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Supplementary Table S1. Results of the viral genome sequencing (from the PCR products).

Please refer to the file Table 1.xlsx

Supplementary Table S2. Primers used for virus sequencing.

Target region &

Primer
Sequence (5’ —> 3’) expected
name . "
amplicon length
ZIKV Fw GCGAAAGCTAGCAACAGTATCAACAGG 5’UTR to NS1-NS2A
junction
ZIKV Rv CAAGCACTCCAAGGGAGAAGTGGTCC 3543 bp
DENV-2 Fw |GAGGGAGCTAAGCTCAACGTAGTTCTAAC 5’UTR to NS2A (5')
3474 bp
DENV-2Rv |GACTCCTAGTGAAAAGTTGTCGACCTGCC
DENV-4 Fw |CGGAAGCTTGCTTAACACAGTTCTAACAGTTTG 5’UTR to NS2A (5')
3494 bp
DENV-4Rv |CAAACAAGGTCAGGCACAACAGACCC
KUNV Fwl |GATTTTGAACAATTAACACAGTGCGAGC 5'UTRto Env
1999 bp
KUNVRvl |CACCTCTTGCGAAGGACCTCC
KUNV Fw2 |CAGTACACAGGCACGGATGGAC Env to NS2A (5')
1661 bp
KUNVRV2 |GGTTGACGGTAACTAACCTGCCC

* Product size is provided for the wt sequence, excluding the reporter gene ( ~ 1 kbp).




Figure S1. Detection of envelope and capsid proteins in purified recombinant flavivirus particles.
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DENV2 wt 4,35x107
DENV2 mCherry 9,38x10°
DENV2-Ct-mCherry 2,97Ex107
DENV4 wt 2,02x10°
DENV4 mCherry 9,38x107
ZIKV wt 1,38x10°
ZIKV mCherry 4,35x10°
KUNV wt 1,38x10°8
KUNV mCherry 6,39x10°

Supplementary Figure S2: Fluorescence images of the mCherry signal over time for ZIKV-, KUNV-,
DENV2- and DENV4-mCherry expressing constructs in transfected Vero cells from day 1 up to day 12.

Scale bars: 100 nm.
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Figure S3. RT-PCR amplification for virus sequencing. Viral RNA were purified from PO virus stock at
7 days post transfection. 5’-UTR to NS2A fragments (~ 3,5kbp for the WT + ~ 1kbp for the reporter
gene for each replicon) were amplified by RT-PCR using the primers listed in Table S1. The amplified
DNA were separated on 1% Agarose gel. The amplification products (red squares) were extracted and
purified from the agarose gel prior to DNA sequencing. Molecular weights are indicated on the left of
each gel. Lane 2: negative control of RT-PCR performed with water. Lane 3: control PCR reaction
without the enzyme Reverse Transcriptase (RT).
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Figure S4. Sequences of Denv2, Denv4 and ZIKV wt and reporter clones collected at 7 days post-

transfection.
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Figure S5. Sequences of KUNV wt and reporter clones collected at 7 days post-transfection.
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