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Figure S1. ZIKV C protein data. Abundance of (A) reads after SPMR normalization in ZIKV and
ratio of read abundance over control show that at a molar ratio of 1:250 the genomes are saturated
with C protein, indicating that the saturation point lies at or below this level. (B) Localization of
binding signal along the ZIKV genome for in vitro transcribed genomic RNA. (C) The nucleotide
composition and GC content of C protein binding locations is not significantly different from non-
binding locations. (D) Average length of interacting segments shows multimodal distribution con-
sistent with clusters of fixed-length interactions. (E) Binding in vitro preferentially occurs in higher
SHAPE reactivity, single-stranded, and open regions of the viral genome. (F) ZIKV C shows in vitro
preference for regions of long-range intramolecular RNA-RNA interactions, as measured by
SPLASH.
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Figure S2. CD spectra obtained for ZIKV C protein at 25 °C. A typical spectrum for an a-helix sec-
ondary structure is obtained for ZIKV C protein at 25 °C (black line), as expected. CD measurements
were performed as previously described for DENV C (Faustino et al. Int | Mol Sci 20 (2019) 3870.
doi:10.3390/ijms20163870), in 50 mM KH2POs, 200 mM KCl, pH 7.5 buffer, at 25 °C.
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Table S1. Overview of samples, conditions and number of aligned reads per sample.

Experiment Condition Sample Aligned Reads
DENV FP Control RHH7758 1132561
DENV FP Control RHH7759 955739
DENV FP 1:20 RISO13 540638
DENV FP 1:20 RISO014 690978
DENV FP 1:100 RISO17 1655
DENV FP 1:100 RISO18 633412
DENV FP 1:250 RISO15 634442
DENV FP 1:250 RISO16 565531
DENV FP 1:500 RISO019 834199
DENV FP 1:500 RI1S020 856445
ZIKV FP Control RHH5774 3286046
ZIKV FP Control RHH5775 1870611
ZIKV FP 1:20 RISO33 302268
ZIKV FP 1:20 RIS034 440390
ZIKV FP 1:100 RIS037 462708
ZIKV FP 1:100 RISO38 467441
ZIKV FP 1:250 RISO35 518893
ZIKV FP 1:250 RISO36 711872
ZIKV FP 1:500 RIS039 747313
ZIKV FP 1:500 RIS040 868036
DENV X-link Background | RVH206 12623591
DENV X-link Background | RVH207 6602451
DENV X-link Control RVH208 12132361
DENV X-link Control RVH209 8118898
DENV X-link X-linked RVH210 49213149
DENV X-link X-linked RVH211 70714181
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Table S2. Correlation of SPMR between samples for all footprinting and crosslinking experiments.

Experiment Condition Sample 1 Sample 2 Pearsonr
DENV FP Control RHH7758 RHH7759 0.999
DENV FP 1:20 RISO13 RISO14 0.833
DENV FP 1:100 RISO17 RISO18 0.953
DENV FP 1:250 RISO15 RISO16 0.866
DENV FP 1:500 RISO19 RIS020 0.974
ZIKV FP Control RHH5774 RHH5775 0.818
ZIKV FP 1:20 RISO33 RISO34 0.651
ZIKV FP 1:100 RISO37 RISO38 0.856
ZIKV FP 1:250 RISO35 RISO36 0.928
ZIKV FP 1:500 RISO39 RISO40 0.986
DENV X-link Background | RVH206 RVH207 0.941
DENV X-link Control RVH208 RVH209 0.958
DENV X-link X-linked RVH210 RVH211 0.946




