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Fig S1: Illustration of plasmid construction as outlined in methods.
[image: ]Fig S2. Level of RNA transcripts produced by viral 5’ UTRs
Hepa1-6 cells were transfected with monocistronic vectors containing either HCV, RHV, RHV1, RHV2, RHV3, RHV-rn1, RPgV, virus 5’UTR or the control plasmids, the first control contains the RHV1 virus 5’UTR but no upstream Pol I promoter and the second control plasmid contains a scrambled RHV1 5’UTR. 
Cells were harvested at 72 h.p.t., RNA subtracted, and qRT-PCR performed, measuring the levels of mCitrine transcripts. Bar graphs show fold change in the levels of mCitrine transcripts to control plasmid, the HCV monocistronic vector (n≥10, mean±SEM of at least three independent experiments).
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Fig S3. MAVS cleavage and replication by full-length recombinant virus 
Huh7.5-MAVS-RFP cells transfected with full length RHV1 expression plasmid. Translocation of RFP to the nucleus is indicated by arrows (E).
BHK-21 cells transfected with full length recombinant RHV1 or RPGV expression plasmid containing mScarlet (Red) as in schematic, combined with dsRNA staining (Green) and DAPI (Blue) (F).
image1.emf



pOLI.RHV1/RPGV.SB
P T



RHV/RPgV cDNA



SB



5' UTR



mCitrine



pOLI
Pol I P Pol I T



3' UTR



pOLI.IRES.Citrine



Viral genome



P T



CMV P



CE1E2



pUC19



BGH Poly A



mScarlet-BSD



Pol I P Pol I T



Pol I P Pol I T



pOLIpUC19
EcoR1 HindIII



PpUMI



pOLI.IRES.Citrine



P 5'UTR mCitrine 3'UTR T



pOLI.RHV1/RPGV



P 5'UTR-5A 5B-3'UTR T



pOLI.RHV1/RPGV



P T5'UTR 3'UTR



pCE1E2



CMV P CE1E2 Poly A



A



RHV/RPgV cDNA



B



C



D



E











image2.emf



Fo
ld
ch
an
ge
to
co
nt
ro
l



H
ep
a1
-6



0.20



0.40



0.60



0.80



1.00



1.20



1.40



HCV
RHV



RHV1
RHV2



RHV3



RHV-r
n1



RPgV



RHV1-
No Pol



I p
rom



ote
r



Scra
mbled



RHV1 5’
UTR











image3.emf



mScarlet-BSD NS5B5'UTR C-NS5A 3'UTR



B
H
K
-2
1



B



dsRNA
DAPI -Nucleus



RHV RHV1 RPgV



H
uh



7.
5-
M
AV



S
-R
FP



A



RHV1Negative control










mScarlet-BSDNS5B 5'UTR C-NS5A 3'UTR

B

H

K

-

2

1

B

dsRNA

DAPI-Nucleus

RHV

RHV1 RPgV

H

u

h

7

.

5

-

M

A

V

S

-

R

F

P

A

RHV1 Negativecontrol


