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Figure S1
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Figure S2
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Figure S3
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Figure S4
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Figure S6
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Figure S7

IP HA
IB Ubi

IgG

IP HA
IB HA

IgG
IB HA

FMHM(20uM) | -+

HA-TRAF6 | + +



Figure S8
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Figure legends

Supplement Figure S1. FMHM did not show cytotoxicity in RAW264.7 cells. (A)
RAW264.7 cells were treated with FMHM (5, 10 and 20 uM) for 24 h, and then MTT
assay was done for viability assay. (B) RAW264.7 cells were treated with FMHM (5,
10 and 20 uM) in the presence of LPS (1ug/mL) for 24 h, and then MTT assay was
done for viability assay. All data are presented as meanszS.D. from independent

experiments performed in triplicate.

Supplement Figure S2. FMHM did not interfere LPS-binding to cell surface.
RAW264.7 cells were treated with Alexa Fluor488 conjugate LPS (Spug/mL) with or
without FMHM (20uM) for 1 h. Then mean fluorescence intensity of 10,000 cells for
each sample was quantified by flow cytometry. All experiments were performed in

triplicate.

Supplement Figure S3. (A) Ciclosporin A (CsA) increased the NO inhibitory effects
of FMHM. RAW264.7 cells were treated with LPS (1 pg/mL) in the absence or
presence of FMHM (20 uM) and CsA (5 uM) for 24 h, and then NO assay was
performed. (B) RAW264.7 cells were treated with Biotin-FMHM (20 uM) and LPS (1
ug/mL) in the presence or the absence of CsA (5 uM). Then, immunofluorescence
assay using anti-biotin antibody (red fluorescence, for FMHM positioning in cells)
and DAPI (blue fluorescence, for nuclear positioning in cells) was performed
(bar=50pm). All data are presented as meanszS.D. from independent experiments
performed in triplicate. P< 0.01, relative to control group; ~ P< 0.01, relative to LPS

group; **P< 0.01, relative to FMHM group.

10



Supplement Figure S4. FMHM did not regulate non-canonical NF-xB pathway.
RAW264.7 cells were treated with LPS (1 pg/mL) in the absence or presence of
FMHM (5, 10 and 20 uM) for 24 h, and then Western blotting assay was performed to
detect NIK, RelB, TRAF2, TRAF3 and activated NF-kB2 protein. All experiments

were performed in triplicate.

Supplement Figure S5. FMHM did not regulate the expressions of TLR4 and
adaptor proteins. RAW264.7 cells were treated with LPS (1 pg/mL) in the absence or
presence of FMHM (5, 10 and 20 uM) for 24 h, and then Western blot assay was
performed for detection of TLR4, MyD88, TAK2 and TAB2 protein expressions. All

experiments were performed in triplicate.

Supplement Figure S6. RAW264.7 cells were transfected with HA-tagged TRAF6
plasmids for 72 h, and then treated with MG132 (20 uM) in the presence or absence
of FMHM (20 uM) for 1 h. Co-IP assay was performed to detect K48-linked

ubiquitination levels of TRAF6. All experiments were performed in triplicate.

Supplement Figure S7. RAW264.7 cells were transfected with HA-tagged TRAF6
plasmids for 72 h, and then treated with FMHM (20 uM) for 1 h. Co-IP assay was
performed to detect the overall ubiquitination levels of TRAF6. All experiments were

performed in triplicate.

Supplement Figure S8. RAW264.7 cells were pretreated with Bafilomycin Al (100

nM) for 4 h, and further treated with FMHM (20 uM) in the absence or presence of
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LPS (1 pg/mL) for 1 h. Western blotting assay was performed to detect TRAF6
protein. All data are presented as meanstS.D. from independent experiments

performed in triplicate. P< 0.01, relative to control group; ~ P< 0.01, relative to LPS

group.

Primary antibody information

iINOS (No.#2982, CST company); COX-2 (No.#12282, CST company); GAPDH
(No.#2118, CST company); K63-Ubi (No.#5621, CST company); K48-Ubi
(No.#8081, CST company); Ubi (N0.#3933, CST company); TLR4 (No.#14358, CST
company); MyD88 (No.#4283, CST company); TAK1 (No.#5206, CST company);
TAB2 (No.#3745, CST company); NF-kB Non-canonical Pathway Antibody Sampler
Kit #4888 (NIK, RelB, TRAF2, TRAF3 and NF-kB2); NF-«kB Pathway Sampler Kit
#9936 (p-IKKo/B, IKKP, p-IkB, IkB, p-NF-kB, NF-kB); HA (No.#3724, CST
company); Myc (No.#2278, CST company); TRAF6 (No.EP591Y, Abcam company).
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