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(P<<0.01); Mt B840 Fo SFL P | 5 7 F 40 2 e i Az 7 HMGB1 49 & 2k 3 235905, m A4 s e 2 + HMGB1 #% &
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Intervention Effect of Shenfu Injection on the Nuclear Translocation of HMGBI1 in LPS-induced
RAW264.7 Cells

Al Fei', LIU Xia®, LI Hui’, CHU Chunwei’, CHEN Xiangyun’, GUO Junfeng’, YANG Yi’, MEI Liyan’, MIAO
Jifei’, WEN Quan®, YE Sen’(1. The Second Clinical Medical College, Guizhou University of TCM, Guiyang
550025, China; 2. School of Basic Medical Sciences, Guizhou University of TCM, Guiyang 550025, China;
3. School of Basic Medical Sciences, Guangzhou University of TCM, Guangzhou 510006, China)

ABSTRACT OBJECTIVE: To investigate the intervention effect of Shenfu injection (SFI) on the nuclear translocation of high
mobility group box 1 (HMGB1) in lipopolysaccharide (LPS) -induced RAW264.7 cells. METHODS: Using LPS-induced
RAWZ264.7 cells as objects, the histone deacetylase inhibitor RGFP966 as positive control, CCK-8 assay was used to screen drug
dosage, and the effects of low, medium and high doses (3, 6, 12 pL/mL) of SFI on HMGBI1 nuclear translocation in RAW264.7
cells were observed by immunofluorescence method; mRNA expression of HMGB1 in RAW264.7 cells were detected by real time
fluorescent PCR. Western blotting assay was used to determine protein expression of HMGB1 and Toll-like receptor 4(TLR4) ; th

expression of HMGB1 were compared between nucleus and cytoplasm. The levels of HMGB1, IL-18 and TNF-a in supernatant of
cells were detected by ELISA. RESULTS: In blank control group, HMGB1 was mainly located in the nucleus; after LPS

induction, HMGB1 migrated from nucleus to cytoplasm.
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Compared with blank control group, mRNA and protein
expression of HMGBI1, protein expression of TLR4 in
RAW264.7 cells as well as the levels of HMGBI1, IL-1f and
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decreased significantly in nucleus while was increased significantly in cytoplasm (P<C0.01). After SFI treatment, the nuclear

translocation and secretion of HMGB1 were inhibited in different degrees; compared with LPS group, mRNA and protein

expression of HMGBI in administration groups, protein expression of TLR4 in RAW264.7 cells of positive control group, SFI

medium- and high-dose groups as well as the levels of HMGB1, IL-1p and TNF-a in supernatant of cells in administration groups

were decreased significantly (P<<0.01). In positive control group, SFI medium- and high-dose groups, the protein expressions of

HMGBI in nucleus were increased significantly, while protein expressions of HMGBI1 in cytoplasm were decreased significantly
(P<<0.01). CONCLUSIONS: SFI may inhibit the nuclear translocation and secretion of HMGB1 in RAW264.7 cells, thus avoiding

the activation of inflammatory pathways and the production of inflammatory factors, so as to reduce the inflammatory response

induced by LPS.
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ABFFET, FEBE IR b, A G012 % SFLXT LPS 75 5
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Form 321 B CO. 3% 74 (35 [ Thermo Fisher Scien-
tific /A ] ) ; EnSpire % £ I RE i {1 ( 3 [ PerkinElmer
/v ) ) s DHP-9012 AU I 35 73247 (L —tE R A BR A
7] ) ; PowerPac300 B HL 7K 1% | 170-3930 B4 54 . CFX96
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FEERHEAT PR 1)) 5 Ama240 %2 e K A% (95 [ Astell
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20170324, 4% : 10 mL) ; RGFP966 J5UkH 245 [ 3 [# Selleck
o, S ST229, AR =98% , T AR I AR
(DMSO) % f# 2 10 mmol/L, T 4 CH#-AF, %5 FH]; LPS (£
Sigma /A, 4151 20170920, 4l . =99% ; KT K
J AT 055 B5, /K HE il BB 5 6 B2 10 mg/mL (1) T
YRV, T4 CLORAF, %5 ) ; DMEM iy il 1 97 4k (6
HyClone 23 ] , #t5 : AD16191267) 5 0.25% Jifi i (L 5
0035017) it M3 (FBS, 315 1741844) ¥y [ LA a5
Biological Industries 2\ 1) ; 5 %5 3= /5 5 2 AT (L U E 3K
FRHE A BRA LS : AD20170804) ; BCA 25 11 7E it
7 & ( 3¢ [# Thermo Fisher Scientific /A #] , it 5 .
SL260210) ; 4%/ 85 1143 85 ) G (VLI PR AE D BeoR
A BR S | L #HE45-:20170605) 5 i HMGB1 B 5 i 14
(3% [ Epitomics /A H] , it %5 : YH081809) ; %2 TLR4 H1.5¢
REPUIA (A5 : ab13556 ) R 1L A (L ¥ 1 (HRP) AR ic (1)
U EPHi i 1gG —HT (L5 : GR313248-1) . CCK-8 ik 5l &
(15 : ab228554) ¥ [ 3% [5 Abcam 2 1) ; % - WL &
1 (B-actin) FiL g PR (L5 : AA128-1) \H H3 FLTCRE
Pk (Ht45 : AF0009) . Cy3 Aric i L -4 9 1gG it (41t
51 A0516) 4", 6- R FE-2- 2R FL 05| Wk (DAPT) 44k (it
51 C1002) | Trizol i& 7] (L5 : 101006) . 7K H fiff FE 5
(PMSF) & [ Jiff #1077 (k55 : 410051) | 9 iR £k 2% b i
(PBS,pH 7.4,#t 5 : ST476) | Triton X-100 i 7] (#L 5 .
SY1020) . mt i 20 (41t 5 . ST825) . 1 “F il i (it 5 -
C0265) \RIPA 24 (L5 : POO13B) I A 28 =~ KA
Fe ARG T 5 390 5% S50 £ (L5 : M20100) o 23R A
fifgE [ v (qPCR) I &5 (HE5 : M30510) #41 H Jb 5t 4
4 A W R A PR 7 s ECL Ak 2% & 6k & (£ [
Millipore 2% #] , 4lt 5 : 1801501) ; /) il HMGB1 (#t 5 .
M173318-215a) JHREIAFEH T o TNF-a, 5 : M170318-
102a) 14/ % 1B (IL-1B, 41t 5 : M190325-318a ) filf ik
B 28 W B 52 (ELISA) K8 751 & 25 W) 11 Jok P A=
BHEABR AR PCR A1 i AR TAEY) TR (1) I
RS Al A IR 1) 5 Foavian) 34 o S0 2 i AN
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Tab 1 PCR primer sequence and length

R ekl 5IIKIE, bp

HMGBI Fif:5'-GTTCAAGGACCCCAATGCAC 97
Ti#:5'-TGGATAAGCCAGGATGCTCG-3'

GAPDH ;5" -CCTGCACCACCAACTGCTTAG-' 108

5" -TCTTCTGGGTGGCAGTGATG-3'

1.3 4Ra

/N LB L T i RAW 264. 7 20 LK B o R}
Bt b T4 I
2 Fik
2.1 ZHREEESR

¥ RAW264.7 4l & T7% 10% FBS . 5 5 £ /B 7 %
WP (R R AR ZUE 754 100 U/mL . 100 pg/mL)
) DMEM (R b 7 5 i (LR AR “ 8592887, F 37 °C..
5% CO. 55T T 37 (B IR 55 T WD) o 158 B B S ik
BEMEE N A0 M 2 R HAT B bF A 2 . Okt
Bk K (BlA 2 35 70 9% ~80 % ) I AN A T 5 SR
22 HBHFIETHIE

BURAW264.7 4l ffid i, Lo B T Ak 88U 4% 5%
L0 AL T 96 FLAR T, 55595 BT BRI . Kt
BEAIL > A o B ZH AN 25 4 20 (SFT A & H 050 1.2 .4
8.12.16.20 uL/mL, 5l it 1% B 25 A0 5% 5 150 9
IRIRZER) o X HRAUIN AR F2 56 100 pL, & 254 in A
N SFIAYREFR 58 100 uL, B413% 5 = AL ; [FlAT,
WE S AT N E IR 100 pL 1928 1L, 4l
KigE 24 h)E I CCK-8 ¥ 10 uL, 4428557 2 h)m  fff
FARBEFRAL T 450 nm A0 I & 45 FL 6% % (OD ), If:
T AHIRAE 6 2 - AT % (% ) = (Rl FL OD B — =5
F1fL OD {5 )/( %} i 40 L OD {f — %5 1 fL OD fH ) x
100% o VEFEASFE M 20 B A7 5 1) 55 oo 9 sV Ry S ik
B i e o, LA 172 1/4 40 5 Ry v ARG
2.3 SFI X} LPS i 5 RAW264.7 41 il 4 5 & Bz B9 T T
e
2.3.1 4 HMGBL @ WS SR e 9Lk
Do 2 BE SRR 3V 20 A 9 RE R AR 4 K B S5 3%
BT 24 fUMR (AL B3 0.5 mL) Hh  BOSHECE K4
L, 4% 2x 10" AL M B4 LBk A b BE R 24 hg B
1 i BB A3 o 25 R BB 2 LPS A FH 1 R 2H (RG-
FP966 , fx 23 i > 10 pmol/L") Fl SFIAIL . v | 5 77 e 2
(R WESH 22755, 25 [ AU 5
P AT IMLE ) DMEM (i M1 7% 38 (DLR i FR 58 4 1
F74£7)0.5 mL, LPS 40 il A% 0.2 pg/mL LPS [ 58 4245 47
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££0.5 mL, £ 45 25 41 Y6 i A % i LPS 1557 30 min J5 Fi
A MR 25911 58 4 s 37 9 0.6 mL, B i3 34N AL
s FR 24 hm 4 CHIR M PBSIEUE, BT 4% 2R
PR T 5 W v 25 3 BT € 20 min A PBS TR U8 3 I, A
0.5% TritonX-100 2535 it , 25 S0 20 min; F PBS ¥
PE 5 minx3 K, LA 10% 1L =F 1M 35 £ 41 1 h; it A HMGB1
— P (AR R 1:200), T4 CFH 1174 ; AR EL
2z WP (PBST)f 16 5 minx3 UK, MIA Cy3 bRic i) —4t
(PR BE 2 R 1:500) , % ik 60 & 1 h; A PBST i1k 5
minx4 YK (A R K 5 22 i A 28 B34 5 b G484 ) L LA
DPAI &AL (1 mL S i TP AT A DPAT SR | pL) J44% 5
min; i PBST i 5 minx4 ¥%, FH& 2¢ Y6 K500 1 H il
R JE, B TR AR B M5 T I HMGBL 1)
Y 150 S LA A AR N ) 6 T B

2.3.2  Ziififih HMGB1 mRNA F ik 500 R 52
9t PCREAGIN o BOW £ A KA, #% 1x10° /4L
PR T 6 FLAR , 35 “2.3. 17 30 i 4 4 25 (REFLU
ERF 2 mL) . UM EE 3% 24 h s, JH Trizol 155 42 B 41
JHLEL RNA , 2R FH 338 7 i) G0 L300 7 5% ¢cDNAL D
cDNA S BiHz , 547 PCRY 1S . PCR K & & (4 20
ul) : cDNA A 1 uL (dNTP 0.2 uL. /R 514145 0.15
uL ., Taq i} 0.2 pL ,PCR Buffer 2 pL .ddH,O 16.3 pL. 2
N A 295 C TR 3 min; 95 CZEPE 5 5,60 CiE k 30
s,72 CHEA1 15 s, 40 MEH . LN GAPDH NS, &K
FH 27229 E0+ 44 HMGB1 mRNA AUk .

2.3.3 i HMGB1 . TLR4 & (A # A B R
Western blotting PRI o O ECAE KA 40, 4422.3.27
TR 7 8420 A 2, 3555 24 h T, & 4 BG4 4t i
4 CHI B PBSTEVE 2 K, A RIPA 24f## i (7% PMSF &
FRE 5770 200 pL, F oK _F246# 30 min, LA 12 000 r/min
2500 15 min, BRI, RIS BE . HeAZ AR 8 sl
SV A 7 B IR 1 < 45 LU — R A A AR A 1
Buffer A 200 pL, eI ZUHREE 15 s, vK FfCE 15 mins i
¥ 1) Buffer B 11 pL, {93 i il ZUPR$2 5 s, VK il 1
min; T4 °CF LA 12 500 r/min #.0> 5 min 5 , Y8 1
WL R . PR O UTTEY (R AR AZ) Hoin ATV
i) Buffer C 100 pL,#A75 (J)2R 150 W, 45 % : 25 kHz) %4
fi#% 2 min, 7K b & 40 min, FLA] 4B 10 min #3E 15 s; T
4 °CF P12 500 r/min .0 10 min, Y4 FIHW, 54
EH . R BCA AR EE A MRE S, /K& 5 min ff
B . BB AR P i, 28 SDS-PAGE 43 B )5, 5%
%% PVDF i I, LABLRE 2R W 2 i P 2 b, B4 A
HMGBI1 ,TLR4  f-actin \H3 —Ji (F B 1:1 000),
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T4 CWEE L H =R L S5 H e sk R £k (TBST)
VSRR 3 U, A HRPARE ) —Ht (R 1:5 000)
ZFEE 1 h JH TBST IS HE 3K, LLECLIE A )5,
T4 A sh b O EER oAA E SR . R JH Image J
L8.OEKAMFA T EUR, L BAn i SN S (B H K EE
W2« B-actin; B EE 1113 . H3) 247 JK B2 (B ARG FLAELAE R
HEr&E A RiEE, 7 5lic 4+ HMGB1 . TLR4 &
ML S AN A2 M2 s HMGB1 2 3R
2.3.4 A0 B SE R KR R ELISA
PR o IO ECAE KA, 2.3 27 R Dy A d
ghely B5gR 24 hE AR W, DATERR SRS 45200
MW HMGB1 IL-1B  TNF-afJ /K-, 45 Hi REAH
I R Ul B B R 0 A G BRAE 37 CCEIR R IRAR
ST
24 SFitFEFIE

IR RIS YA TERAE 3R . SR JH SPSS 23.0 3K
X BRI T AT Mo T REGERI LU X £ s o, 411
Fo R B R 2R 225081 . P<0.05 W 22 545 e it 2#

3 #HR
3.1 BRAFEMELER
5% BEZH F 5, SFI 16 pL/mL 2H 40 i (A7 3% S8 B 3

B AT (P<<0.05 ) 5 TA A% 5% 70 k20 200 A 376 32 5 0o B A
P, Z KB RGIT#E L (P>0.05) , FEL#E 2, KT
I ASHIFSE AR 12 uL/mL A SFI )4, 6.3 uL/mL >
SIWE b ARG A 7 5 S

®2 AEFIE SFI X RAW264.7 4 B 17 & R 19 %

(xts,n=3,%)
Tab 2 Effects of different doses of SFI on the survival
rate of RAW264.7 cells(x +s,n=3, %)

415 DR 415 e
papiel 100 SFI8 pL/mLé4l 99.158+2.504
SFI1 pL/mLé 101624 +5.231 SFI12 wL/mL4 98.778 £4.137
SFI2 p.L/mL4] 100.569 +4.316 SFL16 pL/mL4] 83.635+6.880"
SFL4 pL/mL4] 100482 +3.917

1 X R g, P<<0.05

Note: vs. control group, *P<<0.05
3.2 SFIX}LPSi%SH) RAW264.7 ZH i HMGBI #% %%
RS m

SFI % LPS 75 3 ) RAW264.7 41 Jifd h HMGB1 ¥ #%

57 5 Mm ) S AT LI L, “Cy37 “DAPL 43 il A i i
N I HMGB1 21, “Merge” NRTHHE ES) . HE 1
AL, 25 I RRZ H, Cy3 FRic i HMGBL 32 280 4 T
¥, 5 DAPLARICHI A% B & s LPS 40+, 7] UL HMGBI [F]
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B 057 F M AZZ AR v (L v (1 65 Sk T S 0 8 22
H Y HMGBL, F A, #2758 LPS Al fit #F HMGB1 M 4%
] M TS 5 45 28 2 40 b, HMGB =5 5 o7 T Mt
FLAT R 40 LPS 4Lk 2, #2275 SFI nl 9 4fil LPS i 5 19
HMGBI1 #5447

.
.
-

DAPI Merge

S FIXT IR

e
=

LPS 4

SFIILFI k2 PR HE 4

SFI k2

il 2

SFI

B 1 SFIXtLPS % 5 H RAW264.7 4 il h HMGB1 #%
B mME 2RE (SRRAE, x630)
Fig 1 Micrographs of the effects of SFI on HMGBI1
nuclear translocation in LPS-induced RAW264.7
cells (immunofluorescence method, x630)

3.3 SFI 3f LPS i 5 A RAW264.7 4 2 H» HMGBL1
mRNA &iA 85200

523 (ot B2 H 4, LPS 2 40 g HMGB1 mRNA
ek B T (P<<0.01); 5 LPS 4 #4545 245 4
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ZHfL HMGB1 mRNA )35 544 i ZREAR (P<<0.01),
IS,
% 3 SFI Xt LPS i 5 ) RAW264.7 4 fg ff HMGB1
mRNA RN (x £5,n=3)
Tab 3 Effects of SFI on mRNA expression of HMGB1
in LPS-induced RAW264.7 cells(x + s,n=3)

45 HMGBI mRNA A% HMGBI mRNA

S HAIRA 3420147132 Nallisikeil 71.266+12.829*

PS4 151.942421.205° || SELAffiR 58.171 £ 14.084*

Pt e 34416£8.701% NalHilkneil 37115+ 14.526*
L H2S AN HRAL LR, F P<<0.01; 5 LPS 4l Heds, #P<<0.01

Note: vs. blank control group, **P<<0.01; vs. LPS group,”“P<<0.01
3.4 SFI 3t LPS i 5 #J RAW264.7 £ 2 Ff HMGB1 .
TLR4 ZEAFRIZRIZ M
Ejzs (xf B 4H e %5, LPS 44 41 Jifd h HMGB1 . TLR4
B RE R R E TR (P<0.01); 5 LPS A H AL, %
SR T HMGBI 28 1 A9 2R85B X B4
SFIH & A 2H 40 it v TLR4 25 [ A0 2635 B 44 B 2 PR
(P<<0.01),1ENLKE 2 .24,

HMGBl‘. D B B

TLR4

L — e GED D @D S

SFUfIG7  SFIH  SFI 5l
freiil e pheil

B2 SFIXt LPS % 5 i RAW264.7 4 il # HMGBI
TLR4 & B RIEF MR K E
Fig 2 Electrophorograms of the effects of SFI on pro-
tein expression of HMGBI1 and TLR4 in LPS-
induced RAW264.7 cells

#&4 SFIXf LPS %5 i) RAW264.7 40 ffl # HMGBI
TLR4ZERFRIZEHIFM (x +5,n=3)

Tab 4 Effect of SFI on protein expression of HMGB1

and TLR4 in LPS-induced RAW264.7 cells (x +

s,n=3)

45 HMGBI TLR4
IR 0.843£0.112 0.206%0.065
PS4 1.461£0.664°* 0417£0.003°
TR R4 1.045£0.597% 0.17440.051°
NalliEel 0.859:+0.109* 0.387+0.09
SFIfAI AL 0.742£0.062° 0272£0.078"
SFI e 0.884 0,085 0201 £0.049

s s TR ZE Ak, " P<<0.01; 5 LPS 4H kA%, “P<<0.01
Note: vs. blank control group, **P<<0.01; vs. LPS group,”P<<0.01
3.5 SFI Xt LPS i 5 ) RAW264.7 28 ff1 Bl #% . ff1 3% p
HMGBI1 & B RIEHIF T
Sjos [t B 4H F %, LPS 41 410 it 4%+ HMGBI &
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Rk 2 BRI, K rh HMGBL 28 [ %08 & i 2
FHE (P<<0.01) ;5 LPSALHLES, BEEXT B AN LPS 5
| 4 4 A2 HMGB1 2R 11366 1 B s, &%
255 25 20 40 i M 3 HMGBI ZE 11 35 3k & 14 i 25 A%
(P<<0.01),TEULIE 3 %5,

{“MG‘“ B —
KEN =

| ——— — — —— | —

HMGE | | S s S— o S —

+Z$F|{
11| —————  — — N —

Xt LPS4l BHIMEXT  SFUIEH SFIFF SFIm )
B ke i e A

B3 SFIXt LPS % 5 # RAW264.7 4 A i #% | B 3%
HMGB1 & B FRiA RN ik E
Fig 3 Electrophorograms of the effects of SFI on pro-
tein expression of HMGBI in nucleus and cyto-
plasm of LPS-induced RAW264.7 cells

&5 SFIxt LPSi% S/ RAW264.7 40 B B #% . B 32 o
HMGB1 ZEBFRERIFM (x £ 5,n=3)
Tab 5 Effects of SFI on protein expression of HMGB1

in nucleus and cytoplasm of LPS-induced
RAW264.7 cells(x + s,n=3)

i) BER KEN

S FHRAL 1.024£0.115 1.146:+0.024
PS4l 0.615£0.092° 21330213
(e e 1.018£0.037" 11870307
Nalisilkel 0.697+0.093 102540081
ikl 1.031+0.067° 0948 £0.0757

SFL R4l 117640104 1.081 40037
T S5as PO IR A, " P<<0.015 5 LPS 41 HuA, “P<<0.01
Note: vs. blank control group, **P<<0.01; vs. LPS group,“P<<0.01
3.6 SFI Xt LPS if 5 B9 RAW264.7 4 f £ i& &
HMGBI1 IL-1 , TNF-a7k B 550
525 xR He g, LPS 4140 i _F 3 7 -h HMGBL
IL-1PB . TNF-a7K 34 8 2 7+ & (P<0.01) ; 5 LPS 41 [t
BB AN W W HMGBI1  IL-1B . TNF-0/K -
P18 E AR (P<<0.01), 3£ W36,
4 itig
R IR T8 TR T, 22 DR o 2 [ B
WG HUAZ R e MR R D+, i — ik k2 5
PEJAE TN ZRGAE M B PR Rt S8 BRSO W™, AR
L ] B 2 Y HRIE LA, A 35 3RO I PR B I 3 L IER
AR T A R AR AT, S T s AP BRI Y s, SFI
AR ACOIZERI UM A S, RS T 48
DR ELS A2 Has SN, 18T BA R =2 5505 B
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R 6 SFIX] LPS % S RAW264.7 4 Al L i i o 2 E
EFKFERIFM (x5, n=3, pg/mL)
Tab 6 Effects of SFI on inflammatory factors in the
supernatant of LPS-induced RAW264.7 cells
(x+s,n=3,pg/mL)

43 HMGBI I-1p TNE-
IR 0.059+0.012 0.069+0.014 0.081£0.011
PS4l 0.146:£0.025° 027340.023° 0.295+0.026"
(e pE 0.077+0.009* 0.001£0.014™ 0.089+0.016™
SFIEAIEA 0.081£0.021° 0.1610.008 0.145£0.009°
SFIE4L 0.072£0.019” 0.1340.007" 0.112£0.008”
NalshiiEeil 0.069+0.008" 0125+ 0.006” 0.107£0.007°

U« 528 IR LA, P<<0.013 45 LPS 41 HuA% , “P<0.01

Note: vs. blank control group, “*P<<0.01; vs. LPS group,”P<<0.01
B 24, m K B RH , e 28 1L BB, ; WO 2O,
% (] BHRGH  35 1 M =2 30, MOl R ks L FIR97
A BH A S B A NER B E , BIVECeEAR T 4% iR

FLAF B H AR E LA A TR AR S
HMGBI J2& H1 215 ™2 SRR J850 1) 55 B LR ST 1A% N
SEREE A, HA R A% MG A& I 41 DNA R
FHE R 2 s R 40 R B R 0 Ak 5 2 Rl A BRI RE
1999 4, Wang H'"™ ¥ Y 3 e s e /) BRABERUGIE S | i 4rh
HMGBI & —FE 2 (1 RAEA 0T, HHATFm 1 BOeE:
X— R IFAFFE NI RN S HMGB LR by b 2 A
B2 E o Jagetss kI3, i/ HMGBL 5455
52 /K RAGE Fl TLRs F 5454, vl 3% NF-«B {5 53
B, S ECAE A T4 TNF-ou TL-1 PSR A T 3k S i
4 PRl ST BTG PR/ IV AN A S 8 4 I HMGB1P 7,
AW, HMGB1 43 WA — AN 1E Rt A, T 1 i 48
PR~ 7 200 i A1 1 G IR R R A8 0y N T fih 2 4 15 T Ui
SERE LI, 0 e I (9 AR Rt e] L, HMGB1

S FIE ARAEAH ARSI i b Hh ) G B R
I, N HMGB1 78 RAE 2 1 5 Hh nl B
3 18 5 5 M P HMGBL 58 4 AS [A] 5 #f €2, G 8 6 o
HMGB 1 2 fith 32 [K] i B /s UK LPS A St 33 in, Hofi
DAL S 200 B ) R E PRI /K- B8 3 v AR A/ N R
it 2L A At B Sy e L I L AE JE AR HMGB I
by B DR R B4 /N BRI IE HMGB 1 s 5 DR R B /DS Bk
AR LIGESE 2 FRBFSE 45 B4R /R ,— ) i, HMGB1
R RSN, AT 1R Ry SOEE RAE 0 & 2 0% “ R AT
RO 3 55— 7 T, A% N HMGB1 4, SUa] S35 41 i %45
13 R 2% )05 g B R TR B 3 AT R SR 2 A B A2 R
DiRekans i E S . I, 9 HMGBL R
e yEE, FF BREHE A5 LA HMGBL X4,
FEA AT I e 58 RE ™ B FE B () HMGB1/TLR4 {5 Sl %
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W9 RE N T (TNF-an IL-1p)VE N H 2GR .
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Jift HMGB1 i35 B F143 WK 3 il NF-xB {5 538 H
(G AL TN AAE A BT 7 A, DT R 4550 e B R B R4 Y
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A U0 9 i SR A P A 2 B 1 2 L T A e o 5
RGFPI66 7 B %t B, % SFLIG YT N 5 24K 5 L 76I
ATt — . SR ER,ELPSHIES T,
RAW264.7 2l i ) HMGB1 mRNA M & [0 33534 B 3
U, B B HMGBL 25 A F M3, 1A% 9 1)
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FHPE XS HEZH 0 LPS v e 71 21 40 B A% vh HMGB1 25 1
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TR R B ERM. Bl i, SFIAUN T 7 HMGB1
(R 53 B RGN T 43 b, T BRE SR B8 0 T 240 A% Y
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