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The supplementary file contains Figure S1- S5 and the legends



Figure S1. The predicted LipL32-TLR2 complex. The protein complex was predicted from
Cluspro website and the top ten scored complex were divided into three groups according to the
binding orientation. In model I, LipL.32 is predicted to bind TLR2 through the center domain of
jellyroll structure. In model II, LipL32 is predicted to interact with TLR2 through N-terminus
domain. In model III, LipL32 is predicted to be recognized by TLR2 through N and C termini. Green,

LipL32; cyan, TLR2.
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Figure S2. Purification of human TLR2 protein and LipL32 variants. (A) Human TLR2 protein
was expressed in HEK293-TLR2 cells and purified as described in Materials and Methods. (B)
LipL32 protein and its variants were purified as described in Materials and Methods. (C) LipL32
mutation variants were purified as described in Materials and Methods. Upper panel, Western blot;

bottom panel, SDS-PAGE.
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Figure S3. Functional analysis of purified TLR2 protein. The function of purified TLR2 protein
was tested by the affinity to its nature ligands including lipoteichoic acid (LTA), Pam;CSKy4, and
peptidoglycan (PGN), respectively .* p<0.05;™ p<0.01;™ p<0.001.
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Figure S4. Limulus amebocyte lysate (LAL) assay. The LAL was used to measure the endotoxin
contamination of the recombinant protein from different purification steps, including Ni2+ column,

MonoQ column, and polymyxin B treatment, respectively. * p<0.05;™ p<0.001.
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Figure S5. The stimulation of inflammatory responses by LipL.32. (A) The ability to induce the
inflammatory responses of LipL.32 in the presence and absence of His6-tag at N terminus. (B) The
inflammatory responses induced by LipL32 when the protein treated with heat and proteinase K as

compared to WT. ¥ p<0.05.
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