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MDTSKVYDPE... — Globin
METSKVYDPE... — ORF-lab
MFTSKVYDPE... — ORF-S / ORF-6
MDTSKVYDPE... - ORF-3a
MYTSKVYDPE... — ORF-E
MATSKVYDPE... — ORF-M
MKTSKVYDPE... — ORF-7a / ORF-8
MITSKVYDPE... — ORF-7b
MSTSKVYDPE... — ORF-N

Figure S1. N-terminal modification of the Renilla luciferase coding region. Sequence alignment of the beginning of the Renilla coding region from the
SARS-CoV-2 5'UTRs construct used in the figure 3. As the nucleotide context of the AUG codon is conserved; this only induced a modification of the

second amino acid (indicated in bold).

Condé et al., revised Figure S1
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Figure S2. SARS CoV-1/2 and MERS CoV gRNA 5'UTRs conservation. The sequences of the 5’UTR from the SARS-CoV type 1 and 2 and MERS-CoV

gRNA have been analyzed with a MUItiple Sequence Comparison by Log- Expectation (MUSCLE) using the default parameters. Nucleotide identity

has been highlighted in green for adenosine, blue for cytosine, red for tyrosine and grey for guanosine.

Condé et al., revised Figure S2
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Figure S3. 5’UTRORF2> yORFs conservation. (A) The sequence of the 5UTRORFlab yORFs from SARS-CoV-1, SARS-CoV-2 and MERS-CoV were
analyzed with a MUItiple Sequence Comparison by Log- Expectation (MUSCLE) using the default parameters. (B) Percentage of identity between the
uOREFs from 5'UTRs of MERS-CoV, SARS-CoV-1 and SARS-CoV-2 gRNAs resulting from a MUSCLE alignment.

Condé et al., revised Figure S3



Constructs # PCR 5'-3' Primers Template
per#1  ATCTCTTGTAGATCTGTTCTCTAAACGAACATGGATCCTACTTCGAAAGTTTATG Clo-Renll
PSARS-CoV-2 AGATGTAAAGCTTGCATAAATGTTAT pilo-Rentia
Leader_Renilla pCR#  |TAAGCAGGATCCTAATACGACTCACTATAGATTAAAGGTTTATACCTTCCCAGGTAACAAACCAACCAACTTTCGATCTCTTGTAGATCTGTTCTCTAA PCR £1
AGATGTAAAGCTTGCATAAATGTTAT
per# | TTCGTCCGTGTTGCAGCCGATCATCAGCACATCTAGGTTTCGTCCGGGTGTGACCGAAAGGTAAGATGGATCCTACTTCGAAAGTTTATG pGloRenilla
AGATGTAAAGCTTGCATAAATGTTAT
pCR#r  [AATTAATAACTAATTACTGTCGTTGACAGGACACGAGTAACTCGTCTATCTTCTGCAGGCTGCTTACGGTTTCGTCCGTGTTGCAGCCG PCR #1
PSARS-CoV-2 AGATGTAAAGCTTGCATAAATGTTAT
S UTRO pcR#3  |STTCTCTAAACGAACTTTAAAATCTGTGTGGCTGTCACTCGGCTGCATGCTTAGTGCACTCACGCAGTATAATTAATAACTAATTACTGTCGTTGACAG PCR £
AGATGTAAAGCTTGCATAAATGTTAT
Renilla peR 4 |TAAGCAGAATTCAGATCTATTAAAGGTTTATACCTTCCCAGGTAACAAACCAACCAACTTTCGATCTCTTGTAGATCTGTTCTCTAAACGAACTTTAAAATCTGTG PCR 3
AGATGTAAAGCTTGCATAAATGTTAT
pcR#5  |TAAGCAGGATCCTAATACGACTCACTATAGGCTAGCATTAAAGGTTTATACCTTCCCAGG PCR #4
AGATGTAAAGCTTGCATAAATGTTAT
pcR#  |ATATTAGGTTITTACCTACCCAGGAAAAGCCAACCAACCTCGATCTCTTGTAGATCTGTTCTCTAAACGAACATGGATCCTACTTCGAAAGTTTATG .
SARS-CoV-1 AGATGTAAAGCTTGCATAAATGTTAT pGlo-Renilla
p (0]
Leader_Renilla pcR#  |PAAGCAGGATCCCTCGAGTAATACGACTCACTATAGATATTAGGTTTTTACCTACCCAGG PCR £1
AGATGTAAAGCTTGCATAAATGTTAT
per#1  |TGCTTACGGTTTCGTCCGTGTTGCAGTCGATCATCAGCATACCTAGGTTTCGTCCGGGTGTGACCGAAAGGTAAGATGGATCCTACTTCGAAAGTTTATG pGloRenilla
AGATGTAAAGCTTGCATAAATGTTAT
PSARS-CoV-1 pCR#r  [ACCTACGCAGTATAAACAATAATAAATTTTACTGTCGTTGACAAGAAACGAGTAACTCGTCCCTCTTCTGCAGACTGCTTACGGTTTCGTCCGT PCR £1
i ORFlab AGATGTAAAGCTTGCATAAATGTTAT
5 UTR. pcR#3 | TCGATCTCTTGTAGATCTGTTCTCTAAACGAACTTTAAAATCTGTGTAGCTGTCGCTCGGCTGCATGCCTAGTGCACCTACGCAGTATAAACAATAATAA PCR £2
Renilla AGATGTAAAGCTTGCATAAATGTTAT
pcR ¢ |TAAGCAGGATCCCTCGAGTAATACGACTCACTATAGATATTAGGTTTTTACCTACCCAGGAAAAGCCAACCAACCTCGATCTCTTGTAGATCTGTTCT PCR #3
AGATGTAAAGCTTGCATAAATGTTAT
pcr ¢ [ATTTAAGTGAATAGCTTGGCTATCTCACTTCCCCTCGTTCTCTIGCAGAACTTTGATTTTAACGAACATGGATCCTACTTCGAAAGTTTATG .
pGlo-Renilla
PMERS-CoV AGATGTAAAGCTTGCATAAATGTTAT
Leader_Renilla pcR#  |PAAGCAGGATCCCTCGAGTAATACGACTCACTATAGATTTAAGTGAATAGCTTGGCTATC PCR £1
AGATGTAAAGCTTGCATAAATGTTAT
peR#1  |TAGAGCGTCGTGTCTCTTGTACGTCTCGGTCACAATACACGGTTICGTCCGGTGCGTGGCAATTCGGGGCACATCATGGATCCTACTTCGAAAGTTTATG pGloRenilla
AGATGTAAAGCTTGCATAAATGTTAT
pCR#y  [AATTTGCCTGCTCATCTAGGCAGTGGACATATGCTCAACACTGGGTATAATTCTAATTGAATACTATTTTTCAGTTAGAGCGTCGTGTCTCTTGTA PCR #1
pMERS-CoV AGATGTAAAGCTTGCATAAATGTTAT
SUTROM® peR#3  |TAAAAGCCCTGTTGTTTAGCGTATTGTTGCACTTGTCTGGTGGGATTGTGGCATTAATTTGCCTGCTCATCTAGGC PCR £2
AGATGTAAAGCTTGCATAAATGTTAT
Renilla pCR#4  |TCACTTCCCCTCGTTCTCTTGCAGAACTTTGATTTTAACGAACTTAAATAAAAGCCCTGTTGTTTAGCG PCR £3
AGATGTAAAGCTTGCATAAATGTTAT
pcR#s  |TACGAAGGATCCTAATACGACTCACTATAGATITAAGTGAATAGCTTGGCTATCTCACTTCCCCTCGTTCTICTTG PCR #4

AGATGTAAAGCTTGCATAAATGTTAT

Table S1. List of primers used for the cloning of the SARS-CoV 1/2 and MERS-CoV leader and 5'UTROR 12,




Constructs #PCR 5'-3' Primers Template
PCR #1 TTCGTCCGTGTTGCAGCCGATCATCAGCACATCTAGGTTTCGTCCGGGTGTGACCGAAAGGTAAGATGGAGACTTCGAAAGTTTATGATCCAG pGlo-Renilla
TTCTCTGATATCTTCAGTTTGTGTC
PCR #2 AATTAATAACTAATTACTGTCGTTGACAGGACACGAGTAACTCGTCTATCTTCTGCAGGCTGCTTACGGTTTCGTCCGTGTTGCAGCCG PCR #1
PSARS-CoV-2 TTCTCTGATATCTTCAGTTTGTGTC
5'UTR-ORF-1ab PCR #3 GTTCTCTAAACGAACTTTAAAATCTGTGTGGCTGTCACTCGGCTGCATGCTTAGTGCACTCACGCAGTATAATTAATAACTAATTACTGTCGTTGACAG PCR #2
B TTCTCTGATATCTTCAGTTTGTGTC
Renilla PCR #4 TAAGCAGAATTCAGATCTATTAAAGGTTTATACCTTCCCAGGTAACAAACCAACCAACTTTCGATCTCTTGTAGATCTGTTCTCTAAACGAACTTTAAAATCTGTG PCR #3
TTCTCTGATATCTTCAGTTTGTGTC
PCR #5 TAAGCAGGATCCTAATACGACTCACTATAGATTAAAGGTTTATACCTTCCCAGGTAACAAACCAACCAACTTTCGATCTCTTGTAGATCTGTTCTCTAA PCR #4
TTCTCTGATATCTTCAGTTTGTGTC
PSARS-CoV-2 PCR #1 TGTAGATCTGTTCTCTAAACGAACAATGTTTACTTCGAAAGTTTATGATCCAG pGlo-Renilla
5UTR-ORF-S TTCTCTGATATCTTCAGTTTGTGTC
Renilla PCR #2 TAAGCAGGATCCTAATACGACTCACTATAGATTAAAGGTTTATACCTTCCCAGGTAACAAACCAACCAACTTTCGATCTCTTGTAGATCTGTTCTCTAAACGAAC PCR #1
TTCTCTGATATCTTCAGTTTGTGTC
PSARS-CoV-2 PCR #1 TGTAGATCTGTTCTCTAAACGAACTTATGGATACTTCGAAAGTTTATGATCCAG pGlo-Renilla
5UTR-ORF-3a TTCTCTGATATCTTCAGTTTGTGTC
Renilla PCR #2 TAAGCAGGATCCTAATACGACTCACTATAGATTAAAGGTTTATACCTTCCCAGGTAACAAACCAACCAACTTTCGATCTCTTGTAGATCTGTTCTCTAAACGAAC PCR #1
TTCTCTGATATCTTCAGTTTGTGTC
PSARS-CoV-2 PCR #1 TGTAGATCTGTTCTCTAAACGAACTTATGTACACTTCGAAAGTTTATGATCCAG pGlo-Renilla
5UTR-ORF-E TTCTCTGATATCTTCAGTTTGTGTC
Renilla PCR #2 TAAGCAGGATCCTAATACGACTCACTATAGATTAAAGGTTTATACCTTCCCAGGTAACAAACCAACCAACTTTCGATCTCTTGTAGATCTGTTCTCTAAACGAAC PCR #1
TTCTCTGATATCTTCAGTTTGTGTC
TGTAGATCTGTTCTCTAAACGAACTAAATATTATATTAGTTTTTCTGTTTGGAACTTTAATTTTAGCCATGGCAACTTCGAAAGTTTATGATCCAG .
PSARS-CoV-2 PCR #1 pGlo-Renilla
5UTR-ORE-M TTCTCTGATATCTTCAGTTTGTGTC
Renilla PCR #2 TAAGCAGGATCCTAATACGACTCACTATAGATTAAAGGTTTATACCTTCCCAGGTAACAAACCAACCAACTTTCGATCTCTTGTAGATCTGTTCTCTAAACGAAC PCR #1
TTCTCTGATATCTTCAGTTTGTGTC
PCR #1 GACCATTCCAGTAGCAGTGACAATATTGCTTTGCTTGTACAGTAAGTGACAACAGATGTTTACTTCGAAAGTTTATGATCCAG pGlo-Renilla
TTCTCTGATATCTTCAGTTTGTGTC
PSARS-CoV-2 PCR #2 CAGGTGACTCAGGTTTTGCTGCATACAGTCGCTACAGGATTGGCAACTATAAATTAAACACAGACCATTCCAGTAGCAGTG PCR #1
5'UTR-ORF-6 TTCTCTGATATCTTCAGTTTGTGTC
Renilla PCR #3 TGTAGATCTGTTCTCTAAACGAACGCTTTCTTATTACAAATTGGGAGCTTCGCAGCGTGTAGCAGGTGACTCAGGTTTTGC PCR £2
TTCTCTGATATCTTCAGTTTGTGTC
PCR #4 TAAGCAGGATCCTAATACGACTCACTATAGATTAAAGGTTTATACCTTCCCAGGTAACAAACCAACCAACTTTCGATCTCTTGTAGATCTGTTCTCTAAACGAAC PCR #3
TTCTCTGATATCTTCAGTTTGTGTC
PSARS-CoV-2 PCR #1 TGTAGATCTGTTCTCTAAACGAACATGAAAACTTCGAAAGTTTATGATCCAG pGlo-Renilla
5UTR-ORF-7a TTCTCTGATATCTTCAGTTTGTGTC
Renilla PCR #2 TAAGCAGGATCCTAATACGACTCACTATAGATTAAAGGTTTATACCTTCCCAGGTAACAAACCAACCAACTTTCGATCTCTTGTAGATCTGTTCTCTAAACGAAC PCR #1
TTCTCTGATATCTTCAGTTTGTGTC
PCR #1 TTATTGTTGCGGCAATAGTGTTTATAACACTTTGCTTCACACTCAAAAGAAAGACAGAATGATTACTTCGAAAGTTTATGATCCAG pGlo-Renilla
PSARS-CoV-2 TTCTCTGATATCTTCAGTTTGTGTC
5UTR-ORE-7b PCR #2 TGTAGATCTGTTCTCTAAAAGAACTTTACTCTCCAATTTTTCTTATTGTTGCGGCAATAGTG PCR #1
Renilla TTCTCTGATATCTTCAGTTTGTGTC
PCR #3 TAAGCAGGATCCTAATACGACTCACTATAGATTAAAGGTTTATACCTTCCCAGGTAACAAACCAACCAACTTTCGATCTCTTGTAGATCTGTTCTCTAAACGAAC PCR #2
TTCTCTGATATCTTCAGTTTGTGTC
TGTAGATCTGTTCTCTAAACGAACATGAAAACTTCGAAAGTTTATGATCCAG .
PSARS-CoV-2 PCR #1 pGlo-Renilla
: TTCTCTGATATCTTCAGTTTGTGTC
5 U;l{"i:iOHI:F—S PCR #2 TAAGCAGGATCCTAATACGACTCACTATAGATTAAAGGTTTATACCTTCCCAGGTAACAAACCAACCAACTTTCGATCTCTTGTAGATCTGTTCTCTAAACGAAC PCR #1
TTCTCTGATATCTTCAGTTTGTGTC
TGTAGATCTGTTCTCTAAACGAACAAACTAAAATGTCTACTTCGAAAGTTTATGATCCAG .
PSARS-CoV-2 PCR #1 pGlo-Renilla
5UTR-ORF-N TTCTCTGATATCTTCAGTTTGTGTC
Renilla PCR #2 TAAGCAGGATCCTAATACGACTCACTATAGATTAAAGGTTTATACCTTCCCAGGTAACAAACCAACCAACTTTCGATCTCTTGTAGATCTGTTCTCTAAACGAAC PCR #1

TTCTCTGATATCTTCAGTTTGTGTC

Table S2. List of primers used for the cloning of the different 5’'UTRs of the SARS-CoV-2 gRNA and sgRNAs




AGATGTAAAGCTTGCATAAATGTTAT

Constructs # PCR 5'-3' Primers Template
TAAGCAGGATCCCTCGAGTAATACGACTCACTATAGATTAAAGGTTTATACCTTCCCAGGT ORFLa .
PCR #1.1 PSARS-CoV-2_5'UTR™N'®_Renilla
AAGCAGCCGAGTGACAGCCACACAGATTTTAAAGTTCGTTTAGAGAACAGATCTAC
PSARS-CoV-2 TGTGTGGCTGTCACTCGGCTGCTTGCTTAGTGCACTCACGCAG ORFLa
, ' PCR #1.2 PSARS-CoV-2_5'UTRN'®_Renilla
5'UTR_Renilla ACATCAGGATCCATCTTACCTTTCGGTCACACCC
Mut-AUG-uORF TAAGCAGGATCCCTCGAGTAATACGACTCACTATAGATTAAAGGTTTATACCTTCCCAGGT
PCR2 PCR #1.1 and PCR #1.2
ACATCAGGATCCATCTTACCTTTCGGTCACACCC
TAAGCAGGATCCCTCGAGTAATACGACTCACTATAGATTAAAGGTTTATACCTTCCCAGGT ORFLa .
PCR #1.1 PSARS-CoV-2_5'UTRN'®_Renilla
GTAATTATATTGTAATTATACTGCGTGAGTGCACTAAGCATG
PSARS-CoV-2 AGTATAATTACAATATAATTACTGTCGTTGACAGGACACGAG ORFLa .
, ' PCR #1.2 PSARS-CoV-2_5'UTR™N'®_Renilla
5'UTR_Renilla ACATCAGGATCCATCTTTCCTTTCGGACACACCCGGAC
uORF-phase TAAGCAGGATCCCTCGAGTAATACGACTCACTATAGATTAAAGGTTTATACCTTCCCAGGT
PCR2 PCR #1.1 and PCR #1.2
ACATCAGGATCCATCTTTCCTTTCGGACACACCCGGAC
TCACTTCCCCTCGTTCTCTTGCAGAACTTTGATTTTAACGAACTTAAATAAAAGCCCTGTTGTTTAGCG ORFLab .
PCR #1 PMERS-CoV_5'UTR®'™_Renilla
MERS.Cov AGATGTAAAGCTTGCATAAATGTTAT
P -Co
SUTR Renilla pcriy |TACGAAGGATCCTAATACGACTCACTATAGATITAAGTGAATAGCTTGGCTATCTCACTTCCCCTCGTTCTCTTG PCR #1
Mut-AUG-uORF AGATGTAAAGCTTGCATAAATGTTAT
pcri3 |TAAAAGCCCTGTTGTTTAGCGTATTGITGCACTTGTCTGGTGGGATTGTGGCAATAATTTGCCTGCTCATCTAGGCAGTGGACATTTGCTCAACACTGGG PCR £2

Table S3. List of primers used for the cloning of the uORFs mutations




