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Supplementary Figures 1-4 

 

 

Supplementary Figure 1ǀ Inhibition of SEA -induced cytokine production by T5910047 

in primary culture of mouse spleen cells. Spleen cells (1×10
6
) from C57/BL6 mice were 

isolated as described elsewhere
9
 and cultured for 20 h with SEA (200 ng/ml), LPS (1µg/ml) or 

SEA+LPS with or without T5910047 (625 µM to 62 µM) treatment. The culture supernatants 

were collected and measured for cytokine by CBA assay as described in materials and methods. 

The data presented as pg/ml cytokine production after exposure to (a) SEA, (b) LPS and (c) 

SEA+LPS. 
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Supplementary Figure 2ǀ Inhibition of MyD88 dependent but not MyD88-independent 

expression of SEAP activity by compounds T5910047, T6167923 and T5996207. HEK 293 

stable transfected cells (TLR4-MD2-NF-kB-SEAP) was stimulated with E. coli LPS (1 µg) or 

poly I: C (10 µg) with or without varying concentrations of the compounds (500 µM to 0.1 µM) 

respectively.  Culture supernatants were tested for SEAP activity. (a) Data presented as SEAP 

response unit ± SEM. HEK-Blue hTLR3 cells were used to determine a specificity control of the 

MyD88 inhibitors for real time detection of NF-kB induced SEAP  activity after stimulation with 

poly I:C (10 µg) with or without compound treatment. Real time detection of SEAP response 

was determined using HEK-Blue detection medium (Invivogen) Quanti-Blue
TM  

by reading the 

OD at 655 nm. (b) Data presented as OD ± SEM as a measure of SEAP activity. ELISA-based 

chemiluminescence Trans AM Chemi Kit (Active Motif) and antibodies was used to detect NF-

kB activation using NF-kB recognition epitope on p50 and p65 in cell extracts of HEK-Blue 

hTLR3 cells stimulated with poly I: C in the presence and absence of inhibitors. Assays were 

performed in duplicate to measure NF-kB by using equal amounts of protein (4 µg) from the cell 

extracts as described elsewhere 
7
.  (C) Data presented as a relative luminescence unit (RLU) as a 
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measure of NF-kB activation of p50 and p65 subunit, quantified using luminescence 

measurement. 

 

 

Table1ǀ 2nd
 generation compounds (PubChem database) were tested at varying 

concentrations (125 µM, 50 µM and5 µM) in primary culture of human PBMCs exposed to 

SEB and measured cytokines in culture supernatants by MSD assay (raw data). 

 

 

     Row 
Labels Samples 

IFN-γ 
(Human) 

IL-1β 
(Human) 

IL-6 
(Human) 

TNF-α 
(Human) 

U001 MNC untreated 8.441147438 3.5316405 42.306131 16.1557501 

U002 SEB  200ng/ml 25615.63251 84.6270145 1182.40974 1668.21251 

U003 
T6167923  
125uM+SEB 1.443718736 1.01513611 4.18217219 3.78850359 

U004 T6167923  50uM+SEB 3.36166501 12.9135373 5.71455738 5.05759292 

U005 T6167923  5uM+SEB 1953.060442 11.7521809 73.6119476 105.005751 

U006 
T6514691  
125uM+SEB 3.533815999 7.743937 4.73761343 5.25897654 

U007 T6514691  50uM+SEB 5.886078258 19.5638474 5.80708099 8.62322433 

U008 T6514691  5uM+SEB 14232.68705 32.3457784 106.434784 931.118121 

U009 T6310022 125uM+SEB 11.63300254 3.09999687 7.23135844 7.68623827 

U010 T6310022  50uM+SEB 12.19498748 18.5772413 7.49750155 7.81141687 

U011 T6310022  5uM+SEB 3617.139871 37.9675618 38.0207706 352.054254 

U012 
Z353321884 
125uM+SEB 1.655801913 0.84900824 4.29985022 3.83140695 

U013 
Z353321884  
50uM+SEB 5.479636441 11.0126331 4.98672411 5.36484586 

U014 
Z353321884  
5uM+SEB 10571.45086 28.7827839 127.176008 890.382128 

U015 T5629491 125uM+SEB 5.445722573 1.71101766 4.71422181 5.53406729 

U016 T5629491  50uM+SEB 8.708475834 10.7268754 6.07647104 7.19517347 

U017 T5629491 5uM+SEB 18222.73298 41.1688757 327.787491 1228.44191 

U018 T5660019 125uM+SEB 9.375639426 5.08710863 6.42184428 6.25107426 

U019 T5660019  50uM+SEB 4.288186253 12.1986029 5.14981855 5.14242363 

U020 T5660019 5uM+SEB 8709.595853 34.5664821 431.441831 720.224899 

U021 T5996207 125uM+SEB 0.800411598 1.49680879 3.84376488 3.16413095 

U022 T5996207 50uM+SEB 2.808746729 12.1648181 4.64400734 4.68578819 

U023 T5996207 5uM+SEB 4580.001253 17.3031569 30.7811306 392.564229 

U024 T6178877 125uM+SEB 4.799985964 4.28489994 4.9400706 5.65028911 

U025 T6178877 50uM+SEB 14.2048218 40.0047542 7.58862709 16.1557501 

U026 T6178877 5uM+SEB 8603.732314 52.3935019 314.173684 937.596487 

U027 T6205979 125uM+SEB 4.52726201 2.06699318 4.94784791 3.88500969 
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U028 T6205979 50uM+SEB 5.886078258 12.3201816 5.74540793 4.79213236 

U029 T6205979 5uM+SEB 1571.607943 20.1674905 15.974454 245.681198 

U030 T6225031 125uM+SEB 0.872551876 0.78520954 3.40841491 3.21813466 

U031 T6225031 50uM+SEB 6.729951902 10.0856252 5.65282794 5.76641732 

U032 T6225031 5uM+SEB 9886.483591 38.4222049 217.306594 862.546562 

 

 

Table 2ǀ Characteristics of PubChem identified compounds: Identity (Zn ID), Molecular 

Weight, % structural similarity with base compound, XLogP3 values and IC50 values of 

compounds calculated from dose response of curve of compounds (raw data as shown in 

Table 1) 

 

Base compound T 5910047 
      PUBCHEM Identified 

   
  IC 50 

   Compound 
ID ZN ID 

Mol. 
Wt. 

% 
similarity XLogP3-AA IFN- IL-1β IL-6 TNF-α 

T6167923   12984105 458 80 2.5 2.7 2.9 2.66 2.66 

T6514691   22090889 359 80 1 5.7 4.03 2.75 5.68 

T6310022   32889556 492 90 3.3 2.9 4.54 2.58 3.16 

Z353321884   26392767 424 90 1.4 4.2 3.79 2.8 5.32 

T5629491  22788724 424 80 0.9 6.4 4.9 3.47 11.36 

T5660019  9516570 429 90 1.2 3.79 4.23 3.97 4.38 

T5996207  9942498 437 80 2.6 2.84 3.12 2.58 3.29 

T6178877  26392751 442 90 1.5 3.79 6.57 3.43 5.68 

T6205979  32716673 443 90 3 2.66 3.29 2.55 2.94 

T6225031  32888206 400 80 1.8 4.1 4.54 3.04 5.2 
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Supplementary Figure 3ǀ IC50 of 2
nd

 generation compounds tested in primary cultures 

of human PBMCs exposed to SEB.  PBMCs (1×10
6
) from a normal donor was cultured for 20 

h with SEB (200 ng/ml) with or without 10 different compounds [(2
nd

 generation) identified from 

PubChem database that were >80% similar to T5910047] using varying concentrations (125 µM 

to 5 µM). The culture supernatants were collected and measured for cytokine by MSD assay 

(Table 1) as described in the Experimental section. The compound identity (compound ID and 

ZN ID), Molecular weight,% structural similarity, and X LogP values and IC50 calculated as the 

concentration required for SEB-induced inhibition of cytokine production in PBMCs by 50% 

relative to the control  are shown in Table 2. Data presented as IC50. 

 

 

 

 

 
Supplementary Figure 4ǀ Cytokine inhibition by 2

nd
 generation compounds T6167923 

and T5996207 tested with exposure to SEB or SEA in primary cultures of human PBMCs 

isolated from multiple donors. PBMCs (1×10
6
) from normal donors was cultured for 20 h with 

SEB (200 ng/ml) with or without varying concentrations (500 µM to 10 µM) of T6167923 and 

T5996207. The culture supernatants were collected and measured for cytokine (pg/ml) by MSD 

assay as described in the experimental section. The data are presented as IC50 values, calculated 

as the concentration required for SEB-induced inhibition of cytokine production in PBMCs by 

50% relative to the control.(a) IC50 values of T6167923 and T5996207 stimulated with SEB in 

two different donors;(b) IC50 values of T6167923 after stimulation of PBMCs with SEA or SEB 

in another set of three separate donors. 
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 MyD88 TIR Lig sore sheet 

 ZINC code - pose # - LigScore2 - # hydrogen bonds 

ZINC12645678   2     6.61   3 

ZINC12017646   1    6.43    6 

ZINC10656259   2   6.42     4 

ZINC09741553   1   6.36    3 

ZINC09249447   2   6.36   2 

ZINC11288001   1   6.35   5 

ZINC12919134 2  6.32 2 

ZINC12697596 1 6.30 4 

ZINC12639365 3 6.30 3 

ZINC11775323 3 6.29 5 

ZINC09598946 1 6.29 3 

ZINC09156431 1 6.28 3 

ZINC08849913 1 6.28 2 

ZINC10989256 3 6.27 4 

ZINC10372625 1 6.27 3 

ZINC09931075 1 6.27 3 

ZINC08718730 1 6.27 2 

ZINC02347144 1 6.27 3 

ZINC12561210 1 6.26 4 

ZINC09733262 2 6.26 3 

ZINC09249447 1 6.26 2 

ZINC03441998 1 6.26 5 

ZINC08707939 1 6.25 1 



8 
 

ZINC12076562 1 6.24 3 

ZINC11591799 2 6.24 2 

ZINC11448410 1 6.24 2 

ZINC12544674 2 6.23 1 

ZINC09742768 1 6.23 5 

ZINC08923614 1 6.23 2 

ZINC09249457 2 6.22 1 

ZINC10768353 1 6.21 3 

ZINC09727257 1 6.21 2 

ZINC09700647 1 6.21 4 

ZINC08901921 1 6.21 4 

ZINC12641559 1 6.20 4 

ZINC10518185 1 6.20 2 

ZINC09467273 1 6.20 2 

ZINC08763983 1 6.19 1 

ZINC07042191 1 6.19 3 

ZINC10599911 1 6.18 2 

ZINC09779193 1 6.18 0 

ZINC10464601 1 6.16 3 

ZINC09784908 1 6.16 2 

ZINC09249155 1 6.16 3 

ZINC12686598 2 6.15 5 

ZINC11021637 1 6.15 3 

ZINC10967575 1 6.15 1 

ZINC10771971 1 6.15 2 
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ZINC10560140 1 6.15 2 

ZINC10458261 1 6.15 1 

ZINC10432778 1 6.15 1 

ZINC09855102 1 6.15 4 

ZINC08820249 1 6.15 2 

ZINC09517905 2 6.14 1 

ZINC09435421 1 6.14 3 

ZINC12109053 2 6.13 4 

ZINC11761420 1 6.13 4 

ZINC10896492 1 6.13 4 

ZINC09576052 1 6.13 4 

ZINC08923614 2 6.13 1 

ZINC07947566 1 6.13 5 

ZINC12889713 2 6.12 2 

ZINC11404916 1 6.12 2 

ZINC11671915 1 6.11 2 

ZINC10349894 1 6.11 3 

ZINC09931180 1 6.11 5 

ZINC09699354 1 6.11 1 

ZINC02206979 1 6.11 3 

ZINC12061732 1 6.10 4 

ZINC09583421 1 6.10 2 

ZINC08800098 1 6.10 3 

ZINC11093533 1 6.09 4 

ZINC10707080 2 6.09 3 
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ZINC10087643 1 6.09 2 

ZINC09249447 1 6.09 3 

ZINC08967022 1 6.09 4 

ZINC08806699 1 6.09 3 

ZINC12900818 1 6.08 3 

ZINC12006544 1 6.08 4 

ZINC11358244 2 6.08 2 

ZINC11205546 2 6.08 1 

ZINC11031418 1 6.08 3 

ZINC10874601 1 6.08 2 

ZINC10656259 3 6.08 4 
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