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[ Abstract] Objective: To detect whetherEnterococcus faecalis LTA activates NLRP3 inflammasome by promoting-
reactive oxygen species expression. Methods: Mouse macrophages RAW264. 7 cells were stimulated with Enterococ-
cus faecalis LTA, and the expressions of NLRP3 protein and mRNA were detected by Western blot, ELISA, and
real—time qPCR. Reduced nicotinamide adenine dinucleotide phosphatase oxidase inhibitor DPI inhibited the pro-
duction of reactive oxygen species (ROS), which was detected by fluorescence staining and flow cytometry. Results:
After LTA was applied to RAW264. 7 cells for 24 hours. the expressions of protein and mRNA of NLRP3, Caspase
—1, and IL—1Bwere significantly higher than those of negative control group (P<C0. 05). The DPI could effectively
inhibit the production of ROS. When ROS expression was inhibited, the expressions of NLRP3 inflammatory protein
and mRNA were significantly reduced. Conclusion: LTA is the virulence factor of Enterococcus faecalis activating
NLRP3 inflammasome, mainly by the production of ROS.
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Table 1 Primer sequence for mice NLRP3 inflammasome

Primer Sequences
NLRP3 F ACCAGCCAGAGTGGAATGAC
NLRP3 R ATGGAGATGCGGGAGAGATA
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Caspase—1 R GCTTCCTCTTTGCCCTCA
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Fig. 1 ROS expression in different treatment groups.
l*—l ,#4 %k
e
2.0 " 2.0 " 2.5 *
i —
) ; #) 2.0
v 1.5 1.5
® = K
= = Y
= E = 1.5+
z = m
1.0 T 1.0- z
[l Q p—
~ ] 7 1.0
& = 4
0.51 RS 0.5
] @ ] @ . D
Control LTA LTA+DPI Control LTA LTA+DPI Control LTA LTA+DPI

10 pmol/L DPT 5 LTA L[ 4/EH T RAW 264. 74000 sLE#2 M A LTA ##% 24 h J5 .NLRP3,Caspase— 1. IL— 18 mRNA %t %5 & #9581t

FER T P<0.05, S EMAMIL . ZRA 5 ¥HEX

B 2 AREALFEH NLRP3 RPEA mRNA B £ L H

Fig. 2 Expression of NLRP3 inflammasome mRNA in different treatment groups.

2 g#R

2.1 HASLEHTH ROS WFEIKNEM  H ROS %
JEHREF DHE FRic AS [A] b B4 040 T B 40 i . 24 % 1
TR T WLER & B, 40 1) A B8 A AT k£ 1 B R
JEHD ROS Rk R HM. B 1 A58 W os A [ 4k 3

Hrh ROS 235 LTA fEF RAW 264. 744 ifg
1 h 5. .ROS Wk E NG5 4%, B 0w T M4 M
4L (P<<0.05), BAMEAIM £ NO0.8%,
NADPH £ 4k B4 %) DPI 41 /5 ROS F ik #1K T
BPE AT BEZH . ]9 0.6 % B - F Ay Rk I LSt 2%



PR 2 BF5E 2018 4F 2 140 34 %45 2 )

115

S (P>0.05), W& 1c i,

2.2 NLRP3,Caspase—1,1L—18 mRNA [#J % ik
oL WE 2 pros . LTA /EH T RAW264. 7 41 i
24 h J5 .NLRP3,Caspase—1,IL—1BmRNA ik

NLRP3

s B S | ] 16kDa

. - |45kDa ;
1

0 SR TSR (P<<0.05), MY LTA 5
NADPH 4 AL #0155 DPT & W /5 FH F 40 24 h
J& o IR R B Rk W R AR (P<<0. 05) ,fHE
A T IE H O R4 (P<<0. 05),

= Control
LTA
B LTA+DPI

Caspase—1 |
Vinculin| S - -,
N n n Control LTA+DPI
LT -
DPI _ _ 4 L @

10 pmol/L DP1 5 LTA £ FE{EH T RAW 264, 740, 8L 30 A LTA 438 24 h J5 ., NLRP3,Caspase— 1. IL— 18 &R A & A Lk B,

3a: Western blot 53 B 78 4l il N NLRP3 5 Caspase— 1 fJ 25 4 &K &7,

3b: NLRP3 K Caspase—1 & H X} £k & M &2 081, P<

0. 05, AN [ 4k B2 ) — A~ 2 AR R ik i 5 E WAL I, 22 52 0 ST % B L. 3c: ELISA R I MI 4k 1L — 18 H AR IB MGt 047, - P<

0.05, 5 HALALAH L 22 5 A7 e it 2 B X

B3 AFALEIH NLRP3 R MERE A 02K 0

Fig. 3 Expression of NLRP3 inflammasome protein in different treatment groups.
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