Inhibition of TLR4-TLR6 assembly reduces neuro-inflammation

Intramembrane attenuation of the TLR4-TLR6 dimer impairs receptor assembly and reduces microglia
mediated neurodegeneration
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Materials:
M9 minimal medium agar plates including 0.4% maltose and 1mM IPTG.
Transwell inserts (5um polycarbonate membrane, Corning Inc).

Propodeum iodide solution (Sigma —Aldrich, catalog num. P4864-10ML).
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Figure S1. MalE complementation assay. (A) E coli PD28 lacking a functional MBP were transformed
with various constructs and cultivated on M9 agar plates containing 0.4% maltose as a sole carbon source
and 0.02% IPTG. Untransfected PD28 bacteria were cultured as a negative control.

S-2



Inhibition of TLR4-TLR6 assembly reduces neuro-inflammation

Figure S2
2 10°
=
2
£
= 3
= 10
=
=l 2
i 10
-10' ]
0 65538 131072 198808 2620: 0 65538 131072 196608 2620 65536 131072 196808 2621
FSC-A FSC-A FSC-A
% of all % of all % of all
Gate cells Gate cells Gate cells
None |100.00 None |100.00 None |100.00
Dead |56.82 Dead |57.45 Dead |23.29
Live |9.89 Live |[16.03 Live |40.06
Dying |7.34 Dying |8.67 Dying |7.88

Propidium iodide

0

65538

131072 196508

6553 131072 196608 26214

28211 0
FSC-A FSC-A
Gate ZZIOL: sl Gate Z‘;E =
MNone |100.00 None |100.00
Dead |27.06 Dead |28.50
Live 39.99 Live |37.50
Dying |9.11 Dying |11.27

Figure S2. The TLRA4C peptide rescues neurons from death mediated by microglia-induced
inflammation. (A-E) Representative images of flow cytometry analysis of neuron death. Cells treated
with (A) AP only, (B) AB+scrTLR6C, (C) AB+TLR4C and (D) cells only and (E) neurons directly
stimulated with A in the absence of microglia cells were stained with propidium iodide.



