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ELISA #:#M NHEK 1 1L-18 78 [ () 3535 & , real-time PCR #: il NHEK 1 IL-18 mRNA ({35, ¥ NHEK 4
Wiy R 3 41485 NLRP3 /b F 4 RNAGiRNA) #% 3¢ NHEK 36 h J&, 2L MOI=30 {1 8 77 BR FF 7 2 T80 o %%
NHEK 36 h(siRNA £1) ; R e A LU R NHEK Jg28 (6 B A5 4y L MOT=30 (% 85 9% 79 B8 T 14
BN 36 h i NHEK Jy AP X B4, ELISA 3£ real time-PCR #4610 3 41 NHEK w 11-18 & [ 1 3 A i %
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[Abstract] Objective To determine the role of inlerleukin-18 (IL.-18) and nucleotide-binding oligomerization
domain-like receptor containing pyrin domain 3 (NLRP3) in acne vulgaris. Methods We used propionibacterium
acnes (P.acnes) suspensions Umultiplicity of infection (MOI)=0,10,20,30] to stimulate normal human epidermal
kerationocytes (NHEKs) for 12, 24, and 36 h, respectively. Enzyme-linked immunosorbent assay (ELISA) was
performed to detect the protein level of 1L.-18. Real-time quantitative PCR (real-time PCR) was adopted to detect
the mRNA of IL-18. The NHEKs were divided into three groups: (D siRNA group: NHEKs were pretreated with
siRNA for 36 h, followed by 36 h exposure to MOI=230 of P. ances suspensions; @ blank control group: NHEKs
free from siRNA transfection and P. ances suspensions; (@) positive control group: NHEKs free from siRNA
transfection were exposed to P. ances suspensions (MOI=30). The expression of NLRP3 was detected by Western
blot. Results The expressions of protein and mRNA of 11.-18 increased with exposure to P. ances suspensions in a
dose responsive way (r=>0.75,P<C0.05), with the peak effects showing for MOI=30 at 36 h. The expression of
1L-18 decreased in the siRNA group compared with the positive control, but was still higher than that of the blank
group(P<C0. 05). Conclusion P. ances stimulates NHEK cells to secrete 11.-18. The process possibly requires the
involvement of NLRP3.
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1.1 ##

JERE TN RR AT T8 bR HE T bR ATCC 11827 ()7 R4
T 2B W 0F 5 0 B R R 0D 5 BE-DMEM. 1 3% i
(Hyclone 2y &) . Ji5 4= 1 ¥ (Cellmax 2y @) . A IL-
18 ELISA 37 & (U FE 4 B 22 /) . NLRP3 siRNA
CHIILH A FD

IEH N B R SR R T 2017 4[] 76 3 B AT 06
B A VIAR M B A B 2ot AR B e B S e
B 2017 5 147 S F MG R =15,
1.2 Ak
1.2.1 EH AA KB R @ (normal human
epidermal keratinocyte, NHEK) #5 3 &  BUIE %
N B Wk o ol P 0 B85 02 4 g 0 3 e A P 2 1 O
2% Bz Bt 5 3 8 B0 IR AR 5 <107 mL !
NHEK & .
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Fom v T e PR U B A5 T AL 4N T . b T A ER M B IR
B % V- (PR 3 B2 7 2 A2 WD) I S BB R S
FEAAE T BT 37 C RSBk 500 CO, 1H IR B
FRATIER 48 ho WL IRARE IR 48 h iy A [K Il B
B 4% 95 AR BRIRCER 23 B T AT 2 e R L 2 B
BN LA ) 53 7 FR GU 0 A R N R AT I . PR HBORE S
NERH 5 3 75 H] 45 5l 0.5 2 K B v (mcfarland,
MCF) 1) B B > Bt B 47 J5 10 min P .
1.2.3 776 A BRAF 1 R JE A=t 1] xF NHEK & IL-
18 &k Hwm ey toml ¥ NHEK K 5% 2 % $k K
9, B T L LR T TR T TR R A R e A 8K
(MOD =0,10,20.307 4% NHEK 12 h.24 h.36
h, ELISA k] NHEK rf 1L-18 & [ ) R ik & .
Fi TR B 10 W A5 0F BT B BRCAY A0 B b 3 R AT
., real-time PCR # ] NHEK & IL-18 mRNA
M5,
1.2.4 NLRP3 %% s NHEK % IL-18 #= NLRP3
KM R R K 7 vl 6 )
1.2.4.1 NLRP3 /N T #it RNA (siRNA) 4 yu

NLRP3 siRNA Jy 4 75 5 5 KA A & . ¥
Lipofectamine 3000 (LP 3000) A siRNA & T =&
ik . 4% B8 LP 3000 i B 456 siRNALP3000 fii Jf
Opi-MEM i e T W B R R RATIR Y E 5
NHEK 40l i 7R & /7% . e M 44 K
AR P S 15 T o 15 R AL A0 M A RS AN
MIFERE L5 6 h T4 8 F 5L, 40 RAS R A, U P 4k 22
Fidi. 36 h BHEHE K45 345 R AR 4 a0 | K
U], Western blot 43 K BE R, 7645 [ 3R 3k
IOV O JE B e Yo 0% e Qe s R F 50 %
WA TF — 255,
1.2.4.2 p2H S VN TR T T A2k VA 199 Yk 58 R 1 93
Bf AR B8 1. 2. 3 W 25 2 %k % o MOT=30 fI 36 h,
1 NHEK 4 jfd 53 &y 3 2 %% 5% % NLRP3 siRNA
e NHEK 36 h J5 ., A MOI=30 Y EIE A R AT 7
BN NHEK36 h(siRNA 41), I35 A5 Y L
DL BRI NHEK b 28 (1 5T B AL, RFE e L
MOT=30 (155 5 BR AT T4 2 W fi % 36 h 1) NHEK
Sy BE A X HE A

1% 36 h J5 ., ELISA £ #0 real time-PCR 46
M3 21 NHEK o 1L-18 45 [ Fil 3 5 () 3% 3k &,
Western blot $E#: M NLRP3 48 M /IMA I F 5500 .
1.2.4.3 ELISA ¥4 3 41 NHEK # 1L-18 [ 5&
ko PRI LW F IR ELISA 3 & b % Ui B
Bl TL-18 py#ik,
1.2.4.4 real-time PCR #] 3 44 NHEK  IL-18
mRNA ik Hh4E RNA, 253 KN 4] DNA, #%
W) & AT C B R N WS T PCR XL 7E 42 °C
LR W 2 min, B 5 HC 2 pg RNA i 5%
cDNA; 52t PCR 734,95 C#iZ8 ¥ 5 min, 95 C A
15 5,60 ‘CiB k 20 5,72 ‘CZEfH 15 s, 2 40 4§
o BRI 83 E AL S5 R BCE A, TL-18
21 F ), F. 5 -AAAGATAGCCAGCCTAGAGG
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TCTC -3, =YK BEH 24 mer, §7 3 =¥ K /MK
176 bp; 1§ & Bactin 5] ¥ J¥ 51l : F: 5-CACCCAG
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317 bpe SR 272 kB B MR H F£ B K.
SR EDEE 3K,
1.2.4.5 Western blot I NHEK & NLRP3
REMEEA T RN &A1 mmol/L ZRH AL
fifh /5% % (phenylmethane -sulfonyl fluoride, PMSF)
) 240 if 24 A A A L B S DA 4 °C 13X 10" r/min
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1 324 h T NHEK, X100
BERE. EZHEX400

Fig 1 NHEKSs after 24 h of culture. X100
cultured for 48 h
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Fig 2

B2 1537 dJ/EH NHEK. X100

NHEKSs after 7 d of culture. X100
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Fig 3 Bacteria on the blood plate were

Fig 4 Bacteria form shown under microscope. Gram’s staining X 400

BRI (r=0. 784, P<C0. 01) F1 B i) 4 i 1 (r =
0.793,P<<0.01),

2.4 NLRP3 siRNA %35t NHEK 1 IL-18 & ik #
A

SIRNA4IIL-18% 1 VA & IL-18 mRNA £ &

3.5 Omor0 An,
55 0l WMOIIO
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£2.5 BMOI30
g £y
220 N L4
g a7
E kk
e}
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0

(B 12h 24h 36h

5 EERBRTESEFRE NHEK 5 IL-18 EE(AMEE B HRETH
Fig 5 The protein (A) and gene (B) expressions of IL-18 in NHEKSs stimulated by P. ances suspension
A P<0.05, A/AP<C0.01, vs. former time point in the same MOI group; * P<C0.05, * x P<0.01., vs. former MOI group at the same

time point
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HRHMEXRA TR, ZRA5IT%28 X (P<
0. 05) EAT & F45 6 B 2H (P<<0. 05) (/] 6)
2.5 NLRP3 siRNA %3¢ NHEK i NLRP3 # 1%
IMNEEARESENEMN

FHAEXT FE 20 NHEK i NLRP3 &M /MAE A
FKikE T2 AR IB4H (P<<0.01) 5 siRNA 24 NHEK
) NLRP3 & 1 /N A 22 35 %5 BH P X I41 T [ (P <<
0.01) HASR T T 25 AN HR 4L (P<C0. 05), WL 7,

535}
Z3.0t
I

o 2.5F
5

220}
Z 1.5}

6 NLRP3 siRNA 3 57 /5 1L-18 H A (A) MERE (B) B &R Kk
F
Fig 6 The protein (A) and gene (B) expressions of IL-18 in NHEKs
transfected NLRP3 siRNA
* P<C0. 05, vs. blank control group; # P<C0.05, vs. positive

control group
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Blank Positive siRNA
control

control
e Group

7 MOI 30 % 7 A B+ B 2 ik % # NHEK /5 NLRP3 i & B R iX
Fig 7 The protein level of NLRP3 in NHEKSs stimulated by MOI 30

P. ances suspension
* P<C0. 05, vs. blank control group; # P<C0.05, vs. positive

control group
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