EMCV split nanoLuc 117/118

e AT AT GACTT T T T T IATACTICAGGGCATCGCCGTGTTCGACGGCAAAAAGATCACTGTAACAGGGACCCT

GTGGAACGGCAACAAAATTATCGACGAGCGCCTGATCAACCCCGACGGCTCCCTGCTGTTCCGAGTAACCATCAAC
GGAGTGACCGGCTGGCGGCTGTGCGAACGCATTCTGGCGTAACCTGCAGG

GATATCATGGTCTTCACACTCGAAGATTTCGTTGG

GGACTGGCGACAGACAGCCGGCTACAACCTGGACCAAGTCCTTGAACAGGGAGGTGTGTCCAGTTTGTTTCAGAA
TCTCGGGGTGTCCGTAACTCCGATCCAAAGGATTGTCCTGAGCGGTGAAAATGGGCTGAAGATCGACATCCATGT
CATCATCCCGTATGAAGGTCTGAGCGGCGACCAAATGGGCCAGATCGAAAAAATTTTTAAGGTGGTGTACCCTGT
GGATGATCATCACTTTAAGGTGATCCTGCACTATGGCACACTGGTAATCGACGGGGTTACGCCGAACATGATCGA

CTATTTCGGACGGCCGTATGAGGTAAGAAGCAAGGTTTCATTTAGGGGAAGGG
-nd -: sequences overlapping with plasmid for Gibson Assembly cloning

ATG and TAA: Start and Stop codons for the nanolLuc open reading frame
CCTGCAGG and GATATC: Sbfl and EcoRV cloning sites

Uganda ZIKV full 3-5 UTR split Minigenome insert 607nt
GCGAACGCATTCTGGCGTAACCTGCAGGgcaccaattttagtgttgtcaggectgetagtcagecacagtttggggaaagetgtgecagec
tgtaacccccccaggagaagetgggaaaccaagetcatagtcaggecgagaacgecatggeacggaagaagecatgetgectgtgageccctcaga
ggacactgagtcaaaaaaccccacgegcettggaagegcaggatgggaaaagaaggtggegaccttccccacccttcaatetggggectgaactgga
gactagctgtgaatctccagcagagggactagtggttagaggagaccccccggaaaacgcaaaacageatattgacgetgggaaagaccagagact
ccatgagtttccaccacgctggecgecaggeacagatcgecgaacttcggeggecggtgtggggaaatccatggtttctagtigtigatetgtgtgagtc
agactgcgacagttcgagtctgaagcgagagctaacaacagtatcaacaggtttaatttggatttggaaacgagagtttctggtc
GATATCATGGTCTTCACACTCGAAG

Uganda ZIKV full 5-3 UTR split Minigenome 1190 nt $209/159
GCGAACGCATTCTGGCGTAACCTGCAGGagttgttgatctgtgtgagtcagactgecgacagticgagictgaagegagagcetaacaaca
gtatcaacaggtttaatttggatttggaaacgagagtttctggtcgcaccaattttagtgttgtcaggectgctagtcagecacagtttggggaaagcetg
tgcagcctgtaacccccccaggagaagetgggaaaccaagetcatagtcaggecgagaacgecatggeacggaagaagecatgetgectgtgagec
cctcagaggacactgagtcaaaaaaccccacgegettggaagegcaggatgggaaaagaaggtggegaccticcccacccttcaatctggggectg
aactggagactagctgtgaatctccagcagagggactagtggttagaggagaccccccggaaaacgcaaaacagceatattgacgetgggaaagacc
agagactccatgagtttccaccacgctggecgcecaggcacagatcgecgaacttcggeggecggtgtggggaaatccatggtttct
GATATCATGGTCTTCACACTCGAAG

and TAA: Start and Stop codons
5"UTR and 3’UTR sequences and the open reading frame portion from the ZIKV genome
CCTGCAGG and GATATC: Sbfl and EcoRV cloning sites

Figure S1: gene block sequences
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Figure S2: Northern blot analysis to detect circular, linear NanoLuc and 18S rRNA as a control. 10 pg
of total RNA from stably transfected cells were separated by denaturing agarose gel electrophoresis,
followed by northern blot analysis using an oligonucleotide hybridized to the NanoLuc splice junction
to detect the circular RNA, and to the C-terminal fragment of the NanoLuc to detect the linear RNA.

Figure S2: northern blot



Table S1: primer sequences.

Primer Name Primer Sequence Purpose
EMCV Rev Sbfl Rev GGCCCTGCAGGgEgccatGGTGGTTAACGCCATATTATC cloning
EMCV Rev EcoRV Fwd GCGGATATCCGCCCCTCTCCCTCCccecceccT cloning
Sbfl-9 bp-EcoRV Fwd GGCCTTACTTCGAT cloning
Sbfl-9 bp-EcoRV Rev ATCGAAGTAAGGCCTGCA cloning
nanoLuc N Hindlll Fwd | GGGAAGCTTACCATGGTCTTCACACTCGAAGATTTC cloning
nanoLuc N BamHI Rev GCGGGATCCTTACTCATACGGCCGTCCGAAATAG cloning
nanolLuc C Hindlll Fwd GGGAAGCTTACCATGGGCATCGCCGTGTTCGACGG cloning
nanoLuc C BamHI GCGGGATCCTTACGCCAGAATGCGTTCGCAC cloning
Splice donor Fwd AAGAAGCAAGGTTTCATTTAGGGGAAG cloning
Splice donor Rev CTCATACGGCCGTCCGAAATAGTCG cloning

Splice acceptor Fwd

GGCATCGCCGTGTTCGACGGC

mutagenesis

Splice acceptor Rev

GAAGTATAAAAAAAAAGTCATTAGTACG

mutagenesis

Sbfl Myc 5'UTR Fwd GCG CCTGCAGG GAC CCCCGAGCTGTG CTG C cloning
EcoRV Myc 5'UTR Rev GGGGATATCCATGGTCTGGTT TTCCACTACCCGAAAAA | cloning
Sbfl DAP5 5'UTR Fwd GCG CCTGCAGG gccagcagtgagtcggagct cloning
EcoRV DAP5 5'UTR Rev | GGG GATATC cgcactctccactttggegg cloning
Sbfl cJun 5'UTR Fwd GCG CCTGCAGGgctcagagttgcactgagtgtg cloning
EcoRV cJun 5'UTR Rev GGG GATATCcatagaacagtccgtcacttcacgtg cloning

ZIKV Sbfl 3UTR Fwd

GCGTAACCTGCAGGgcaccaattttagtgttgtcaggce

ZIKV insertion

ZIKV Sbfl 5UTR Fwd

GCGTAACCTGCAGGagttgttgatctgtgtgagtcagact

ZIKV insertion

ZIKV Sbfl Capsid Rev

CCATGATATCtccgcgttttagcatattgacaat

ZIKV insertion

ZSCAN Fwd GTAAGAAGCAAGGTTTCATTTAGGG sequencing, gene
block amplification

ZSCAN Rev CTGAAGTATAAAAAAAAAGTCATTAGTAC sequencing, gene
block amplification

nanolLuc Fwd GGGGATATCATGGTCTTCACACTCGAAG sequencing

nanolLuc Rev GCGCCTGCAGGTTACGCCAGAATGCGTTCGC sequencing and
northern

nanoluc junction GCGATGCCCTCATACGGC northern

Nhel-FF Fwd GGGGCTAGCACCATGGAAGACGCCAAAAACATAAAG cloning

BamHI FF Rev GCGGGATCCTTACACGGCGATCTTTCCGCCC cloning




