIIIIIIIIIIlIIlIlIII|IIIIII1|II|II|IIIIIIII|[IIIIIIIIIIIIIIIIII
57 - TCAAGCCTTACCGCAGAGACAGAAGAAACAGCAAACTGTGACTCTTCTTCCTGCTGCAGATTTGGATGATTTCTCCAAACAATTGCAACAATCCATGAGC -3”

(-) gl 3 g4 g5

«— target (100 nt)

Maved products

<— guide (16 nt)

Figure S2. Screen analysis of input gDNA for efficient cleavage of the N gene by PfAgo.Guides 4g1-7
cover the first fragment while 7g1-5 cover the second fragment. The boundary of each guide is indicated
on the top of the sequences. Urea-denaturing PAGE was performed to analyze the cleavage of the targets.



