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» A novel signaling paradigm for cell surface TLR4 and
intracellular TLR-7 and TLR-9

» Central to this process is that neuromedin B (NMBR)
GPCR-Neul-MMP9 complex is bound to TLRs in naive
and ligand stimulated macrophage cells.
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MMP9i inhibits sialidase activity —
live cell sialidase assay
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MMP9i inhibits LPS-induced pNFkB
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NFkB-dependent SEAP Assay — RAW-blue cells
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MMP9-siRNA inhibits LPS-induced NFkB in RAW-blue
macrophages
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MMP-9 forms a complex with TLR4 in naive and LPS treated
BMA macrophage cells
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GPCR agonists induced sialidase activity is inhibited by
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Sialidase activity is abscent in Neul deficient primary
macrophages derived from genetically engineered mice
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Bombesin induces NFkB activation in Raw-blue cells
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Bombesin receptor neuromedin B (NMBR) co-IP’s with
TLR4 in BMA M@ cell lysates
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Bombesin receptor NMBR co-IP’s
with MMP-9 in RAW-blue M@ cell
lysates
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LPS and Bombesin agonists induced SEAP activity in RAW-
blue cells is blocked by MyD88 specific inhibitor
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NEU1 and MMP-9 form a complex with TLR7 in naive and
ligand-stimulated macrophage cells
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NEU1, MMP-9 and NMBR are essential for TLR7 activation
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NMBR is involved in intracellular TLRs signaling
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Tamiflu, MMP9i and BIM46174 abrogates TLR7 ligand-

induced inflammatory cytokines production

o & %y
.LI x §l anv«\bh
3 «EENN o %,
2 “o, B4
= 5 o 9%
< 3 “% %, %
o « o, Yo

L) S Qo & QX 7
K— v * &, o XQ \&
= S, Y, %, 7
S = % 7
D X ¥ 9 o,owv "%
w Qb\v x AQ\
. R (S
P S e Mmma. 4, oﬁ.\&« i
@ 7 %, 9,
© P Y. %
F | L ) L} L} L ) L) L ) L ) L} L) & xo \
F oogogooee 9 9 9 © owu\ %,

- -2-1- - %

CROITNOD © -

N -

(lw/6d) P4NL
Y X
= &wv
1 - <
s NN
Y 0.« %,
0 /q ..oh Qx
W ,
-
e S ,
.M (=} *H «VQ&:@\ .\&v
< v Y, %
o a X QQQ$ X4, 7
x <9 \V.\A\\
[ x * L 2, %,
o Doy %
. - @, %, %,
2 il B
(1] «0\ ® Q\
57 @0 ,\x «Q\
C 5 & & & & o 4
Os &8 &8 & & o Y %,
= © O ¥« ®» N - 7
(Tw/6d) L-dOW



CONCLUSIONS

» Neul plays a central role in mediating nucleic
acid-induced intracellular TLR activation,

» GPCR NMBR-MMP9-Neul cross-talk
constitutes a novel intracellular TLR signaling
platform that is essential for NF-kB activation
and pro-inflammatory responses.



