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Figure S1. Technical aspects of the expreiments. related to Figures 1-5.

(A) Flow cytometry of HFFF-TERTS 12 h post infection using a mAb against late protein D8 (Parkinson and
Smith, 1994) confirmed > 95% of cells were infected. A total 10,000 events were recorded, followed by
sequential gating of HFFF-TERTS and single-cell populations. Isotype antibody staining of infected cells
and D8 staining of non-infected cells were used to define the boundaries between "D8-positive™ and "D8-
negative" cells. Data shown are from experiment 1, and are representative of all three replicates.

(B) Peptides and proteins quantified in each experiment in this manuscript.

(C) Number of proteins that changed by sensitive or stringent criteria (see Figure 1C for definition of these
criteria).

(D) Validation of down- or up-regulation of proteins already reported to be modulated by VACV. Data are
represented as mean = SEM; *p<0.05, *p<0.01 (see STAR Methods). Error bars and statistics are not
included on the plot for Fos as this protein was not quantified in all three replicates; full data is shown in
Table S1.

(E) Correspondence between mock samples. Each graph shows log,(normalised signal:noise) for every protein
assessed in all three biological replicates.
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Figure S2, Modulation of known and putative immune ligands by VACV infection, related to Figure 2. Data are
represented as mean = SEM; *p<0.05, *p<0.01 (see STAR Methods). In this figure, error bars and statistics are
not included on the plots for HLA-C, TNFRSF10B, ULBP2, COL10A1, COL15A1, CELSR3, FAT3, PCDHBS,
PCDHGAG6, PCDHGA10, PCDHGB4 as these proteins were not quantified in all three replicates; full data is
shown in Table S1.

(A) Modulation of known NK- or T-cell ligands.
(B) All collagens quantified.

(C) All protocadherins quantified.

(D) Downregulation of AXL and CD248.
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Figure S3. AraC inhibits expression of a subset of viral proteins, related to Figure 4.

(A) Scatter plot of all proteins quantified at 6 h of infection in all three replicates in the presence or absence of
AraC. A Benjamini-Hochberg-corrected two-tailed t-test was used to estimate p-values.

(B) Scatter plot of all proteins quantified at 6 h of mock infection in the presence or absence of AraC. VACV
proteins were quantified at the level of noise in mock samples, and are not shown.
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Figure S4. Comparison of viral protein data to previous studies, related to Figure 4.

(A) Comparison between temporal protein profiles (this study) and transcript expression profiles (Yang et al.,
2015), grouped according to protein class. For each protein or transcript, expression was normalised to the
maximum across the measured time points.

(B) Comparison of viral protein classes between this study and (Croft et al., 2015). Full data and an explanation
of the consensus between the two time courses conducted by Croft et al., is included in Table S5.



Figure S5
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Figure S5. Enhanced spread of VACV and HSV-1 in HeLa H5KO1 and H5KO2 cells, related to Figure 7. Cells
were infected with ASGFP VACV (for 2 d and VP26GFP HSV-1 for 3 d (MOI1=0.001) and then imaged by
fluorescence microscopy. The size of GFP infected foci (n=20) were measured for each virus and quantified as
described in Materials and Methods. p-values were calculated using a two-tailed t-test. ****p<0.0001. The
images shown are representative of 5 independent experiments.



