Supplemental Material

Supplemental Figure 1. Clustal W sequence alighment of TLR TIR domains. Box inset identifies sequence
conservation of C helix Cys WxxxE motif as well as catalytic E (Glu) observed in bacterial and NADase TIR
proteins. TAK-242 targets TLR4-TIR Cys 747.30

Sequence Alignment of TLR-TIR

hTRI L QFHAFISYSGHDS --- FWKNELLPNLEKEG-- - - - MQICLHERNFVPGKSI VENI IT-
hTRZ | CYDAFVSYSERDA--- YWVENLMVQELENFN-P--PFKLCLHKRDFIPGKWI | DNI ID-
hTIR6 L QFHAFISYSEHDS --- AWKSELVPYLEKED-- - - - 1 QI CLHERNFVPGKSI VENI I N-
hTIRIO VRFHAFISYSEHDS --- LWVKNELIPNLEKED-G--5SILICLYESYFDPGKSI SENI VS-
hTIR& N1 YDAFVIYSSQDE---DWVRNELVKNLEEGV-P--PFQLCLHYRDFIPGVAI AANI | HE
hTIRS Y KYDAYLCFSSKDF---TWVQNALLKHLDTQYSDQNRFNLCFEERDFVPGENRI ANI QD-
hTR8 TFYDAYISYDTKDASVTDWYVI NELRYHLEESR-DK-NVLLCLEERDWDPGLAI | DNL MQ-
hTIR3 FEYAAYIIHAYKDK--- DWVWEHFSS-MEKED-Q--SLKFCLEERDFEAGVFELEAI VN-
hTIR? CCYDAFIVYDTKDPAVTEWVLAELVAKLEDPR-EK-HFNLCLEERDWLPGQPVLENLSQ-
hTIR9 L PYDAFVVFDKT QS AVADWVYNELRGQLEECR-GRWALRLCLEERDWLPGKTLFENL WA-
. . . . .« *
C-Helix

hTIRL  C1 EKSYKSIFVLS|PNFVQSEWCH- YELYFAHHNLFHEGSNSLILILLEPIPQYSIPSSYH
hTIRZ S 1 EKSHKTVF VL S|ENFVKSEWCK- YELDFSHFRLFDENNDAAI LI LLEPIEKKAIPQRFC
hTIR6 C1 EKSYKSIFVLS|PNFVQSEWCH- YELYFAHHNLFHEGSNNLI LI LLEPIPQNSIPNKYH
hTIRIO F1 EKSYKSIFVLSPNFVAQNEWCH- YEFYFAHHNLF SDHI I LILLEPIPFYCIPTRYH
hTIRE GF HKSRKVIVVVS/QHF1 QSRWCI - FEYEIAQTWQFLSSRAGI | FI VLQKVEKTLLRQ-QV
hTIRS A1 WNSRKIVCLVSRHFLRDGWCL - EAFSYAQGRCLSDLNSALRMVVVGSLSQYQLMK-HQ
hTIR8 S 1 NQS KKTVFVLTKKYAKSWNFK- FIBLEPVLQH---5QYL
hTIR3 SI KRSRKIITFVITH LKDPLCKRFKYV LAFLE PDYKLNHALC
hTIR7 S 1 QLSKKTVFVMTDKYAKTENFK-1AFYL LI FLEKPFOK- -- SKFL
hTIR9 S VYGSRKTLFVLAHTDRWSGLLR-ASFLLAQQRLLEDRKDVVVLVILSPDGRR- > SRYV
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hTIRI KLKSLMARRTYLEWPKEKSKRGLEWANLRAAI NI k| [hTIR1 |P|N|F|V|Q(S|E[WICIH|Y[E[L|Y
hTIR2 KLRKI MNTKTYLEWPMDEAQREGF WVNLRAAI KS - thRZ ENFVKSEWCKYELD
hTIRE KL KALMTQRTYLQWPKEKSKRGLF WAWNI RAAF NMK
hTIRIO KLKALLEKKAYLEWPKDRRKCGLFWANLRAAI N--| hTIR6 [P|N|F|V|QS|E|W|C|H|Y[E|L|Y
hTIR& ELYRLLSRNTYLEWEDSVLGRHI FWRRL thRlOPNFVQNEWCHYEFY
hTIRS S 1 RGFVQKQQYLRWPEDFQDVGWFLHKLSQ -
hTR8 RLRQRICKssiLawpoNnpkAaEGLFwaTLRnvweTe| [WTIRA [QH[F|I [QS[R|W|C|I [FIE|Y|E
hTIR3 LRRGMFKSHCILNWPVQKERI GAFRHKLQVA- - hT|R5 RHFLRDGW¢LEAFS
hTR?7 QLRKRLCGSSVLEWPTNPQAHPYFWQCLKNALAT 2
bR RLRQRLcRQsvLLwepHaPscaRrsFwaalemat 7o\ TIRAP|P|G|F|L|QD|P[WIC|Y|QML|Q]
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Supplemental Figure 2. TAK-242 inhibition of LPS-stimulated HEK-TLR4 cells. Increasing amounts of TAK-
242 (0-50 uM) inhibits LPS activation of HEK-TLR4 cells in comparison with HEK null cells, media and
vehicle control (DMSO).
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Supplemental Figure 3. LPS stimulation of HEK-MD2-CD14 BlueTM cells alone or transfected with WT
TLR4 or mutant TLR4 Cys747Ser. TAK-242 (0-50 uM) inhibits LPS activation of HEK-TLR4 cells in
comparison to vehicle control (DMSO 0-0.2%) and HEK null cells. Left to right - LPS responses of HEK
MD2-CD14-blue cells (stably expressing MD2 and CD14 but lacking TLR4) transfected with 100 ng of
TLR4 WT or mutant TLR4 C747S and then stimulated with 10 ng/mL LPS in the presence of TAK-242 (50
uM) or vehicle control (DMSO 0.2%).
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Supplemental Figure 4. Model of cytoplasmic TLR4 TIR dimer interactions. Model of TLR4- TIR dimer
showing TAK-242 (ball and stick) binding target C747 (yellow). Conserved WxxxE motif, including
catalytic glutamic acid (E) residue, observed in bacterial and NADase TIR proteins are highlighted and
illustrated as ball and stick. Surface representations of potential substrate binding pocket shown in grey.
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