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Supplemental information including:

Figure S1: HMGBL, Lipid I1Va or Lipid A alone Failed to Trigger Necrosis or Apoptosis.
Figure S2: Endogenous HMGB1 Enables Microbial Lipids to Trigger Cytokines Release.
Figure S3: HMGBL Enables Lipid Ato Trigger Cytokines Release in Human Cells.

Figure S4: HMGBL1+Lipid A Increase the mRNA Levels of Cytokines

Figure S5: Inhibition of Necroptosis attenuates HMGBZ1/Microbial Lipids-Induced Cytokines’
Release.

Figure S6: Neutralization of HMGB1 Attenuates necrosis/apoptosis and Cytokines’ Release in
Vivo.
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Figure S1. HMGBJ1, Lipid IVa or Lipid A alone Failed to Trigger Necrosis or Apoptosis.
Flow cytometry analysis of WT peritoneal macrophages undergoing necrosis (PI+) or
apoptosis (PI-) after stimulated with HMGB1 (0.4 ug/ml), lipid TVa or lipid A (1 pg/ml).

NS, not significant. Results are presented as mean £SD.
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Figure S2. Endogenous HMGB1 Enables Microbial Lipids to Trigger Cytokines Release.
Necrotic lysate of Hmgb1*"* MEFs were pretreated with HMGB1 neutralizing antibody or
isotype 1gG controls. IL-1a, IL-1p and TNF-a measured from culture supernatants of
peritoneal macrophages from WT upon exposure to the anti-HMGBL or isotype 1gG
pretreated necrotic Hmgb1*"* MEF in the presence or the absence of lipid IVa or lipid A (1
ug/ml). *P<<0.05; **P<C0.01; #, not significant. Results are presented as mean £SD.
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Figure S3. HMGBL1 Enables Lipid A to Trigger Cytokines Release in Human Cells.

Total PBMCs were isolated from healthy peripheral blood by Ficoll. IL-1a, IL-18 and TNF-a
measured from culture supernatants of PBMC following stimulated with lipid A (1 pg/ml) in
the absence or the presence of HMGB1 (0.4 ug/ml). **P<<0.01. Results are presented as
mean +=SD.
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Figure S4. HMGB1+Lipid A increase the mRNA levels of cytokines

The mRNA levels of IL-1a, IL-1B and TNF-a in WT peritoneal macrophages measured by
guantitative real-time PCR analysis after stimulated with HMGBL + Lipid A. Quantitative
real-time PCR fold change values for target genes were normalized against the level of B-actin.
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Results are presented as mean £SD.
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Figure S5. Inhibition of Necroptosis attenuates HMGB1/Microbial Lipids-Induced
Cytokines’ release.

IL-1a, IL-1B and TNF-o measured from culture supernatants of peritoneal macrophages from
WT mice stimulated with HMGB1+lipid IVa/A in the absence or the presence of necrostatin-1.
*P<<0.05; ****P<0.0001. Results are presented as mean £SD.



A B I9G Anti-HMGB1

150 —x* ,Jo.182 5.64 ,|0.434 126
[ ) 1074 10 ;
E 100+ T 104
& 7 .
8
1k
F.EI 188, 5.72
0 0 108 10* 108
IgG Anti-HMGB1 —  AnnexinV
80+ *kk 20+ 25+
e s Kk *%
z e— = 20+
~ 604 > 15+ e e £ )
£ T 3 T 3
Em :1: E 10 % "
e I . £ 1 2 2 10+
2 50 3 54 2 = 5
T o 54
0 0 0
IgG Anti-HMGB1 IgG Anti-HMGB1 IgG Anti-HMGB1

Figure S6. Neutralization of HMGB1 Attenuates necrosis/apoptosis and Cytokines’
Release in vivo.

Air-pouch inflammatory infiltration was induced in the absence or presence of
HMGB1-neutralizing or normal control IgGs. Then air-pouch lavage fluid was collected.
Levels of IL-1a and IL-1 were measured by ELISA analysis (A), necroptosis and apoptosis
were measured by flow cytometry (B). **P<<0.01; ***P <<0.001. Results are presented as
mean £SD.



