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Notl-final EcoRl  Kpnl Hindlll BamHI Sacl Miul  Ndel Xhol Nsil-final

5" GGCCGCGAATTCGGTACCTAAGCTTAGGATCCGAGCTCACGCGT ATGCA 3
3 CGCTTAAGCCATGGATTCGAATCCTAGGCTCGAGTGCGCA T 5

Supplemental Figure 1 — Pair primers utilized to construct pCC1-MCS-Z1Z2 containing
a polylinker sequence. The original low-copy plasmid pCC1-Z3 was digested with the
restriction enzymes Notl and Nsil, and the Z3 fragment was replaced with the polylinker
with cohesive ends Notl and Nsil. Using the new plasmid named pCC1-MCS, we
subsequently cloned the ZIKV ¢cDNA Z1 and Z2 with Notl and Kpnl and Mlul-Xhol
cohesive ends, respectively.
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Supplemental Figure 2 — ZIKV infectious clone construction. The construction of a
ZIKV-infectious clone was reached by developing a genetically stable two-plasmid
system. The plasmidial mass yields after DNA extraction of pCC1-MCS-Z1Z2 (lane Al;
8,255 bp; DNA mass 17.2 ng/ul) and Z3Z4 (lane B1; 7,456 bp; DNA mass 26.8 ng/ul)
were reduced, hampering the subsequent genome assembly. The quantifications were
overestimated, considering the inevitable contamination with chromosomal DNA. The
cleavage with Kpnl and Mlul of the plasmid preparations, necessary to construct the
complete ZIKV infectious clone, produced barely detected bands (indicated by blue
arrows) of the digested plasmids (lane A2 and lane B5). To circumvent this constraint,
we directly PCR amplified the pCC1-MCS-Z1Z2 and Z3Z4 fragments as indicated by
blue arrows in lanes A3 (27.8ng/ul) and B6 (8.52 ng/ul), respectively. After the digestion
of the amplicons with Kpnl and Mlul, the fragments were ligated (lane C7, blue arrow).
In a further step, we cleavaged the ligated DNA with Xhol and purified the template band
by preparative gel electrophoresis (lane C8, blue arrow; DNA mass 1,99 ng/ul). We
proceeded with the PCR amplification of the synthetic viral cDNA using primer pair 3,
generating the complete template of 10,847 bp containing the ZIKV genomic cDNA of
10,807 bp (lane C9, blue arrow, DNA mass 82.2ng/ul).



