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High mobility group box chromosomal protein 1 promotes IL-18 production and IL-18 receptor expression in
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[ABSTRACT] Objective: To investigate whether high mobility group box chromosomal protein 1 (HMGB1) can activate
macrophages to secrete 11.-18. Methods: Mouse peritoneal macrophages were cultured with HMGBI for indicated period. then
the mRNA and protein expression of 1L.-18 and 11.-18 receptors were examined by real-time PCR, ELISA, and flow cytometric
analysis. Toll-like receptor (TLR) 2 and 4 agonists (1 pug/ml Pam3Cys or 100 ng/ml LPS) were used as parallel controls.
Results: Two hours after culture with HMGB1(100 ng/ml), I1.-18 mRNA expression was greatly increased. The expression of
1L-18 protein was also greatly increased 24 h after culture with HMGBI1, and the expression of IL-18R was slightly up-
regulated. Pam3Cys (1 pg/ml and LPS(100 ng/ml) could promote the expression of 1L.-18 at both mRNA and protein levels in
the macrophages, and could up-regulate 1L.-18 receptors. Conclusion: HMGBI can directly activate macrophages to secrete 1L.-18
and to express 11.-18 receptor, suggesting that 11.-18 may mediate the proinflammatory activity of HMGBI.
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Fig 1

Identification of mouse peritoneal macrophages

A'; Peritoneal macrophages under microscope (Original magnification: X 100. The cells were cultured at 5X10°/ml and 1X10°/mD ; B: Expres-

sion of CDs on the surface of macrophages (numbers indicated the percent of gated).
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Fig 2 HMGBI1 promoted expression of
IL-18 mRNA in macrophages
Mouse peritoneal macrophages were cultured with 1 pg/ml rH-
MGBI1, 1 pg/ml Pam3Cys, 0.1 pg/ml LPS, or remained untreated
for indicated periods. Intracellular 1.-18 mRNA levels were then de-

termined by real-time PCR. * * P<C0. 01 ws control group

2.3 HMGBI %3 B 2 fe 5 3 1L-18  /NEE 1
40 4 i A HMGBI1 . Pam3Cys # LPS J5 5 3%
24 h, AR SR B3 R ELISA %€ 1L-18(& 3) .,
JITA 100 ng/ml HMGBI ¥3% 24 h EWE st o] DL
0 E 5 = e B B TL-18, 1 pg/ml HMGB1 41 E 3
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LPS AT A5 S W5 40 i 43 8 K & 1 1L-18, AT L

HMGB1 7 LA 2F B 20 i 4330 40 i A 7 1118,
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B 3 HMGBI & 3 5 & 48 B 53 b 1L-18
Fig 3 HMGBI promoted secretion of I1L.-18 in macrophages
Mouse peritoneal macrophages were cultured with 100 ng/ml and
1 pg/ml HMGBI, 1 pg/ml Pam3Cys, 100 ng/ml LPS, or remained
untreated for 24 hours. IL-18 concentrations in the culture superna-

tants were determined by ELISA kit. * * P<C0. 01 wvs control group

2.4 HMGBl #&ey 0 A M E % ek @ 1L-
18R & ik L3R SCER R A HMGB1 mT LAVE I B 40
(R K o i TL-18 , 1 — 5K 45 5% 1 /s BRUME s
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1100 ng/ml LPS A F 1 5F 24 h. AR EE
I 200 i R P 97 X 40 e A G 00 440 B 2 T T1-18R Y 3%
KK, SEHFEWT, HMGBL 5 7] 445 1 v b - 3%
Y Hf1 e 1H 11-18R AU R IA .1 pg/ml Pam3Cys #1100
ng/ml LPS 1 o] B & 9 IL-18R fY & ik /K F
(E b,
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Fig 4 HMGBI1 up-regulated expression of IL-18R in macrophages
A:Control; B:Pam3Cys(1 pg/mD ;C: LPS(100 ng/mD ; D: HMGBI1(0. 25 pg/mb ; E: HMGB1(0. 5 pg/mD ; F: HMGBI1(1 pg/mb. Mouse perito-

neal macrophages were cultured with 1 pg/ml Pam3Cys, 100 ng/ml LPS, and indicated concentration of HMGBI for 24 hours; the expression

level of IL-18R was assessed by flow cytometry. Numbers indicated the proportion of gated
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P iE AR L B A TNF-o 700l 570 % 35 B FDA it i F
FIRIT RARIELYNAIT RA B Z B HW, 111
il 7 Anakinra ., 0 i 44 2 5> 7 CTLA4-1gG
FEE X B 240 M AR Rituximab A8 2K B v T %
TNF-o #1576 97 R 1 RA B3, RA IR IT
FOR W JUAERTA T AR Kk B4 38 45 18 3 1
B3R 253697 SR A B T 08 1 R IR T
LTS RA R B U B R A 20 B TR I 2% 38
T REZE AL AT 6 T Y R IR T A S —
P RA MIZ5WIRY 7 AR . 3E 10 4Rk o R 3L,
HMGBI1 1 1L-18 J& RA HH 5 41 Jid 5 7 9 2% o 11 5
AT B RS AT R RAVRYT M AR AL
HE Ok B 7 BRI Y I O

20 28 90 AR, Wi A 5T FH K BAE L 40%
FAAE RA BE M ol Dok 5t HMGB1 94t
L JE ok R BLTE RA B 1Y IS A0 G158 DL R G
T TN A S R ) HMGBL, IR SE 5 M RA
B Y A5 B IE S0 2003 4F Pullerits 481

/NN A EH HMGBI % 8% &/ R
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