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Supplementary Figure 1. NS2 expression from diverse IAV strains exhibit similar effects on genome
replication.
Experiments performed as in Fig 2, using the PB1 segment and minimal replication machinery from A/WSN/1933
and NS2 from the indicated IAV strains. Asterisks indicate conditions significantly impacted by the expression of
NS2, two-sample two-tailed t-test with a within-panel Benjamini-Hochberg corrected FDR<0.05. n=3, individual
replicates and mean displayed.
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Supplementary Figure 2. Inter-replicate correlation from Fig. 3.
Inter-replicate enrichment or depletion values as calculated in Fig 3. Values are in log2. R is the Pearson correlation
coefficient.
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Supplementary Figure 3. Conservation of regions from Fig. 4c across natural PB1 sequences.
To compare natural diveristy, we procured PB1 sequences from the NCBI flu database on July 25th, 2024 that met the
following prerequisites: full-length, 2341nt long, and exclude vaccine and laboratory strains. These sequences were
then clustered by CD-HIT to an identity of 99%, and a single example of each cluster retained. Thereafter, sequences
with ambiguities or indels relative to other PB1 sequences, were manually removed. This rsulted in 1939, high-quality,
PB1 sequences that exhibit good alignment when simply lined-up with one-another, giving high confidence in the
comparability of any given position, and, given the CD-HIT clustering, are unlikely to be aggressively weighted
towards any single outbreak. a To define positions as variable or non-variable, we calculated the fraction of variable
sites depending on the minimum minor variant frequency at which we consider a position variable. For instance, at
the chosen cutoff, 2.5%, a position is considered variable if at least 2.5% of sequences do not match the major variant
at that site. This cutoff was chosen to match the inflection point on our curve. b Frequency of variable sites within
the given regions of PB1 as defined in 4c. Significant difference tested using Fisher’s exact test, p value shown.

Supplementary Figure 4. Generation of single-nucleotide variant libraries in PB1177:385.
(left) Per site Mutation frequency as measured by Illumina sequencing of PB1177:385 libraries generated by mutagenic
PCR across each of the three replicate libraries. Libraries were relatively uniform, with a median mutation frequency
ranging from 0.716% to 0.836% (right) Data from (left) displayed per individual site in PB1177:385. Mutation rate
was relatively uniform across this template, with no particular regions exhibiting particularly aberrant frequencies
across three replicates.
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Supplementary Figure 5. Information content of single-nucleotide variant libraries in PB1177:385.
Information content calculated using Shannon entropy of the selection preferences at each position. Sequence logos
generated by assigning this information content to each nucleotide in order of the strength of selection. a Information
content analysis of data as presented in Fig. 5a. Each point represents the average of three replicates. b Information
content analysis of data as presented in Fig. 5b, for NS2-dependent selection only. Mean and standard deviation
displayed, n=3. Positions chosen for further analysis in Fig. 6 noted. c Sequence logo plots for positions displayed in
Fig 5b. Data presented are the median values across three replicates. Positions chosen for further analysis in Fig. 6
noted. Inter-replicate correlation plots presented in (Supplementary Fig. 6)
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Supplementary Figure 6. Inter-replicate correlation from Supplementary Fig. 5.
Inter-replicate information content (total) values as calculated in Supplementary Fig 5. Values are in bits. R is the
Pearson correlation coefficient.
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Supplementary Figure 7. Full-length selection of subsets shown in Fig. 5b.
Selection measured under each condition across all of PB1177:385 against non-wild-type nucleotides, average value
across all three replicates provided.
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Supplementary Figure 8. RACE inference of 5’ sequence.
Schematic depicting the process by which 5’ sequence of cRNA and vRNA were measured.
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Supplementary Figure 9. Inter-replicate correlation from Fig. 5.
Inter-replicate selection on non-wild-type nucleotides as calculated in Fig 5. Values are in log2. R is the Pearson
correlation coefficient.
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Supplementary Figure 10. Conservation of sites identified in Fig. 5a as NS2-responsive across
natural PB1 sequences.
Analysis performed as in Supplementary Fig. 3 comparing the 27 sites we identify as critical to replication in the
presence of NS2 as compared to all other sites in PB1. These sites are listed in Supplementary Table 1. Significant
difference tested using Fisher’s exact test, p value shown.

Supplementary Figure 11. NS2 responsive sites are not identical between IAV segments.
The first 30nt of the vRNA and cRNA were compared between the eight IAV segments, and sequence logo plots
generated. The sites we tested in Fig. 6 are highlighted.
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Supplementary Figure 12. Primer extension analysis of various PB1177:385 variants in minimal
replication assays with, and without, NS2.
Full gels from primer extension analysis presented in Fig. 6b,c. First gel is the gel presented in Fig. 6b.
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Supplementary Figure 13. Mutations to NS2-dependent sites can impact replication of cRNA in
full-length PB1
For all experiments, the canonical start codon was removed by mutagenesis to remove effects of additional expression
of PB1. Quantitative analysis of primer extension as presented in Supplementary Fig. 14. All values in left two
columns corrected against a parental template in the absence of NS2. Dotted line represents that value, points
above indicate an increase in that molecular species, below, decrease. Values in the right column represent the
ratio of points between the left two columns. Asterisks indicate values that are significantly decreased relative
to the parental template, one-tailed t-test with Benjamini-Hochberg corrected FDR <0.1. Full gels presented in
Supplementary Fig. 14. Individual replicates and mean presented, n=3.
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Supplementary Figure 14. Primer extension analysis of various full-length PB1 variants in minimal
replication assays with, and without, NS2.
Full gels from primer extension analysis presented in Supplementary Fig. 13.
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Supplementary Table 1. NS2-responsive sites.
Table of all sites identified as meeting significance from Fig 5a.

Supplementary Data 1. Genome sequence of A/WSN/1933.
Genome sequence of A/WSN/1933 used in this study.

Supplementary Data 2. PB1177:385 sequence.
Sequence of PB1177:385 from this study.

Supplementary Data 3. NS2 sequences.
NS2 sequences used in this study.

Supplementary Data 4. Primer list.
List of all primer sequences used in this study.

Supplementary Data 5. PB1 sequences.
PB1 sequences used to assess natural diversity.
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