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[Abstract] Objective; To investigate whether Huanglian Jiedutang (HLJD) and its major active constituents ( geniposide,
baicalin, and berberine) can inhibit the inflammatory response of BV2 cells under lipopolysaccharide (LPS) stimulation via the
high-mobility group protein B1 (HMGB1)/Toll-like receptor 4 (TLR4)/nuclear factor-«B (NF-«B) signaling pathway, and to
explore differences in therapeutic efficacy among the three monomers, their combined formula, and HLJD under equal content
ratios. Methods: BV2 microglial cells were used as the primary experimental model. Cell viability was assessed using the cell
counting kit-8 (CCK-8) method to examine the effects of different concentrations of dimethyl sulfoxide (DMSO, 0.8%, 0.4%,
0.2%, 0.1%, and 0.05%) on cell viability. IncuCyte was employed to monitor the growth of cells under different concentrations of
HLJD (200, 100, 50, 25, 12.5, 6.25 mg-L™"). Nitric oxide (NO) assay was used to screen the optimal HLJD concentration. High-
performance liquid chromatography (HPLC) determined the content of geniposide, baicalin, and berberine in HLJD, and
experimental groups were subsequently established according to the relative proportions of these constituents. CCK-8 assay
evaluated cell viability under different treatments. Enzyme-linked immunosorbent assay (ELISA) measured levels of inflammatory
factors (TNF-«, IL-18, IL-6, IL-10) in the supernatant. Flow cytometry assessed the effects of treatments on M1-type polarization
of BV2 cells. Western blot determined the expression levels of HMGB1, TLR4, and NF-«B-related proteins. Results: Compared
with the blank group, DMSO at concentrations <0.2% did not affect cell viability within 48 h. BV2 cell growth plateaued at 24 h
after treatment with 200 mg+L" HLJD. Under stimulation with 2 mg-L"' LPS, this concentration of HLJD effectively reduced NO
release, and 6 h pre-treatment had a stronger inhibitory effect on NO than direct administration. HPLC results showed that 1 mg of
HLIJD freeze-dried powder contained approximately 24 pg of geniposide, 15 pg of baicalin, and 30 pg of berberine. Based on these
ratios, experimental groups were blank, LPS (2 mg-L"') , HLJD (200 mg-L"') , monomer combination, geniposide (4.8 mg-L") ,
baicalin (3 mg-L"), and berberine (6 mg+L™"). The monomer combination group consisted of all three active constituents dissolved
together. LPS and HLJD or its active constituents did not affect cell viability compared with the blank group. LPS significantly
increased TNF-«, IL-18, IL-6, and IL-10 in the supernatant (P<0.01). HLJD and its active constituents significantly reduced pro-
inflammatory factors TNF-«, IL-18, and IL-6 (P<0.05, P<0.01) while upregulating anti-inflammatory IL-10 (P<0.01), with the
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monomer combination showing the strongest effect (P<0.05, P<0.01). Compared with the blank group, LPS significantly increased
the proportion of CD80*CD86* (M1-type) BV2 cells (P<0.01). HLJD and its constituents partially inhibited M1 polarization ( P<0.05,
P<0.01) , with the monomer combination exhibiting the most pronounced effect (P<0.05, P<0.01). Compared with the blank group,
LPS upregulated HMGB1, TLR4, and NF- kB-related proteins (P<0.01) , whereas HLID and its active constituents significantly
reduced their expression (P<0.05, P<0.01), with the monomer combination having the strongest regulatory effect (P<0.05, P<0.01).
Conclusion: HLJD and its major active constituents ( geniposide, baicalin, berberine) can inhibit LPS-induced inflammatory responses
in BV2 cells. The combination of the three active constituents demonstrates the most potent anti-inflammatory effect, significantly
attenuating M 1-type polarization of BV2 cells via the HMGB1/TLR4/NF-«B signaling pathway.

[Keywords] Huanglian Jiedutang; high-performance liquid chromatography (HPLC) detection; BV2 microglia cells;
M1-type polarization; high-mobility group protein Bl (HMGBI1)/Toll-like receptor 4 (TLR4)/nuclear factor- kB (NF- xB)
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(IL)-1B.IL-6 . IL-10 [ X 4 928 W B 0 7 7% (ELISA)
o R0 (VL 90 A A 0 BB A BR A | L it 543
Wl MB-2868A., MB-2776A. MB-2899A . MB-
2912A) ;CD16/32 & 4] 57 .CD11b-PEcy7 470 1A ( it i
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FR 2\ F] ) ; Tanon 5200 % £k 24 & 5 AR AY (I ¥ K BB
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6 mg- L' /NBEGRZH . Horb R G T 2 3 BT M
Iy B Ao (B 1 mL 258 b S e O A
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AR IR, 4RZEEE 24 h )5, 7E4 LN A CCK-8 44
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(37°C,5% CO,) P &R FRKEF. 24h)aik
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24 h e, I FH NO A 3t ) G RS I A5 2 40 M R 5
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PR B EU I S 2R IR HK 1 mol- L NaNO, %
MR B 1.2.5.10,20.40.60.100 wmol- LA [ e
FEFRAE G . WUEEA A Al 5% L3S B FEfricny
THEEO® T ,4°C .3 000 r-min” & .0 10 min, B [
B ARIC B 0 o BURT Y 96 FLAR , B AL 4 A m
A 50 wL X B8 5L ECRE O, B S NA Griess Reagent |
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Ji 7 BV 2 2 AE B AR A T 540 nm KRS DU WO
A4,
2.7 HPLC &34 M >R HPLC ¥l i £ i Wi
ANBERE | HEA R e R (R A Y
F A 4 Ry N BERR, A b A R A
T HE T 9 B RS s e ) o K R/
BE 0T BE i 10 mg, BE5 1 4 IR 10 mg, 2 e
XF B 10 mg, fin HEE i OF 8 A & 50 mL, &
0.22 pum fFL U8 B2 98 A5 TR A X IR i . RS %
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By A JE L R 8 min 432 17 At 1a] [ 21 400 4R 3 3h
AH B 4 R . FBE & h 10 pL, I 7E 238 nm 4k £
b R
2.8 KM ELISA &7 G A I BV2 20 A 5% 5% 135 W
W IL-18.IL-6 . IL-10 F1 TNF-a i & &S FLAR
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T, R SR AR B ORI E 50 wL,
. 48 .
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[ & 1 500 WL #E4T I Ak, 1 LS FL AR H 43 85 i
Ko N A0 M RO B B ES 0 R, 1000 remin B0
5 min, 2R 5 77 2% LB W, PBS HE 4 LTE , 41
TG BB — 00 40 M B (40 5k
1x<10°A4 ) 2 8 1 2508 T, 600xg 2.0 5 min, 5 -
%, F PBS T & 41 i T V€ , in A CD16/32 [ 71 ,
4 °CHFH 5 mino B J5 MU A MG A0 e €8 33 BT R
(Zombie NIR .CD11b,CD80.CD86) ,4 °C#E N F &
40 min. W& 56 WG AL H A PBS, 600xg
B0 5 min, FE U, 0 PBS 40 ULTE , i U S
EALHEAT SR . fE H FlowJo %44 X BV2 41 fifg
A e i g | B

2.10 BV2 ML HEEEC KR 4H LA 3x10° N /HLAY
B RN TS FLAR AT 25 b 3 L L PBS
TR VR, I F 5 T 04 RS e 9% O UE 1k (RIPA) 2 fig
200 WL (RIPA-ZE HT B 155 50 (PMSF ) - 1 it 411 7]
F 2R AR F) 100:1:1:2) , % R B FL AR {2
1At A5 0 L 7043 M, K L S48 10 min J5 {80RFLAR
FH A ) TV TR)— 7 ) 20 i A 2 b B R 2
1.5 mL 2.0 % Hh Jf 4R 22 2% 20 min. B 5 T AR
BT R W LA > S, 7E 4 °CTF 10 000 r-min”
B0 5 min, WA EIE RS B R .

2.11 5 A 4 % B3I 5 (Western blot) 4 l BV2 41
LA R GE K R R e ik (BCA) U7 &
W 72 2 (R B 5, FH RIPA & Loading Buffer 2%
IR A TC R A 4 e LA TR Y AR A REAS, Hop
$2 4:1 /il A Loading Buffer, BRIE#E A AN, HoAl
FEA B T 48 1 100 °)CH#A 5 min, RH 2 E R G
F-80 °C i fF ; TLR4 [ 8 (4 Ff 4% W] F 70 °C Jin #4
15 min, ¥ H1J5 FRE PR AF o IF 352 50 WK 7 & B oK
R 2 ot TR A - 2R T A T R A i
(SDS-PAGE) 73 #§ 55 2 #5 11 (40 pg) , I 1% 2 R fni
TR A (PVDF) . 5% B BE W4k (I 2 Ak 45
Fr )8 5% BSA(BEIR 1L 45 bR ) % i 35 A1 1.5 h, Fili J5 9%
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FH—Pr(1:1000)F 4 °Cid# ., 12 h)5 [ TBST = i

B SR/ o 3 22 vk (LSD) K 30 s 45 5 25 R 5%,

e L, A ¥R 10 min, 35 3R 100 r-min’', —$HL 00 A P4 b %% ] Tamhane's T2 3230 UK 56 . P<0.05 £ /R 22
10 mL PR, ZEiR KRB E 1 h(50 r-min™) , F H FARITFE
TBSTHERE VB 3. il 55 ECL A6 A B 3 &BR

RA WA R s kT, 0 42 A sh ik &6 b
AT B2 Mg . (1 Image 31X B AR fE A &
Al HEAT R BE AR TE S R4 BT S R LA 2 R R
{8, 15 B AR X KA .

212 Hit*4r 8 A Graphpad Prism 9.2.0 £ {4
XA 5 1 S 30 BHE AT Ge Tt R A% 2 S 5 Eh 4
AT IE SR A PRG35 A7 255 VER B 5, DA x + s 3%
IR I K UL B R, TR R RS S A AT R

3.1 XFBV2/NRE BTG S i g 5 Al
5,24 DMSO W JETE 0.4% K LA E ¥ i, 40 j 3
237F 48 h N 47452 521 (P<0.01) . 4 DMSO ¥k JiF
TE 0.2% Je ULF W BE B, 4 MU 3% 1 7F 48 h IN K 32 5%
Wil T B IRGE R ASBIESY 25 W) % A% T DMSO ik
JE o 0.2%, 7E LM FE R, DMSO 1E 0 ¥ it 4 i AS 5
We) 240 LT T o AERZ SR AR, B R BE A R TR Y B
U B R 200 mg- L, I DUICAE SRy d5e 5 v B R A7

MR E I 208 (ANOVA) . &7 255, M Ik BYAT R R ABREWR R . Wk 1,
F1 AERE SR DMSO X A E RN (x+s,n=6)
Table 1 Effect of DMSO on cell viability at different time points(x+s,n=6)
I LAE G /%
21 51 R EU %
6h 12 h 24 h 48 h
24 100.00+1.58 100.00+1.88 100.00+2.04 100.00+1.95
DMSO 41 0.8 92.61+2.21" 91.59+2.86% 83.1843.97% 75.12+4.05%
0.4 94.38+2.53 93.42+4.65% 93.03+3.82% 89.76+3.12%
0.2 96.90+2.42 97.28+2.71 97.10+2.62 95.75+3.56
0.1 97.78+1.37 98.65+2.03 98.35+3.51 96.29+2.71
0.05 98.56=1.15 98.97+3.89 99.25+2.68 98.23+2.27
5 6 hZs B4RV P<0.01 ;45 [l 2 (A 240 A 2 P<0.01
3.2 % EE N BV2 /N T 2 B 1 S ) Yy U2 (1) BV 2 /N B Jot 40 A 1 5 g 07 3 s SO, H

f200~6 25 mg- L'l W E T, BV2 /NI 5T 41 g
BIE24 WAL BBFERTYFEH. SEHARK, 2

F2 BEMBZWBV2HERERKRKRESHZM (x+s,n=6)
Table 2 Effect of Huanglian Jiedutang on growth status of BV2 cells (x+s,7=6)

200 mg-L" 8 % fF BE U AN AE AR B A
W2,

s ;ﬁ%f&y]g 240 H Y 3 K e A
/mg- L’ 0h 6h 12h 18h 24h 30h 36h 42h 48 h
24 1.00£0.00  1.14£0.02  1.40+0.03  1.55+0.05 1.71£0.04  1.89+0.04  2.05£0.05  2.19£0.05  2.36+0.05
HIEMRTREAA 200 1.00£0.00  1.3140.02  1.58+0.04  1.80+0.05  1.87+0.05  1.88+0.04  1.87+0.04  1.84+0.03  1.82+0.03
100 1.00£0.00  1.27£0.02  1.50+0.05 1.73+0.06  1.83+0.06  1.84+0.05 1.83£0.04 1.82+£0.05  1.80+0.05
50 1.00£0.00  1.23£0.01  1.4740.04  1.69+0.06  1.80+0.06  1.8240.06 1.83£0.06 1.81£0.06 1.79+0.05
25 1.00£0.00  1.22+0.02  1.44+0.06 1.64+0.07 1.74+0.08  1.75+0.09  1.76+0.08  1.75£0.07  1.74x0.07
125 1.00£0.00 1.19+0.02  1.42+0.05 1.61x0.06 1.72+0.07  1.73£0.07  1.74£0.07  1.73£0.06  1.72%0.07
6.25 1.00£0.00 1.17£0.01  1.41£0.05 1.59+0.07 1.70£0.08 1.72+0.08  1.70+0.06  1.70£0.07  1.69+0.06
3.3 EIEME VX LPSE T T BV2 /N it 4 i B 7] e B 05 3% i B 1 T AL LU 3, 2 T 45 25 6 h A B
JNO & 52 m 525 A 3, LPS 4L NO & &t Ja L A& A 73'] NO % # F Ff 3 W % (P<0.01) , H
BT (P<0.01), '5LPS LI, A KERE 200 mg L' & ¥ ff & ¥ 41 (00 % 25 300 B i .
fift 1 T T4 NO & g 3% T (P<0.01). 5A &3,

.49.
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R3 HEBRZFWMLPSESTBV2HEMBEMNOKHM (¥ £ 5,1=6)
Table 3 Effect of Huanglian Jiedutang on NO release from BV2
cells induced by LPS (x+s5,n=6)

20 5 R ¥ /mg- L' NO % Ht (nmol/10* cell)
EHA 0.29+0.03"
LPS 4l 2 21.16+0.76
I ik B 1 4 200 6.14+0.06"
100 8.14+0.25"
50 10.10£0.39"
25 10.63+0.13"
12.5 10.79+0.58"
6.25 11.11£0.56"
I AR - 2 A 200 2.79+0.22"
100 5.54+0.09"%
50 7.56+0.43"%
25 8.77+0.03"%
12.5 8.87+0.15'"%
6.25 8.92+0.03"%

T 5 LPS 4Lt #VP<0.01; 5 [ R G ¥ 3% i dE AL L
> P<0.01

2t & Incucyte F1 NO K& i 45 5, % 2 200 mg- L
VE S B34 it 2 1 S D7 YR T b AT 5 2 S i, OF HOKE IS
G 2 AR K B W A 2 6 h R, 2
K4 LPS T BV2 4l 24 h.,
3.4 HEMEE D LR S A
AN BER A & B R s ASOURAH 1 35 X O A R
U TRy R st SR A B T RN BE AR 3 T 1 A )
% i IEAT 0 AT M o O R B 1 N O R )
A9 HPLC &5 2R UL 1 5 H i B Tkt
3401 LMEXRFRBI W27 7735 T A e F
T B S RN BE AR S X R A R, = e Tk
JE & 9 200 mg- L A5 LU AR BE Sl 8 A IRk . DU
Xof R it e JBE DAy A AR A, 0 B DS TED R A G0 Al B AT
LAERNIA ST o 455 W, 3 RS Pk A 7E 4 H 4
PESE B A By [T T B A O AR B (R?) $>0.999.
W4,
3.4.2 WA HR 2.7 05T A Y B R

R4 3WMBEMRSNEEEE . WRAFTEREXREY

Table 4 Linear range, regression equation and correlation

coefficient of three active constituents

&Y b R/mg-L! EVE¥: R
B 1.562 5~200 Y=97.127X-30.425 1.000 0
R 1.562 5~200 Y=66.27X+76.557 1.000 0
/N BE B 1.562 5~200 Y=225.98X-5 865.5 0.999 2

.50.

V4 A U T R R R 6 YR, I s 3 A
T P A3 3 JE S B R /N BE 0 5 05 17 06 T
R, TH 0845 B 43 06 T LA A X A o O 22 (RSD) {43
514 1.48% .0.99% . 1.35% , %1 <2% , & W %5 4% % i
R

3.4.3 TR TERI H2.7 5 R ARG B A B
e R W, EWR T 40 TR )5 0.4.8.
12,18 .24 h #FFERG I, IF 90 5% 3 Fl i 14 1 o0 o Je ~F
LB A R/ BE (0 T 04 Y 04 T AR, TR AR B A%
J 53 U T R RSD B 43 51 4 0.39% .0.82% . 0.44%,
BI<1%, 2= B 8% i 5 7 2 I A W AE 24 h R
MR IT

3.4.4 HEVERI 2.7 0 AT R A 6 10
i B 1 A J7 BRI U, A3 R AR ARSI, OO 5R 3 A
T Pk A3 3 JE P LB A R /DN BE R €0 35 04 1% 06 T
R, E B3 45 B 4y 0 T FR Y RSD A 43 31 A 1.09% .
0.91% .1.32% , ¥1<2% , F W1 S 50 APk R 4.
3.4.5 [RGB R TR TRR TR
T JE T RS RN BB o A A R
Fi2 2.7 WU 7 Bl A A A T, AT 6 i ERE R
FEAC sk 3 FIE PR LA Bt e A LN B3
g Y 0 T AR 4 i 3 B 4% B 43 1 (a1l 58 K RSD A -
S5 WIR 3 B P A3 ISR AE 95.45%~103.67%,
RSD {H 2510 1.78% . 1.85% . 1.42%, ¥1<2%, & 1%
D5 ¥ MERR E R A, o T S E R T b e
L HEE AT R /NBER S s AR . LR S

x5 IWFERSHEIKEK RSD (n=6)

Table 5 Recovery and relative standard deviation of three active

constituents (n=6) %
&Y [ i 34 [l ffg % RSD
e 95.45~100.34 97.76+1.74 1.78
W 98.34~103.67 101.05+1.86 1.85
/NBEG 97.44~101.23 99.11+1.41 1.42

HPLC Z5 5L R B, 8 1 i 3 0 T 8y v 3 i 42 1
53134 5 B N R BN/ IMRIR Ry /INBER (30 mg- ') , 5t
JE V17 (24 mg-g" ) M Z 17 (15 mg-g") , Bl 1 mg
WOE MR T & L e 1 24 pg ST 1S pg
H/NBEH 30 ngo
3.5 HCHE i R B S PR R4y A0 B S T Y 5

BEF HPLC K il 45 51 |, 4 & ik be ) a8 8 ) 22 50 30
A ks A4l LPS 4 (2 mg- L") 3% fift # 4 4l
(200 mg-L") k& HH e FH 4 (4.8 mg L"),
WA (3 mg L") NEBEAL (6 mg-L") ., HHip
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5 J7 21 Ry 3 TS R B4 A2 A VA R T L (B 1 mL 24
Yh & ot e 4.8 pg. BT 3 pg AN BE AR
6 pg)o CCK-8LkrMZs R on, 54 ALK, %
2450 40 4 i 3% 07 3 0 B v (P<0.05, P<0.01) , $7R
X 4 B TC W S B A A AR o 250 T B Y A A
I TG VA AR I A ) RE S B R T RS
PR B 53 X0 R A Ty e B 24 R AR % R AR T A OGS
C AT R, 508 T 1 LB 1 A/ BE R T 3 i
PTG MR R TG L B O (AMPK) s FE T E,
HH G R 2 (Nrf2) 45 28 M i 3 (% vl 38 20 4 I 1%
IHRE, T P2 CCK-8 K b A FHis . L3k 6.

3.6 EIE R I M LS ML X LPS S R BV2 /)
JUE JoT 4 B 56 PR - R IR 52 58 AL LR, LPS
20 BV2 /N 5 41 TNF-a  IL-18.1L-6 \IL-10 % R4
R 7 A 2 W3 T 5 (P<0.01) . 5 LPSH ILHL, #4540

x7T HYFLPS TR T BV2HM LFRRERFHEME (f+s,n=6)

Fo6 ZHYMIMMENBIEM (xts,n=6)
Table 6 Effect of drugs on cell viability (x+s,n=6)

4151 J ke B /mg - L I A7 1 % /%
SIS 100.00+1.96
LPS 4 2 126.70+6.87%
W R A 200 113.70+3.04>
ARG I 4.8+3+6 118.90+4.29”
SUEF A A 4.8 111.50+5.16%
WAL 3 109.30+4.05"
JINEE B 2 6 112.80+5.28>

T 52 4L E Y P<0.05,2 P<0.01

FIZ5Y) T T BV2 /N B 40 L3 W A2 R T
TNF-a,IL-18 Fl IL-6 3 iA /K - & 3 F B (P<0.01) , )
A A IL-10 3R 3k 12 35 TH & (P<0.01) , H B4R 5 J7 4
AN 4 25 R e 3 (P<0.05,P<0.01) ., WL 7.

Table 7 Effect of drugs on inflammatory factors in supernatant of BV2 cells under LPS intervention (x+s,n=6) ng L'
45 J e S /mg - L TNF-a IL-18 IL-6 IL-10

2 AU 245.7+10.64" 32.95+2.58" 46.90+2.79" 9.82+0.66"

LPS 4l 2 381.3+13.32 54.53+3.56 87.35+4.35 12.01+0.34

WA A A 200 301.4+15.16"% 43.11£2.36"Y 73.04+6.12"» 17.03+0.78"%
ARG A 4.8+3+6 270.6+13.49" 37.60+2.59" 64.07+3.02" 18.64+0.40"

S 4 4.8 308.4+9.92" 41.96+2.41"» 77.50+4.09'> 16.71+1.13"%
Lo | 3 287.9+19.32" 40.57+1.31" 76.40+3.12" 15.43+0.88'>
INBERS AL 6 298.0+11.25"% 39.44+1.22" 72.43+3.91"% 16.85+0.97"

15 LPS AL L # VP<0.01; 5 4R 4 )5 4 He A 2 P<0.05,% P<0.01( K 8 [])

3.7 WEMED L HIGER X LPS S T BV2
JIN RS 5T 40 B B ML R AR Ak s e B AR R 3 G X
BV2 4 Jfu ¥ 7 CD80 #1 CD86 MW % 5 . #n id

under LPS intervention (x+s,n=4)

®8 HYILPSFHT BV2 IR KEHI I (X+s5,n=4)
Table 8 Effect of drugs on polarisation response of BV2 cells

SH 5 EL Y FE .7 + +00

CD80*CD86+BV2 4f Jfi )y M1 7 , CD80*CD86 BV2 A P B fmg- L CD80 CDS(’)“

N N e . A Sk 12.10£1.37"
i M A AR AR A B MO TR A R R N
. . N . LPS 4 2 70.03+0.78
7N, A L R, LPS 2H MR/ 158 5 40 i Lo 491 5 o
e ) N A 2 B W AR A 200 62.50+1.11"7
%J:ﬂ(P<O.OlZO S LPS 4 tt%"Ix‘%’ﬁﬂJ%% LN 4.843+6 58.55+1.45"
T H MR /N I 5 40 e 6] 3% F e (P<0.01) , B I is 63,3551 0612
SR 7 AL CR i B (P<0.05, P<0.01) , 5 41 SR 3 64.4820.50'"
L?%Y&%E%*ﬁ?mIJéﬁ%“%&o IJ_IL%:{SO 7N BE T 4H 6 61.63+2.44"

3.8 BTGB v M H MR Y 43l i HMGB1/TLR4/

NF-«B {5 5 38 % 4 15 LPS % 5 T BV2 /N5 5 41 Jifd
B AARE SN, TEFf28 RAE H , HMGB1/TLR4/NF-«B
BN Ry SR KRR 2 R G G 8 BV A A% 0
Z " WU HMGB1 il i 5 TLR4 45 & 0%
NF-«B, #E 8l {12 4 P ) R 52 B e, 28 T o ) ot 28 7
B0, T8 RGBT PR VR YT X — 3 % AT B
I OF R A 42 ST I VSRR T AR o

Western blot 25 ¢ i 7k, 525 F 4 He 4, LPS 41
HMGBI1 . TLR4 . p-IkBa/IkBa ., p-IKKa/IKKa . p-p65/
p65 & 1 &k B #E THm (P<0.01) . 5 LPSH K,
4y 7 41 HMGB1, TLR4, p-IkBa/IkBa ., p-IKKa/
IKKa . p-p65/p65 # 1 £ i5 W] & F& % (P<0.05,
P<0.01) , Ho v B g & J7 21 18 15 i i 0 B )
(P<0.05,P<0.01). W.F%9 K 1.

. 51 .
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£9 HYITHMGB1.TLR4 K NF-«xBHEXE AR EWEIE (x+s,n=4)

Table 9 Effect of drugs on expressions of HMGB1, TLR4 and NF-xB-related proteins (x+s,n=4)

2H 53 e E /mg- L' HMGBI1/B-actin TLR4/B-actin p-IkBa/IxBa p-p65/p65 p-IKKa/IKK e
EHA 1.000.05% 1.00+0.04” 1.00£0.06> 1.00+0.07% 1.00£0.03%
LPS ] 2 1.45+0.03 1.67+0.11 2.17+0.13 2.86+0.17 1.9740.12
1 fiR T Al 200 1.27+0.07* 1.46+0.10" 1.66+0.12%% 2.53+0.14"% 1.36+0.07%
LRIy | 4.8+3+6 1.10£0.04” 1.19+0.06> 1.34+0.08” 1.52+0.09” 1.16+0.06>
e 4l 4.8 1.26+0.06%% 1.60+0.10" 1.51+0.08” 1.56+0.09” 1.41+0.08%%
WA 3 1.28+0.07>% 1.56+0.08" 1.74+0.05>% 1.83+0.11>% 1.42+0.06>%
/N BE B 2H 6 1.17+0.04 1.23+0.07” 1.83+0.16%% 1.85+0.20%% 1.54+0.14>%

5 LPS 4L L4 VP<0.05,% P<0.01; 5 B4R 4 J5 41 He 48 P<0.05,Y P<0.01

p-IKKa ’-----. 85 kDa

ppos e EEDEND v o o8 @8 o5 D:
P65 MEES NS S S S . - 5 (Do
p-IxBa -.---‘. 36 kDa

IxBa 36 kDa

TLR4 e GHED NS Se GIB SNB & 90 kD2

HMGBI1 25kDa

S-actin ‘”-. 42 kDa

A B C D E F G
TE: A 4L B.LPS 4 C OSSR i3 4 45 D SR & 7 45 B st
Je - H 2 F B AL G/ BERR A
B 1 &4A418 HMGB1.TLR4 & NF-«B 10X & B RiL B ik
Fig. 1 Electrophoresis of HMGB1, TLR4 and NF- kB-related

proteins in various groups of cells
4 itig

Tt 22 & AE A2 i 5t 1L ] 7% 2 T SR L T 4 AR i 45
X A 28 2R GE 0 11 B R AL 22—, AR A
R /N JE BT A B 1 Ao RO L R T | R R AR AR TR
Ak TR 1 RTS8 R T, e 8 T ) ol 8 2 4% 43
P AR R 5 2 B B 2 A B M 4 R
i AU 0 5 S5 4 A A Ak T B AT Y, B
JIN i 28 S RE U B TS R 2 — o B R R VAR
R W R EE T BA B P PR B
I I8 5 2 B A 2 R Y, R S I DR 497 6 F 5
A TERN 2 RGP T SRR ST

O TR OB R S A FIAE A 2R
2 b4 A R, L 2 R0 B A P M ke 2R A A (n
ST IR T ) (S HCN (4N B AT B A R ) A
Az W S (/N BE AR B L B ) Y, Herp e
JeVH R RN EER A T2 A R R
TR . 2T 5E 2 B 3X = 35 nl g )

. 52 .

/NS T 440 MV 3 0 A, 1R A LA S 1 B 2 R E S
N o 5t JE ST 1 X R 88 T S8 P T BV 2 /IR J 4
F 5L AT G 2 GRS A e A
NLRP3 & /N &5 i 45, 8 18 48 1 40 i X 7 10 3%
ST R VAN T 1 G A g i d VAR o e
A R P E LR JF B RS T AR R 1
FIk A2 /DN RS TR AN 1) M2 R R AR gk — 4
14 S 06 28 B, B 54T AT BB L 5 /08 e R 40 L
20 M i %% 52 4K 2(TREM2) 32 4K A B4R T, AT &
FEILHU R A AR PE . b, /N BB iF 5
AIAE AR B BV2 /N i 5 20 i rh 4 461 B VE s R 2R
(AB) %5 75 3 10 RAE 1 3K, 8035 /I e J5 40 i
W ARARAS | DATHT 28 fif i 28 R E .

HMGB 1/TLR4/NF-«B R i il % 75 2 Ff #f 2218
1M vh k¥ AR Y. HMGBLAE i —Fh
B R (A AR A SRR 0 R O 43 A, Bl A Ry 2 K
R B 28 R RE SN ) S oy 22— RS
U HMGBI1 7 Z Bl fix b 28 R G2 B 40 5 92 9 v
gk bR, L 55 RS TS AN R B 48 90 B
YA, HMGB1 43 1 2 40 i 41 J5 7T 48 F /1
IG5 4T MG, A2 ol HG g M1 BRI 2 e R A, 9 8
PR -7 A= JF i 48 B 45 45 TLR4 & HMGBI1 /Y
FE T W Z AR 22— BR A B IR fE S
I B 9 HE {5 5l Y OO JS T NF-«B il
LA Z2 B R E A TR A K EDY . NF-«B 78 i 1k R
BF5HAMHEA KBS  MREFRTRES ., Z
SN L LB Bl R 10 T B i, B 0 NF-«B HE A4
MR, 5 Bl 5 ARRE G N SRR v A A T A
HH G 3 DR 1 2 Sk, DT R R R 28 R R, i J] 44
WO 45507, R, £F X HMGB1/TLR4/NF-«B {5 5
W I IR T SR W, A L A P I A T /N IR
JOT 40 e MBI AR Ak R JL 5] K 1 B 2 50 GBI N
PNITEE L U2 WIS 3 €73
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YT LR R ARS8 i HPLC M ) 7 1t i
U R A e O SN o e AN 3 Al g
AU R v M L iR 3 S R R4y X LPS il T
BV2 /)N i 5 4 B 5 S NE A 410 4 SRR S R
BL . SCB 55 R, it Je P4 RS A B
AL ok 1) BRLAAS 5 T AR R E I T Y AR RE AR T R
BRI E T & = AT R AR R X 3R 2
B A7 AE B S 0 B IR FH o DN - ML A B ok A, Bk
4 F125 %) HMGB1/TLR4/NF-«B 2 it 48 5iF 45 53l %
HAREM R ER, X —85 Rt — Lyl 0, B R
AL S5 B B SR 5 J7 AT e AE 5 5 38 % T )2 T
25T I I R e

1T BLAR B 5 A7 R T A AU i R L, AT e
F 43 U5 IR T I G O % 7 1 B2 7 TP AR A B IR K
SV E A B A, 3k S i 43 TT B o AN TR Y A 4
SRR AR TR B0 F R M 3
G [R] — ZZ AR, DT 52 ) 24 ) 1) BRI A, A
LS 1% 43 T RE 38 S AR 2 1R o HE v BRI il A AL
A 8 A 0 ) OO — B 0 55 T AR O Y AR K
N o 5 A E, SR A D 2R i 0 o B L, BE
% A5 2 b G X B B 43 (4 B I, B 5 AR AR A9 35 9T AR
H . 1S HMGB1/TLR4/NF-«B jX — £ it 48 i 3
% b, B A PR SE, 5UJE T AR I8 & 1 TLR4
J NF-«B p65 1) 18 1k 5 42 5% A, I B I T i 2R
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