Teresa LM Thurston et al

Expanded View Figures

WB: luc

TBK1 induces WIPI2-dependent xenophagy

NPV,
lue- < K

luc- Nap1 Tank  OPTN
() Q (6}
<2 -2 -3
O ¥ ¥ 0O ¥ ¥0O ¥ ¥
- L [T [T
MG 6ERGRPGE B
WB: FLAG

A
16 ,
14
+
26"
S 21.0 {
© T
g100]
[
= 0.6
2 204 ;
02 m
0 <° ' A ' c M N
G 1 o B @2 @?
1® Y4 N
2 xe\“
B
100001 BF.GFP
2 B F:TBK1
51000
£ B F:TBK1AC
kel
o
< 100+
[0}
(2}
©
g
S 104
=
14
Nap1 Tank Optineurin
C s — D 164
S 40 S 121
[$) -
=] o
el =} 4
£ 30 T
w = 84
o [11]
@ 20 e
s 41
w10 |
= . = = 0
GFP TBK1 TBK1 TBK1 TBK1
AC KM AC-KM
75
63

unstim ||

DMSO

10nM [ ]

30nM [ ]
i0nM | ]
3o0nM [ ]

MRT68843|MRT68601
Polyl:C

The EMBO Journal

Figure EV1. Characterization of TBK1 alleles.

A

Replication of Salmonella enterica serovar
Typhimurium in Thk1~/~ MEFs complemented
with the indicated Flag-tagged TBK1,c fusion
proteins. Replication normalized to cells
expressing GFP. Mean and SEM. N = 3,

***p < 0,001 one-way ANOVA with Dunnett’s
multiple comparisons test.

Lumier binding assay. Binding of luciferase-
tagged Nap1l, Tank, or optineurin to beads coated
with Flag:GFP, Flag:TBK1, or Flag:TBK1c.
Western blot for luciferase-tagged or Flag-tagged
proteins in total cell lysates.

ISRE reporter induction upon transient
expression of the indicated Flag:TBK1 alleles into
293ET cells. Western blot for Flag-tagged
proteins. Mean and SEM of four independent
experiments. *P < 0.05, **P < 0.01, Student’s
t-test.

ISRE reporter induction upon stimulation of
293ET cells with polyl:C (8 h) in the presence of
DMSO or TBK1 inhibitors MRT68843 or
MRT68601.

Figure EV2. Recruitment of WIPI1 and WIPI2B to Salmonella enterica serovar Typhimurium requires TBK1 but not optineurin.

A Western blots of GFP-tagged WIPI alleles and Flag-tagged TBK1 alleles corresponding to Fig 2B.
B Percentage of WIPI2-positive S. Typhimurium at 1 h p.i, in Tbk1 ™/~ MEFs complemented with the indicated Flag-tagged TBK1 proteins. Wortmannin (Wort) was
added as indicated at 100 nM. Mean and SEM. N = 3, *P < 0.05, one-way ANOVA with Dunnett’s multiple comparisons test. Western blot of TBK1 alleles in post-

nuclear lysates.

C, D Analysis of MEFs, stably expressing GFP:WIPI1 or GFP:WIPI2B, treated with the indicated siRNAs and infected with S. Typhimurium for 1 h. Mean and SEM. N = 3.
Western blot for optineurin and tubulin upon the indicated siRNA treatment.
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Figure EV2.

© 2016 MRC Laboratory of Molecular Biology

The EMBO Journal

EV2



Teresa LM Thurston et al ~ TBK1 induces WIPI2-dependent xenophagy

A

a
L
O 1.4
ie]
< 1.24 ‘}
[0
R
© 1.01 =
i 1 11
g 0.81
ey
[¢e} 0.6 *
= *%
S 0.4
[\]
RS
S 0.21
e
k=) T T )
Rel ? A () \'S

o\ 3‘(\ o N v\a@ b\* \\A xa“

16\4 A DO “ao 0»\99 oA NS
\(\ ‘(\
B

0 1.4-
O
21.24
e)
[0
£1.04 =
: a
5 0.84 iL
£
<0.67 oo o
[ce)
§0.4- -
g
%_0.2-
e
So : : .
8 A S I s ATV NP (SN N

© © ‘(6\0‘ oA bc\gv\alb‘s:(\;_\\\gl S\Q Nels ?’; \AE,’LOA?’ NS 0N

S 2
<@ A .(g\k'\ '(6‘("\ 6\4’\ bbc_\qf)?,
o

© 2016 MRC Laboratory of Molecular Biology

The EMBO Journal

Figure EV3. Recruitment of TBK1 to Salmonella
enterica serovar Typhimurium via NAP1 or
NDP52, but not TANK, restricts bacterial
proliferation.

A B Replication of S. Typhimurium in Thk1 /'~
MEFs complemented with the indicated Flag-
tagged TBK1c alleles. Replication normalized
to cells expressing GFP. Mean and SEM. N = 3,
*P < 0.05, **P < 0.01, one-way ANOVA with
Dunnett’s multiple comparisons test.
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Figure EV4. Recruitment of TBK1 to Salmonella enterica serovar
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o Replication of S. Typhimurium in Thk1~/~ MEFs complemented with the
_'; 14 - indicated Flag-tagged TBK1c fusion proteins. Replication normalized to cells
o expressing GFP. Mean and SEM. N = 4, *P < 0.05, **P < 0.01, one-way ANOVA
é’ | with Dunnett’s multiple comparisons test.
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A B Figure EV5. Recruitment of TBK1 to Salmonella
enterica serovar Typhimurium via ubiquitin
E E 12 - restricts bacterial proliferation.
g 147 ‘2 A-C Replication of S. Typhimurium in Thk1 ™/~
B 1.21 b 1.0 M —I— MEFs complemented with the indicated Flag-
2 2 tagged TBK1c fusion proteins. Replication
@ 4 4
£ 10 é 0.8 . normalized to cells expressing GFP. Mean and
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S 064 s ***p < 0.001, one-way ANOVA with Dunnett’s
5 ** S 0.4 4 multiple comparisons test.
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