°T ‘\\\\\\‘\---~+
c
o
5 10-
=)
©
=
O
o
L.
5-
0 L] L] L] L] 1
0 10 20 30
Time after infection (h)
B
VSV IFN-B

Time (h) 40 16 0 16 40

Actin = —— = =

VEV-G | e e

Figure S1

toe

"

t

4o

t

IFNB
REP8

p37
UBXD1

UBXD5

UBXN4

UBXN1
FAF1

UBXD3
UBXD4
UBXD7

FAF2



IFNB (fold induction)

©
S - Control ShARNA
2 37-& UBXN1shRNA o 30, ~* Control ShRNA
° © 551 -4 UBXN1shRNA
o - 2.
] T % .
[ © = 20
= 24 L 9 159
s Bl
© S e T
(o)} OB
G 14 2 c\%
s \‘/\\4 23
o 4 >
S xZz
: 0 T T T T T 1 \;_’ o T T T T T T
§ 0 10 20 30 40 50 60 0 10 20 30 40 50 60
CDQ Time after infection (h) Time after infection (h)
-4 UBXN1 shRNA -a- UBXN1ShRNA
15x104, % Control ShRNA 8.0x10%7 - Control shRNA
6.0105 * A~ UBXN1SshRNA 5x10 * *
’ —e— Control sShRNA . __ 60xi0°
S 1.0x10¢ S 40:10°
4.0x105 * g 10 * * g 40 . .
* =] S
'g 'g 2.0x10%
2.0x105 5 5.0x10° 5 /.\o—o
o o
£ /\‘\‘ =3 9
2 * S 7
10 g 1 = 5
3
0 10 20 30 40 50 60 0 10 20 30 40 50 60 0 20 40 60
Time after infection (h) Time after infection (h) Time after infection (h)
A549 Mouse Mg
< < - o
zZ Z < <
° X T ¥ i
[0) 7)) ‘m o — —
o) o 7} »n
E z Z 2 $ 3z
© < < S Z Z
5 © X X
O m m —
(%)) ) D O m omn
(7)) -] -
UBXN1 | s —
i | —
Actin S— S ——

Figure S2



>

Relative viral load
(DENV-E / Actin) x107

2001

IFN-B (pg/ml)

o

RN
o

o
|_|

()]
o

S

—_—

o

{Hll Control
13 shRNA * %

—

[6)]

o
i

**

48 72
Hours post DENV infection

0 24 48 72
Hours post DENV infection

60+
@R Control X

. C3 shRNA —5— T
£ 40] —x

g T

T

= 20

) l

0 24 48 72
Hours post DENV infection
C

— 7}
E EER Control ad
5 3 shRNA

L

0 61

(o))

O *

S s

g

>

48 72

Hours post DENV infection

Figure S3



A UBA

Human |

Mouse [ —

Myc-UBXN1

Coiled-coil

IS
S T
5 £
4 S
I £

3
:
S

3

O

8001

6001

4001

ISRE-Luc

2001

+

O.
ARIG-I - -+ o+ o+

|

mUBXN1 -+ -

D 8001

6001

4001

ISRE-Luc

2004

04
MDAS - - +
mUBXN1 -+ -

+
+
+

m

25001

20004

15004

10004

ISRE-Luc

5004

o
MAVS - -+
mUBXN1 - +

+
+
+

1504

5000

F 4000

3000

ISRE-Luc

2000

1000

od
K1 - - +

+

mUBXN1 -

G 30001

20004

ISRE-Luc

10004

IKKe -
mUBXN1 -

3000

2000

+ -

4004

IFNB-Luc
N
8

1501

IFNB-Luc

501

Kee 0T+
mUBXNT -+ -

25
20

15

+
+
+

ISRE-Luc

1000

IFNB-Luc

10

|

o
IRF3(5D) -
mUBXN1T -

+

30004

| *%*

20004

ISRE-Luc

1000+

04
Myc-UBXN1(ng) © PSS

Figure S4

'
[

5

mUBXN1 -+

= GFP-MAVS
£ GFP-TBK1

3 GFP-IKKe
3 Flag-IRF3D5

Q (/JQ\QQ (190 S \QQ {190 Q @Q\QQ (190

0
IRF3(5D) - - +

+
+
+



80+

A E= UBXN1-Myc
1000~ B NLRX1-HA
%%
800~
. ;5;5
5 6001 o
% ] B
o 4007 EEEE:
200- =
0 =24 I
Actin IS A
Myc-UBXN1 &=~ == o

GFP-MAVS e

C 15

IFNB-Luc

———4‘

Myc-UBXN1
ACHN e w— — o—

S B v

TLR4

S ossss HA-NLRX1

60+

40

ISRE-Luc

204

0
Myc-UBXN1

Actin

D
15- HSV
_
g 10I
-
d:‘ I
Z
L 54
0' T T
MyC-UBXN1 — T it

Actin "y e e -

Figure S5

IFNB-Luc

Flag-TLR3 e ssen s s

ACHN e o e

_* Hl Scrambled
_T_ 1 UBXN1
MAIVS TliIF



A 10009  **

= *%

800 -
(&)
3 6001
m -
Z 4004 | | =
e _ - S

200+ - .~ H S

: S[EIEIERNNINN

O L] L] — L] L]

MAVS Full 1-500mimic 1-300mimic 1-100mimic  A100-452

B C
UBA Coiled-coil UBX 250 MAVS
WTE e
AAA L
AUBA  — I 3
m
cC I Z
UBX | =
AUBX [

ACC [—— I

Myc-MAVS D

[
S A& O
GFP-UBXNL & & >0 cS’vQ

IP:anti-Myc
IB:anti-GFP
IP:anti-Myc

i vy | R o

WCE
IB:anti-GFP

IR
AQ,c*,\°$‘o\§z>$§z>vo

1005 SV

IFNB-Luc

Figure S6



AmCya — —

MAVS-CFP+MAVS-eYFP

B

» Mock \ HIV Gag \ Myc-UBXN1 \ Flag-MAVS
Jo.249 138] 10 Jo.256 107] 10 Jo.185 s02] 1° Jo.222 12.1
10° 108 10° 4 103 4
1: < < - < -
Sie? <= S am (g s
Z £ £ £
10" 4 10°
100 T .m.@ 100 4 e e 578 %1
10° 10’ 102 10° 104 100 10 102 108 102 10° 10* 10t
CFP-A CFP-A CFP-A
HIV Gag-CFP+Gag-eYFP
E  Mock F H  Flag-mMAvs
4 oc T HIV-Gag > Myc-UBXN1 ag-
10 {126 114 1 {o.155 3.54 10 {3.34 24.2 {345 9.03
10° 4 10° 4 10° 5 10° 4
< < < - < -
§1 02+ 31024 102 S102
z z £ £
10" 10" 4 10"
c
100 4 PN o 100 10° 38 S A
10° 10" C1o2 108 10* 10° 10t . 10° 10*
FP-A FP-A
CFP
S 250 = MAVS-MAVS
5 200
< 150 mHIV Gag-HIV Gag
o
Z 100 -
S 50 -
5 0
o No PlusHIV Plus  Plus
s Additon Gag UBXN1 MAVS

Figure S7



DMSO Bortezomib MG132

MAVS — = . o - -
Flag-UBXN1 —— ——_— -

ACHN e e e o e e e .

Poly anti-Ub
+VSV
Actin

Figure S8



