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Supplementary Table 1

Reagent Source Identifier

Preparation for liposome-encapsulated clodronate

3-sn-phosphatidylcholine FUJIFILM Wako Pure Chemical Corporation 169-21183
Cholesterol FUJIFILM Wako Pure Chemical Corporation 034-03002
Disodium clodronate tetrahydrate Tokyo Chemical Industry D4160
a-tocopherol FUJIFILM Wako Pure Chemical Corporation 207-01792
Flow cytometric analysis
2-NBDG Peptide Institute 23002-v
7AAD Thermo Fisher Scientific 00-6993-50
anti-CD16/CD32 antibody Thermo Fisher Scientific 14-0161-85
APC/Cy7 anti-F4/80 antibody BioLegend 123118
APC/Cy7 isotype control BioLegend 400524
Collagenase FUJIFILM Wako Pure Chemical Corporation 032-22364
DNase | Sigma DN25
PE/Cy7 anti-CD45 antibody Thermo Fisher Scientific 25-0451-82
Real-time PCR
RrimeScript™ RT reagent Kit Takara RRO37A
TB Green™ Premix Ex Tag™ || Takara RR820L
TRIsure Bioline BIO-38032
Whole-mount immunofluorescent staining
Anti-Armenian Hamster I1gG, Cy3 counjugate Jackson ImmunoResearch 127-165-160
Antibody Diluent Agilent S2022
Anti-CD13 antibody BIO-RAD MCA2395
Anti-PECAM1 antibody Merck Millipore MAB1398Z
Anti-rat IgG, Alexa488 conjugate Thermo Fisher Scientific A-11006
Protein block, Serum-Free, Liquid form Agilent X0909
Cell culture
DMEM, High Glucose Thermo Fisher Scientific 12100046
DMEM, Low Glucose, Pyruvate Thermo Fisher Scientific 31600034
Fetal bovine serum Sigma 172012-500ML
Lipofectamine® RNAIMAX Transfection Reagent Thermo Fisher Scientific 13778030
Opti-MEM® | Reduced Serum Medium Thermo Fisher Scientific 31985062
RPMI 1640 Medium Thermo Fisher Scientific 31800022
Thioglycollate BD 211716
Stimulant/Inhibitors
2-deoxy D-glucose Tokyo Chemical Industry D0051
Heptelidic acid Cayman Chemical 14079
IL-4, Murine, Recombinant Pepro Tech Inc. 214-14
Lactic acid nacalai tesque 598-82-3
Lipopolysaccharides from E.Coli Sigma L6529
Rapamycin Cell Signaling Technology #9904S
Sodium Pyruvate FUJIFILM Wako Pure Chemical Corporation 199-03062
u0126 abcam ab120241
Lactic acid content
Lactic dehydrogenase FUJIFILM Wako Pure Chemical Corporation 300-52721
NAD* FUJIFILM Wako Pure Chemical Corporation 049-16461
Western blotting
Anti-ERK1/2 antibody Cell Signaling Technology #9102
Anti-GAPDH antibody Merck Millipore MAB374
Anti-Goat IgG, HRP conjugate Santa Cruz Biotechnology sc-2020
Anti-JNK antibody Santa Cruz Biotechnology sc-571
Anti-Mouse IgG, HRP conjugate GE Healthcare NA931
Anti-NFkB p65 antibody Santa Cruz Biotechnology sc-372-G
Anti-p38a antibody Santa Cruz Biotechnology sc-535
Anti-p70 S6 Kinase antibody Cell Signaling Technology #9202
Anti-phospho-ERK1/2 (Thr202/Tyr204) antibody Cell Signaling Technology #9101
Anti-phospho-NFkB p65 (Ser536) antibody Cell Signaling Technology #3033
Anti-phospho-p38 MAPK (Thr180/Tyr182) antibody Cell Signaling Technology #9211
Anti-phospho-p70 S6 Kinase (Thr389) antibody Cell Signaling Technology #9205
Anti-phospho-SAPK/INK (Thr183/Tyr185) antibody Cell Signaling Technology #4668
Anti-Rabbit IgG, HRP conjugate GE Healthcare NA934
Anti-a-Tubulin antibody Cell Signaling Technology #2125
Can Get Signal Solusion 1 & 2 TOYOBO NKB-101
Chemi Lumi One L nacalai tesque 07880-70
Prestained SDS-PAGE Standards, broad range BIO-RAD #1610318
WIDE-VIEW™ Prestained Protein Size Marker Il FUJIFILM Wako Pure Chemical Corporation 230-02461




Supplementary Table 2

Primer List
Genes Forward primer Reverse primer
116 ATGGATGCTACCAAACTGGAT TGAAGGACTCTGGCTTTGTCT
ltgax ATGTTGGAGGAAGCAAATGG CCTGGGAATCCTATTGCAGA
Mrcl TGTGGTGAGCTGAAAGGTGA CAGGTGTGGGCTCAGGTAGT
Pdgfb CCCACAGTGGCTTTTCATTT GTGAACGTAGGGGAAGTGGA
Rn18s GTAACCCGTTGAACCCCATT CCATCCAATCGGTAGTAGCG
Tir4 CCTGGCTGGTTITACACGTC GACATTGCAGAAACATTCGC
Tnfa AAGCCTGTAGCCCACGTCGTA GGCACCACTAGTTGGTTGTCTTTG
Vegfa GAAGGAGAGCAGAAGTCCCA ACACAGGACGGCTTGAAGAT
SiRNA Sense Strand (5'—3") Antisense Strand (5'—3')
siControl GUACCGCACGUCAUUCGUAUC UACGAAUGACGUGCGGUACGU
SiErk2 GCUCUUGAAGACACAGCACUU GUGCUGUGUCUUCAAGAGCUU
siGapdh CGGGAAGCUCACUGGCAUGUU CAUGCCAGUGAGCcuUcccacuu

siRela

GAUCAAUGGCUACACAGGAUU

UCCUGUGUAGCCAUUGAUCUU




Supplementary Figure 1
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Supplementary Figure 1.
TIr4 mRNA expression in RAW264.7 cells. Relative expression levels of TIr4 mRNA in

RAW264.7 cells treated with 100 ng/mL LPS for 3 hours under several glucose
concentrations. Mean of data among three independent experiments. n = 6. Data are
shown as means = S.E. *p<0.05 and **p<0.01, among two groups, as indicated.



Supplementary Figure 2
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Supplementary Figure 2.

The relevance of MAPK signaling pathways to the phosphorylation of p65 NFkB in
LPS-stimulated macrophages. (a and b) Representative images blotted with anti-
phospho-ERK1/2, anti-ERK1/2, anti-phospho-p65, and anti-p65 antibodies, and the
relative signal density of phosphorylated proteins normalized with that of each total
protein in RAW264.7 cells pretreated with U0126 for 2 hours and stimulated with 100
ng/mL LPS for 0.5 hours. Mean of data among three independent experiments. n = 6.

Data are shown as means = S.E. **p<0.01, among two groups, as indicated. A.U.,
arbitrary unit.



Supplementary Figure 3

Full length western blot of Figure 49
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Supplementary Figure 2.

Original full length western blot of Figure 4g. Raw293 cells were transfected with

siGapdh or siControl. The knockdown efficiency was examined by Immunoblots with anti-
GAPDH and anti-a-Tubulin antibodies.



Supplementary Figure 4

a. Full length western blot of Figure 5a
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b. Full length western blot of Figure 5b
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Supplementary Figure 4

c. Full length western blot of Figure 5c
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d. Full length western blot of Figure 5f
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Supplementary Figure 4.

Original full length western blot of Figure 5. (a, b, d) Raw264.3 cells were pretreated
with 2DG or HA, and stimulated with LPS for 3h in different glucose concentrations.
Harvested cells were subjected to western blotting analysis. (c) Raw264.3 cells were

transfected with siRela or siControl. The knockdown efficiency was examined by
Immunoblots with anti-p65 and anti-a-Tubulin antibodies.



Supplementary Figure 5

a. Full length western blot of Figure 6a
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Supplementary Figure 5

d. Full length western blot of Figure 6d
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e. Full length western blot of Figure 6e
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Supplementary Figure 5.

Original full length western blot of Figure 6. (a-d) Raw264.3 cells were pretreated
with 2DG or HA, and stimulated with LPS for 3h in different glucose concentrations.
Harvested cells were subjected to western blotting analysis. (e) Raw264.3 cells were

transfected with siErk2 or siControl. The knockdown efficiency was examined by
Immunoblots with anti-Erk and anti-a-Tubulin antibodies.



