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Supplementary Figure 1. Delay in the clearance of bacteria by Txnip KO macrophages. (A) FACS
analysis showing the proportion of WT and Txnip KO mouse peritoneal macrophages, which retained
GFP-expressing E. coli at the indicated time points after treatment with bacteria at an MOI of 10. (B)
Representative images of WT and Txnip KO mouse peritoneal macrophages at the indicated time

points after treatment with GFP-expressing E. coli at an MOI of 50, without removal of extracellular
bacteria. Scale bars, 20 um.
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Supplementary Figure 2. Quantification data of Lampl, Rab5, Rab7, V-ATPase, and Txnip
determined using western blotting data presented in Figure 2A. Data are expressed as mean + SD (n
=3, **P <0.01, ***P < 0.001, compared with WT).
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Supplementary Figure 3. (A) Expression of proteins related to phagosome maturation from WT and
Txnip KO mouse peritoneal macrophages treated with E. coli for the indicated times. (B) The
quantification data of Lampl, Rab5, Rab7, V-ATPase, and Txnip based on western blotting data
presented in (A). (C) The experimental scheme used for GFP-expressing E. coli treatment, removal
of extracellular bacteria, and wortmannin or bafilomycin A treatment.
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Supplementary Figure 4. (A) Representative LB agar plates after overnight incubation with cell
extracts derived from WT and Txnip KO peritoneal macrophages incubated with GFP-expressing E.
coil for the indicated periods. WT and Txnip KO peritoneal macrophages treated with bafilomycin A
(20 nM) before incubation with GFP-expressing E. coli. (B) CFUs on LB agar plates after overnight
incubation with cell extracts derived from WT and Txnip KO mouse peritoneal macrophages
incubated with E. coli for the indicated times. Data are expressed as mean + SD (n = 3, *P < 0.05,

***P < 0,001, compared with WT).



A B

—s— Txnip WT None -= Txnip KO None —— Txnip WT None -= Txnip KC None

== Txnip WTE.coli == Txnip KOE.coli

== Txnip WTE.coli == Txnip KOE.coli

120000+
1100004
100000
90000
700001M
60000 rrrrrrrr IREEE e  BEEEEEESS) 1
0:00:00 0:30:00 1:00:00 1:30:00

MFI of H,DCFDA
<o
=3
=
=]
o
1

Time (h:min) Time (h:min)

1hr

1.0k

800 =

GFP -
32.9%

GFP +
62.0%

TXNIP ++

1.0k =

800 =

TXNIP +

600 =

400

— WT None [ WT Dye
=-=- KONone [JKO Dye

Total macrophage Count
2 g 2 2
—

Bacteria GFP+ macrophage

250 ¥

B WT Bacleria
Bl KO Bacteria

T T
" 10 102 100 104

5000

MFI of DHE
Now o
o @ o
2 i=4 [=]
s & &

e |

1000

B Txnipt*
= R
500+ x

=

Con  Bacteria

Supplementary Figure 5. (A) Mean fluorescence intensity (MFI) of DHE showing the ratio of
superoxide level in WT and Txnip KO mouse peritoneal macrophages after treatment with E. coli at
an MOI of 20 (n = 6). (B) The MFI of H.DCFDA dye showing the ratio of superoxide level in WT
and Txnip KO mouse peritoneal macrophages after treatment with E. coli at an MOI of 20 (n = 6).
(C) FACS analysis showing the proportion of WT and Txnip KO mouse peritoneal macrophages,

which retained GFP-expressing E. coli 1 h after treatment with GFP-expressing E. coli at an MOI of
20. (D) Distribution of WT and Txnip KO mouse peritoneal macrophages based on the intensity of
DHE at 1 h after treatment with GFP-expressing E. coli at an MOI of 20. (E) The MFI of DHE in the
total, GFP-positive, and GFP-negative WT and Txnip KO mouse peritoneal macrophages after
treatment with GFP-expressing E. coli at an MOI of 20 for 1 h (n = 3). (F) The MFI of H.DCFDA in
WT and Txnip KO mouse peritoneal macrophages after treatment with E. coli at an MOI of 20 for 1 h
(n =3).
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Supplementary Figure 6. (A) Experimental scheme used for GFP-expressing E. coli treatment,
removal of extracellular bacteria, and DPI treatment. (B) Representative images of bacteria-laden
WT and Txnip KO mouse macrophages 6 h after 1 h of treatment with GFP-expressing E. coli, with
or without DPI treatment, and removal of extracellular bacteria. Scale bar, 10 um.
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Supplementary Figure 7. Quantification of Caspl P45 and Caspl P10 using western blotting data
shown in Figure 4B. Data are expressed as mean = SD (n = 3, *P < 0.05, **P < 0.01, ***P < 0.001,

compared with WT).



