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Pristimerin Inhibits Inducible Nitric Oxide Synthas e
Expression Induced by TLR Agonists
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Toll-like receptors (TLRs) are one of the familiégattern recognition receptors (PRR) operatirtgarinnate immunity.
TLRs have the ability to recognize relatively caxed microbial components, which are generallyrreteto as pathogen-
associated molecular patterns (PAMPSs). The aativaif TLRs signaling leads to the activation of RE--and the
expression of pro-inflammatory gene products sgotytokines and inducible nitric oxide synthaseQ#). To evaluate
the therapeutic potential of pristimerin, whickaisaturally occurring triterpenoid compound fr@elastraceae plants,
INOS expression induced by MALP-2 (TLR2 and TLR®migt), Poly[l:C] (TLR3 agonist), or LPS (TLR4 agst)
were examined. Pristimerin suppressed the iINOSessgjan induced by MALP-2, Poly[l:C], or LPS. Thessults
suggest that pristimerin can modulate TLRs siggadathways leading to decreased inflammatory gepession.
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Fig. 1. (A) The structure of pristimerin. (B) RAW264.7 Iselere treated with pristimerin (0.1, 0.5. i) for 4 h. Twenty microliters othe

CellTiter 96 AQeousONe Solution Reagent was added directly to cultetts. The plate was incubated af37or 4 h in a humidified 5¢
CO, atmosphere. The absorbance was recorded at 4@6timian 96-well plate reader. Veh, vehicle; Prisstpmerin.
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Fig. 2. (Pristimerin inhibits INOS expression indued by TLRs agonists(A-C) RAW264.7 cells were transfected with INOS lucifa
reporter plasmid and pretreated with 0.1 on®/Bpristimerin for 1 h and then treated with MALR4D ng/mL) (A), Poly[l:C] (1Qug/mL)
(B), or LPS (10 ng/mL) (C) for an additional 8 lell@ysaes were prepared and luciferase enzyme actwites determined. Values repre
the meant SEM (n=3). *, Significantly different from MALP-alone,P<0.05 (*),P<0.01 (**) (A). +, Significantly different from Pofi;C]
alone,P<0.05 (+) (B). #, Significantly different from LRSone,P<0.01 (##) (C). Veh, vehicle; Pris, pristimerin.
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Fig. 3. Pristimerin inhibits iNOS protein induced by TLRs agonists.(A-C) RAW264.7 cells were pretreated with 0.1 &M pristimerir
for 1 h and then further stimulated with MALP-2 @d§/mL) (A), Poly[l:C] (10ug/mL) (B), or LPS (10 ng/mL(C) for an additional 8
Cell lysates were analyzed for INOS gidctin protein by immunoblots. Veh, vehicle; Ppigstimerin.
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Fig. 4. Pristimerin inhibits nitrite production ind uced by TLRs agonists(A-C) RAW 264.7 cells were pretreated with 0.10d&uM
pristimerin for 1 h and then treated with MALP-D (ig/mL) (A), Poly{l:C] (10ug/mL) (B), or LPS (10 ng/mL) (C) for an additior2dl h. Th
amounts of nitrite in supernatant were measurew) @iiess reagent. Values represent the medBEM (n=3). *, Significantly different fror
MALP-2 aloneP<0.05 (*),P<0.01 (**) (A). +, Significantly different from Pyg|l:C] alone,P<0.05 (+),P,<0.01 (++) (B). #, Significant
different from LPS alond?<0.01 (##) (C). Veh, vehicle; Pris, pristimerin.
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