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Table S1 The primers used for amplifying DNA copies encompassing the encoded attenuation (att) mutations
from recombinant RSVs (rRSVs)

Gene fragment bearing the indicated attenuated mutation

Primer sequence

N 799 G>A

F 653, 654 AA>CG

F 1568, 1569 CA>TT

L 956, 957 GT>AC

L 5068, 5070 CT>TC

M29T>C

L 2491, 2492 CA>TT

F: 5-GATCTGGTCTTACAGCCGTGA-3'

R: 5-TGAGTTGTTCAGCATATGCC-3'

F: 5-GCACAACAGCAGCAAACAATCGA-3'

R: 5-TCACAGTACCATCCTCTGTCAG-3'

F:5-GTGGACACTGTGTCTGTAGGTA-3'

R: 5-TTGCAAGGATTCCTTCGTGACA-3’

F: 5-TGCAGCATCCTCCATCATGGT-3'

R: 5-GCATCTGTGATGTTGTTGAGCA-3’

F: 5-AGCCAAGATGCAAGTTTACA-3'

R: 5'-TGGCTGTATTACCTGAATGATC-3

F:5'-AGCACACCAGTCACACTAAGCA-3'

R:5-TTGCTCATGGCAACACATGCTG-3'

F:5-GTAGTGATGTGCTGGATGAACT-3'

R: 5- AACAAGTTGGGATCACCACCAC-3'

Table S2. The genetic stability of rRSVs evaluated by the sequenced DNA copies surrounding the attenuation

mutations.
The nucleic acids for the attenuation mutations
rRSVs Val-267-le’N  Glu-218-AlaF  The-523-eF  Cys-319-TyWL  His-1690-TyvL  GIn-831-LewL — T-7605-C/M2
ATT GCG ATT TAC TAC TTA AAC
rRSV-Long/A2cp ATT GCG ATT TAC TAC CAA AAT
rRSV-Long/A2cpts ATT GCG ATT TAC TAC TTA AAC
rRSV-Long/A2cpts ASH ATT GCG ATT TAC TAC TTA AAC

The nucleic acids for the attenuation mutations in recombinant viruses of rRSV-Long/A2cp, rRSV-Long/A2cpts,
and rRSV-Long/A2cptsASH sequenced every other generation until P9.

WWW.virosin.org



3/3

Table S3. Changes and their frequencies in the L and M2 genes of biologically derived RSV tsi viruses.

404 ts marker nt 9

Virus 248 ts marker aa 831 in L in M2 gene-start Frequency
wiRSV GlIn, CAA or CAG T N/A
rRSV-Long/A2cpts Leu, TTA C N/A
tsi revertants of Leu, TTA T 1/5
rRSV-Long/A2¢pts Gln, CAA C 4/5

N/A: not applicable; tsi: temperature sensitive intermediate; ts: temperature sensitive; aa: amino acid; nt:
nucleotide.
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