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Supplementary Figure S1. Small RNA profiles in EMCV infected WT and AGO2 deficient Hela cells. (A) Size
profiles of total small RNAs in libraries from WT and AGO2 KO2 cells infected with EMCV (MOI 1) at 8 and 10
hours post infection (hpi), as indicated. (B) Size profiles of small RNAs mapping to the positive viral RNA strand
(red) or negative RNA strand (blue) of EMCV. (C) Genome distribution of 21-23 nt small RNAs across the EMCV
genome. 5’ positions of normalized reads are plotted. Reads were mapped to the viral genome allowing one
mismatch and normalized to the total library size.
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Supplementary Figure S2. miRNA levels in EMCV infected WT and AGO2 KO2 Hela cells. Scatter plots
representing miRNA levels normalized to library size of EMCV infected cells at 8 hpi (left panel) and 10 hpi (right

panel). The mean of the 8 and 10 hpi time points is reported in Fig. 2B.
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Supplementary Figure S3. Activation of innate immune signaling in the absence of Argonaute 2. Expression of
IFNB (left panels) and ISG15 (right panels) upon activation of WT (white bars) and AGO2 KO Hela cells (two
clones, light and dark gray bars) with (A) poly I:C, 200 ng or 2 ug per well, (B) Sindbis virus (SINV, MOI 0.01), (C)
yellow fever virus (YFV17D, MOI 0.1), and (D) encephalomyocarditis (EMCV, MOI 1). RNA was quantified by RT-
gPCR, data were normalized to the house-keeping gene actin and expressed relative to WT control cells that
were mock treated (A), or to WT control cells at 2 hpi (B,C,D). Data are presented as means and SD of three
biological replicates. One experiment representative of three experiments is shown. ANOVA, * P < 0.05, ** P <
0.01, *** P <0.001. hpi, hours post infection.
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Supplementary Figure S4. RNAI suppression assay for picornavirus 3A proteins. (A) RNAi reporter assay for the
3A protein of human enterovirus-71 (HEV71), Coxsackievirus B3 (CVB3), poliovirus-1 (PV1), and as a positive
control the Nodamura virus (NoV) B2 protein. The indicated expression plasmids were transfected into Hela
cells, followed by transfection with expression plasmids encoding firefly luciferase (Fluc) and Renilla luciferase
(Rluc) and a plasmid expressing an shRNA that targets either Fluc (shGL3) or control shRNA (shCtrl). Fluc counts
were normalized to Rluc and presented as fold silencing relative to control shRNA. Means and SD (n=3 replicates)
are presented. (B) Western blot analysis of myc epitope-tagged 3A protein. The indicated myc-tagged 3A
expression plasmids were transfected into Hela cells and expression was analyzed on western blot using a myc
antibody. The full-length blot is presented in Supplementary Fig. S5.



A. Figure 1C

- N - N
o o (@] o
¥ X ¥ X
N T T
' : : ;
E oy 8 B g 8
[ [ 3
Q Q Q Q
M 8 << M 8 1 & M
250 §
250
80— ul : P —150
a-AGO2 10— [t SN i - I T —— o
75— | — | — [
DR S Sy g S S— 4
so- 2 T S s e 1
o -—— - 50
a-actin : “--l e ~———
ST_ ey O L TR 4 _ 37
25— | o6
1 2 3 4 5 6 7 8 9
B. Figure S4B _
g
S
el 1=
Q o
g £
b $ 3§ 3 <
S 5 © - [v] ©
£ § ¢ 5 ¢ g
M § ¢ @ @ © a
250-
150- r—
100- © S e — — — — —
75- + — 5
50- ol = = — —. .

37- »i

o
a-Myc 25 .‘ Sals
R

20-

Vel e 3 AR TR AT TS A
151 R P : !
10- | — | | ‘A B -,

M i i e e e s i = | 1o i S i g s o

Supplementary Figure S5. Full-length gel images of western blots of (A) Figure 1C, and (B) Figure S4B. Dashed
boxes indicate the regions used for the figures. (A) The same samples have been loaded twice following
denaturing at 60°C for 15 minutes (lanes 2-4) or at 95°C for 5 minutes (lanes 6-8).



