structural proteins non structural proteins

A | \

55—4 C prM E NS1 [NS2A [NS2B[ NS3 NSAAINS48 NS5 |3’
4 4 4 A
....................... Y NS2B/3 protease
..................................... ‘ HOSt protease
NS2B NS3pro

438 92 1 170

NS2B (45aa) | G,SG, NS3pro (170 aa)

Supplementary information, Figure S1A Genomic organization of ZIKV polyprotein
and the construct used. The cleavage sites by the NS2B/NS3 protease are indicated by blue
arrows and those cleaved by host protease are labeled with red arrows. The ZIKV
NS2B-NS3pro construct was generated by fusing residues 48-92 of NS2B to residues 1-170

of NS3 protease via a glycine-serine linker (GGGGSGGGG).
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Supplementary information, Figure S1B Multiple sequence alignment of the
NS2B-NS3pro from ZIKV, JEV, WNV and DENV 1-4 generated by ESPript 3.0. The
residues involved in inhibitor binding are highlighted with blue triangles. The catalytic triad
residues are labeled with asterisks. The residues included in NS2B-NS3pro construct are
marked with a blue line and the missing residues in the structure are marked by a blue dashed
line. The relevant Genbank sequence accession numbers are: ZIKV (KU312312), JEV
(JX131374.1), WNV (DQ318019.1), DENV-1 (KJ189353.1), DENV-2 (KC762672.1),

DENV-3 (KJ737430.1), and DENV-4 (JX024757.1).
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Supplementary information, Figure S1C The monomeric ZIKV NS2B-NS3pro. The
overlaid size exclusion chromatograms of ZIKV NS2-NS3pro at various concentrations are

indicated.
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Supplementary information, Figure S1ID Enzymatic Activity of ZIKV NS2B-NS3pro.
The initial rate constant Vo over the concentration of fluorescence-labeled substrate

(AC-LKRR-AMC) is plotted.
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Supplementary information, Figure S1E Enzymatic inhibition of ZIKV NS2B-NS3pro

by aprotinin. Percent inhibition of the initial rate constant over Log[l] is plotted.
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Supplementary information, Figure S1F The gel filtration profile and enzymatic activity
ZIKV NS2B-NS3pro WT, Aloop-Slis2-167 and Aloop-S2e69-87. (A) The size-exclusion gel
filtration profile and (B) enzymatic activity ZIKV NS2B-NS3pro wild-type (black),

Aloop-Slisp-167 (blue) and Aloop-S269-87 (red).



