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Host Factors involved in the formation of Flavivirus replication organelle
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Flavivirus, including dengue virus and Japanese encephalitis virus (JEV),
infection induces endoplasmic reticulum (ER) membrane rearrangements to crate a compartment for
replication of the viral genome and assembly of viral particles. By extensive mass spectrometry
analysis, we identified ESCRT (endosomal sorting complex required for transport) factors that are
recruited to sites of virus replication. Systematic siRNA analysis revealed that release of JEV was
dramatically decreased by single depletion of TSG101 or co-depletion of specific combinations of
CHMP family proteins. By contrast, release was unaffected by depletion of some core ESCRTs,
including VPS4. Thus, a unique subset of ESCRT contributes to ER membrane biogenesis during
flavivirus infection. This unique ESCRT requirement implies the existence of ER-specific features
for ESCRT-mediated membrane rearrangement, and our study provides the first demonstration of the
mechanistic features of ER ESCRTs.
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AT31 (
)
2  New GuineaC  (ATCC
)
)
24well plate HEK293A
JEV DENV MOI (Multiplicities of

infection) 0.3

2
300ul 37 C 5%CO,
3) (
)
JEV  Vero
DENV  BHK-21
10
96well plate 1 x 10* cells/well
Vero
BHK-21 50 pl 37 C5%
CO, 2
#4000 (Nacalai tesque)
1% 37 C 5%CO,
Vero 36 BHK-21 60

4%
(Nacalai tesque)



15

Anti-JEV NS3C (1:5000,
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10% FBS D-PBS
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