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W % AHWEAE % 4 (lipopolysaccharides, LPS) # § 69 RAW264.7 %0 jtL F 20 %&% & % Z Bt AL 85 3 (histone deacetylase 3,
HDAC3) %t % £ # % £0%% & B1 (high mobility group box-1 protein, HMGB1 ) F ik Fo g #% 15 4 5 vy B A W iZ $ & (Shenfu injection,
SFI) 8 FF4E A , @it LPS i 5 RAW264. 7 4 o3& 5 a oo K sm BiA5 A 5 3.6.12 ul/mL # & SFI TR 408624 h, 5
Y 36 PCR 3% (RT-qPCR) #& 4a i HDAC3 . HMGB1 . & A~Z -1B (interleukin-1B,IL-1B) . B /8 3% 5 B -F o« (tumor necrosis fac-
tor o, TNF-at) 4% £ 7K F ; Western-blot %4 0 HMGBI #= HDAC3 & & & & ; %% 3 65 ML SFI &F HMGBI 3 28 ML € 45 69 % 91
ELISA A2 2m it £ 7% HMGBI \IL-1B #= TNF-a 267K ; s F 3£ RNA (small interfering RNA,siRNA ) $2.%7 50 % RAW264. 7 @
fe s HDAC3 J& |, 2.9 % 6 i WLEK SFI 3 HMGB1 4w i {569 %vh, 2 R A AR 205 5 R0 bL & | AL 20 RAW264. 7 48 i
¥ HDAC3 %94t e Ank ik 35 B F 4K (P <0.01) ,HMGBl A R %73 (P <0.01) LR A Ao iE4, w0 LF+ £
% B -F HMGBI1 IL-1B #= TNF-a 8 2 & (P <0.01) ; 5 AR b4 SFI(6.12 pl/mL # & 48) LA RAW264. 7 %8 fe
HDAC3 #9 %5 Fe e Rk K-F, TR X E T HMGB1 09 3 5 &k AxA 4L, # 4] HMGB1 [ IL-1B #= TNF-o %9 %~ ik ; $e ) 5T B
HDAC3 5, X% HMGB1 #45 T e 2 LPS #lig s & & T4 L B T 4L, B SFI R 4eif 45 HMGBI #9 F% &£45, T JL SFI 7
feidat b HDAG3 &AM 474 LPS % 569 RAW264. 7 fa it F HMGBI1 A sM &4 st fm ] T 2 F ey m R R,
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[ Abstract] To observe the effects of LPS(lipopolysaccharide)-HDAC3 (induced histone deacetylase 3) on the expression of HMGB1
(high mobility histone B1) and nuclear translocation in RAW264.7 cells, and the intervention effect of SFI( Shenfu injection).
RAW264. 7 cells were induced by LPS to establish a cellular inflammatory injury model, and the cells were intervened with SFI at doses
of 3, 6, and 12 pL/mL for 24 h. RT-qPCR ( real-time fluorescence PCR) was used to detect the transcriptional levels of HDAC3,
HMGBI1, IL-1B, and TNF-a in the cells, and Western-blot was used to detect the protein expression of HMGB1 and HDAC3, and

immune immunoassay to detect the protein expression of HMGB1 and HDAC3. HDAC3 protein expression, immunofluorescence to
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observe the effect of SFI on the subcellular localization of HMGB1. ELISA to detect the secretion levels of HMGB1, IL-1B, and TNF-
« in the cell supernatant. And small interfering RNA (siRNA) after targeting to silence the HDAC3 in RAW264. 7 cells. to observe the
effect of SFI on HMGBI subcellular localization. Compared with the control group, the transcription and expression of HDAC3 in
RAW264. 7 cells in the model group were significantly reduced (P <0.01), and the expression of HMGBI1 was significantly elevated
(P <0.01) and simultaneously migrated from the nucleus to the cytoplasm. The inflammatory factors in the supernatant of the cells,
such as HMGBI, IL-1B and TNF-a, were significantly elevated (P <0.01). And compared with the model group, SFI (6, 12 pl/mL
dose group) up-regulated the transcription and expression levels of HDAC3, down-regulated the transcription, expression, and nuclear
translocation of the inflammatory factor HMGBI1 , and inhibited the secretion of HMGBI, IL-1B, and TNF-a in RAW264. 7 cells. After
targeted silencing of HDAC3, a large amount of HMGB1 was localized in the cytoplasm, and there was no significant change in protein
localization after LPS stimulation, and SFI could not reverse the abnormal localization of HMGB1. SFI may inhibit LPS-induced extra-
nuclear migration of HMGB1 in RAW264.7 cells by up-regulating HDAC3 expression, which in turn inhibited its downstream

inflammatory response.

[ Keywords ]

AR 2R PR e — R SO 1 1 4 B A E S
ZRAAE, KBRS AT 0 F L 5 & w01 )
e 9 IR L 5 ORI (A R G ad E O ) A
S PR B A & BRIV R AT B SRR AR 1 BI
(high mobility group box-1 protein, HMGB1 ) 7K - .
FIh 5 N R R v ™ R AR T 3R AR A
J  HMGBY T by % A i W A0 R i, 43 H i
(1) HMGBI fith A 48 i 20 HK i K800, 7T RE 2 5 Bk
FHIE RS BT 1 O R 70 R Y 3%
H], HMGB1 (18 £t Ak T BOH A% ST F 73
HRM SR, e A EE 1 £ T R e B2 Tl (histone
acetyltransferases , HATs ) YEF T =5 S BEAL 4% , 2R
H 2 AL ( histone deacetylase, HDACs) , 404 &
25 WAL 3 (histone deacetylase 3, HDAC3) BY1E
MR LS BAGT AAZS . PR, 38 28 40 il HMGBI
1) . BEAL K BELWT HMGB1 ) 4336 FRE L, WA Sk
IRIT NRER IR ST B

WEE R R T J& T b B A i IR Yk, =
R} R 519 ( Shenfu injection , SFI) PAZTS IR ¥ #H{TL
Ea GBS GUONE R Wil 7l I 1:37 Nl w3 B B R 7
R BRI UES 7 R0 3 . DR B o 4 R 3k
WY, SFT n A2 LPS 75519 F R . HMGB1 4%
HNERS B o3 AR S B SRV 1 A
HMGB1 LRt (525 S WAL 7K T ) DA 52 0
SRR Tk — DR BT, AR SO STk ]
LPS 755 /NEL RAW264. 7 540 i Y 732 8 7 A8 e
AR, WEE SFI XF HDAC3 H1 HMGBI fy5% 0,
B SFIZ Tl L 1455 HDAC3 B3 2k M 410
il LPS 51 HMGB1 RZHEAL , LUTI#h SEFI5E 35 SFI
T NEER AR AIBLE

1 Lk

1.1 %8k
RAW264. 7 /NRE WE A0 AR, 14 T E BL 22 B

Shenfu injection; HMGB1; HDAC3; macrophage; inflammation; endotoxic shock

A R B AN BT U L
1.2 7Y

Z: TSP (45 251020664 , 4831 = JL 240
FHIRAF], BA 10 mL/ 32, BP T RPEC) 5 LPS ( 3€ [H
Sigma 23], L5 :039M4004V , 3k [ K FF # 055
B5, F PBS Bl A% 10 mg/mL FIZ5IK)
1.3 FEiKH

JEA4- L3S (H#E5 . 2156874 )  DMEM 5 55 56 (4t
5. 8120111 ), 0.25% Trypsin-EDTA ( #it 5
2085174 ) ; -5 R R IR A W (H5:15140-122) ¥l
H Gibco 227l ; Cell Counting Kit-8 A F] & ( 421
FRHE A R A A, L5 NN710) ; $itf& HMGB1 |
HDAC3 .GAPDH (¥J1 B Abcam 4 ¥ B A R A
A, #5403 h :2600-1 . S1306 . ab9485 ) ; HRP #ric
) Pt (DU LAY TREA R A it
5 BA1054) ; Trizol ( KAR , #iL5 . DP424 ) ; 986 5E &=
PCR i I i 7] & ( /A 7l : Genecopies, It 5 : AOPR-
1200) 5 395 5% 538050 & 23 7 - 4t 5. DBI-2220) 5 /) B
HMGBI [ TNF-o 1L-13 i EK 4 5 W o6 00 s A6z 0 38551
& A KRR AE YR A BR A A ik 2 ok
M173318-215a M170318102a \M190325-318a) ; RIPA
LU0 (5. POO13C) \PMSF (#1t5. C1002) .BCA
EHE &k 7 & (#t 5. P0010 ) | Triton X-100
(ST795) .DAPI ( C1002) ¥y H 28 = KW/ 7l
PCR 5149 (A T AW TR (1) ey A BR A Rl ik
AR FEILFE 1) s HDAC3 Wk A st /N oy
T RNA( BB R , a0k 2 R,
1.4 FENH

ABI %6 5E 8 PCR X (%5 7500) ; Merinton fi{
A% R 2 &L (A4, SMA4000 ) ; CO, 3% 5% #i
(CLASS100 #1)  MK3 %I 45 4% ( 52 E Thermo 2%
Al AR O AL (5 F Sigma 23], 5. 3-18K) ;
1R K AR (P2 Systec 23 Al ) 3 #5 E Leica 5] 2
R ; BRI BXS3 A ) i 4 8% ; Bio-Rad
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W, %5 . S IS A4 HDAC3 0] LPS 35519 H W40 ig HMGB1 #4447 f AL il 2267

EEHCHLUKAY Bio-Rad &EE R R 48 (35 E BioRad) ;
HI650 AY 5.0 (I R WA S 30 AN AR T 2 A PR A
) s LSM800 7Ry 3 R A2 45 4 B S BE (15 Leica
73wl ,SM800 ) 5 4 { gl ik 2% & G BG4 A A ( 1
1 KBERHE A B A, #5 Tanon5200)

&1 PCRIIMFIIRKE
Table 1 PCR primer sequence and length

FEH SIYIFFN(5'3") F%Kﬁ/bp

L3 : GAGGTATCCTGACCCTGAAGTA
B-Actin - 104
T : CACACGCAGCTCATTGTAGA

L3 : CTACCTTGTTGCCTCCTCTTT
ITNF-a . 116
TUi#: GAGCAGAGGTTCAGTGATGTAG

% CTGATTGGCTGGAGGAATGT
HMGBI . 99
T ATACCACCAAGTTTCCCATCTC

3% : GCAGCATCTCGACAAGAGCTT
IL-B N 91
T : GCTCCACGGGCAAGACATAG

3% : ATGCCTTCAACGTGGGTGAC
HDAC3 N 99
T : TTAGCTGTGTTGCCCCTTGC

%R 2 siRNA-1,siRNA-2 #1 siRNA-3 #5441 F 51
Table 2 The sequences of siRNA-1,siRNA-2 and

siRNA-3
Gl SIMFESI(5'3")

GRNALL ¥ : AUUGGUAUCCUGGAGCUGCTT
% : GCAGCUCCAGGAUACCAAUTT

GRNAZ I3 : AAUGCCUUCAACGUGGGUGTT
T % : CACCCACGUUGAAGGCAUUTT

. ¥ : UGUGCCCUUACGAGAUGGCTT
SINAS i : GCCAUCUCGUAAGGGCACATT
¥ : UUCUCCGAACGUGUCACGUTT

siRNA NC

T : ACGUGACACGUUCGGAGAATT

2 XWHIE

2.1 ApmEEsE

RAW264. 7 455 3300 PO A o8 4 15 97 3k (&
1% AT, 100 pg/mL 558 K 100 U/mL 7 8 %
10% i 4= 135 L IG ek K Eagle ( dulbecco’s modified
eagle medium, DMEM ) /=5 B 55 3% 3 | DLF faj F5 o « Bk
RbEEFRIL”) BTSN 37 C 5% CO, RfE RN
R RIEE . B N USRI IR S A KB O,
AN K ZE B R 70% ~ 80% I, BUW %2k K
WA T IE 2R3,
2.2 HBER W E SFI X} RAW264.7 40 il

HMGB1 #Z#AiER

2.2.1 Zmiee k BIAE R a4 2h

€ Rl VE T vk 4 2 e B 2 BRI 52 )
YR 2 x 10*/FL A% %% BEH T 5 35 3% A 24 1L
M, BE AL 43 1E H xF B8 2l 455 Y 21 R0 2 o v O TR

(Shenfu injection, SFI1)3 .6 .12 pL/mL 4, &4 1% 3
ANEAL, AL FR I 0.5 mL, 24 40 M Fl 4 R R
30% B, 5% 138, IMATCILIE B 725, BRIE# 4ok, H
R LNLRE R 0.2 wg/mL B8 £ Bl (lipopo-
lysaccharides, LPS) #l3# 30 min, fifif5 435 L SFI 3 |
6.12 pL/mL T-Hi4Hf{E 24 h,
2.2.2 R RKARITIE

JI€ F- FH W% iR £h 2% v W ( phosphate buffered sa-
line,PBS) ¥k 3 U Il 4% 19 2 W EE [ & 15 min;
PBS ¥t ¥+ 5 fil 0.5% Triton X-100, % i F i@ %
20 min; PBS Y, 850 AR S , 6 1L SR LT, =
T T 364 30 min BRI —+t (HMGB1 # & Lt
41:200) AR S, T 4 CokFE a9 ; SR Eh it
1R.2% MU ( phosphate buffered saline with tween 20,
PBST) VR A , IR BE T (5 2225 BR 3kt 4
FEY A Cy3 FRic PR 1gG (B 1:100) ,
IR AR 1 hyPBST ¥k, DAPL Y% I H =
S min; PBST V¥, W T Z R, & Bl ek
KAV B R W R, SR 5 TR 9O BB T W ER
HMGB1 A9 200 it Ao JF R EE
2.3 SFI X RAW264.7 A fi 7 HDAC3 ,HMGBI1
£

RT-qPCR 3% # ) 2w jo F HDAC3 . HMGBI |
IL-1B . TNF-a % mRNA &

BOSHON A K W40 4% 1 x 10°/mLL ) %25 & 432
T 6 £k, SE5 o3 240 45 241R) 2. 2.1 45, 48 Trizol
PEHUAN A B RNA, 2K J5 AR 405 30 5% S ) & B9 i
W L0 G S cDNA L DL ¢ DNA SRS T
HREGEEE N, SIPFIANEE 1 PR, VR
H9:95 CHZAEME 10 min;95 °C 281 10 5,55 CiE K
20 5,72 CHEAH 35 s, It 40 MG, TEHRZERE
M55 CTH= N 95 CARBUAM ML, 15 MR M ZoHr
TR 2-24 I kb AT oA
2.3.2  RJ8 Western-blot #4m HMGB1 #= HDAC3

ER=F Sl

YU AL BE LI 2. 3.1 77, Wive PBS i vE 4 i
Ja  EFLINA 120 L/ FLANRE24AE [ (2 100: 1: 11
TS SRR TTIE 1 2 2% WP (radio immunoprecipita-
tion assay , RIPA) , 2K J& 1 7if /9% 980 ( Phenylmethanesul-
fonyl fluoride, PMSF) (100 mmol/L ) Fl i i 41 i
FI7, 9518 T oK E24#% 30 min i WK T 5
L& 4 CEOHL 12 000 r/min B0 S min, B E
R B B AT - 20 CHH . SXULRE
FF 1% ( bicinchoninic acid, BCA) T8 S E H K E
Ja A 5 x EAEZ IR UATL 4: 1IRG &
Tk 10 min Z8PE, Bl 5 4T SDS-PAGE &EZL

2.3.1
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UK FERRE[0. 45 pwm A — 3 £ 4 B ( polyvinylidene
fluoride ,PVDF) ] £} 4] TBST P& 43 7 il HMGBI |
HDAC3 #1 GAPDH —#i (F B JE -l 1:1 000)4 °C
i, TBST ¥k & i A N BR AR i & b W Tl
(horseradish peroxidase, HRP) #R1c B9 — 3T (Fi Bk
JE24 1:5000)37 CHEIR 2 h, TBST ¥t f5, FIH
ECL i (850 Ak 2% A& 5 43 B A 457 3647 1 5%
18 H Image J BT 254 KR, L B & E
(HMGB1 \HDAC3) 542 GAPDH [ FL{HAE A bR ifE
L R AR E,
2.3.3 ELISA % al @ jo £ 5% & + HMGBI
IL-1B  TNF-ou % ik 7K

WCAR A A AR ME 3 THR FTAR I A B0 4% R
ELISA 15 & vi Bl 4520 98 , -4 75256, FH s A SR
HMGB1 [TNF-a \IL-1B FY7KF .
2.4 SFI f LPS 55 # RAW264.7 HDAC3-/-2H

ffich HMGBI1 E fi B9 2%

2.4.1 HDAC3-SiRNA ## ) & jf it

HDAC3-SiRNA W8 & 0, 3 3 A A Beflt
e, ANEA S 434S X BRAL ( CON 4H) (FAExT
M4 siRNA 41 (NC 4H) .HDAC3-siRNA-1 2  HDAC3-
siRNA-2 20 HDAC3-siRNA-3 4, & 4H1% 3 N E 1L,
YR 30% FiliG BE B, K LB A4 il R Al 15 57
3L LipofectamineTM 2000 VE R 8L G387 0 L
R B A, 6 h JE a8 e R L gk s b AR
24 h Wi 4E 40 i, 38 3 Western-blot B9 7 i A6 ]
HDAC3 ki, sEBUTERSCR S 0 i Beadb A1
2.4.2 MK SFI 2+ s, HDAC3 J& &40 RAW264. 7

t i P HDAC3 9 &R b oL

P A T 7S fLAR , LS CON 41 NC 41 |
HDAC3-siRNA #1. HDAC3-siRNA + LPS 41 Hl
HDAC3-siRNA + LPS + SFI 6 wL/mL 21, 440 i gl
BB R 30% LA, 4 R o el AT AN M B g (O
B 2.4.1 7)) 5555 6 h J5 , i LB R 4T LPS
JPECRN SFT 0 (A3 7L R] 2. 2.1 749) 24 h e I4E
A, R PEEN I (western blot, WB) #6105 2H 2
il HDAC3 ({3515 DL,
2.4.3 WL A SFI &t HDAC3 & *F & 4

RAW264. 7 267 HMGB1 #1569 %

HIVELNMIC R I 4L AL BE (kTR 2.4.2 7))
XTARRLE | A7 S o e e 8 ( kAl 2. 2.2 747)
TEZSC T T g I RAERIE,
2.5 HUESDW

P 403918 B SPSS 22,0 #E47 43 ¥t J# i
GraphPad Prism 7 8 2: EDE . & 2 2Z 8] 1Y A

KRR ZE T 24 Mr 79l P <0.05 8 B

BRI
3 XBREHR

3.1 SFI LiF LPS 5K RAW 264.7 HRFH

HDAC3 mRNA, & Bf #l ] HMGB1, TNFa

#1 mRNA

RT-qPCR Z5 /R 36 3 FioR, 5 1E % X 1R
ZH b, LPS W] L)L g 2 F 8 HDAC3 mRNA /K, [6]
i % HMGB1 IL-1B 1 TNF-o mRNA 7K (P <
0.01), SR A, SFI6 pl/mL Al 12 plL/mL
Al g LU LPS 5 5 1) RAW 264.7 40 Jg
HDAC3 %5k, [RIEHI 6] HMGB1 (IL-18 A1 TNF-a
()5 5%

%3 SFI 3t LPS i 5/ RAW264. 7 4 HDAC3,
HMGBI1 IL-1B, TNF-a mRNA FiEHI 500 (X £5,n =3)
Table 3 Effects of SFI on mRNA expression of HDAC3,
HDAC5 HMGB1.P300 . IL-1B,TNF-« in
LPS-inducted RAW264. 7 cells(x £s,n=3)

25 HDAC3 HMGBI -1 TNF-a
EEE 1 1 1 1
AL 0.397 = 0.050™ 2. 347 +0.231% 2,827 +0. 375" 2,037 +0. 320*
SFLZH 0.420 £0.053 1.573 +0.297* 2.130 +0.281* 1.657 +0.273

SFM 41 0.732 +0.038 ™ 1.010 £0. 079 ** 1.223 0. 199 ** 1. 263 +0. 110 **

SFH 41 0.703 +0. 140 ™ 1.073 £0. 136 ™ 1.200 +0. 108 ** 1.243 +0. 134 ™

W MRRGIERWH LB, P <0.01; " FRGHEBMILE, P<
0.05; “FR SHMA LT, P<0.01,

3.2 SFI LifF LPS 5 RAW 264.7 HAFH
HDAC3 ki%, FE#% HMGB1 B3RiX
WB K25 5P 1 fng 4 frzs, LPS nf DL g %
T HDAC3 #3535, A JH HMGB1 ik, &
B S 6 wL/mL F1 12 pL/mL 2035, #10] i3
3 RAW 264. 7 4tk HDAC3 2635, DT B 432
T IEH KE, [RIEHPH HMGB1 B3Rk,

& &L
& & 9
S e &EL
O NN NN
HMGBI‘—---°<‘25kD

HDAC3|- e e — -‘49kD

GAPDHS | W D W 8 56 <D

LPS(02pg/nl) —  + + + +
SFI(uL/mL) - - 3 6 12

1 SFI X LPS Y559 RAW 264. 7 4ilfifd ' HMGB1 Al
HDAC3 H 5 FHR KB R
Fig. 1  Effects of SFI on protein expression of HDAC3 and
HMGBI in LPS-inducted RAW264. 7 cells
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ey 4 . SR SRR HDAC3 HH] LPS 5509 5 W4l e HMGB1 A% 5447 fI ML 2269

#* 4 SFIxt LPS 558 RAW264. 7 ZHE - HDAC3,
HMGB1 EERIEHFM (x £5,n=3)
Table 4 Effects of SFI on protein expression of HDAC3
HMGBI in LPS-inducted RAW264. 7 cells(x +5,n =3)

21 5] HDAC3 HMGB1
FEHEU4 0.909 + 0.036 1.048 + 0. 192
FERIZH 0.311 + 0. 036" 2.721 £0.206*
SFL £ 0.391 +0. 021 2.411 +0.076
SFM 4 0.582 £0. 028 ** 1.810 +0. 256 **
SFH 21 0.742 £0. 037 ** 1.013 +0. 181

. CON Mas A4 ; LPS WA Y ZH ; LPS + SFL 4 SFI 3 wl/mL 4
LPS + SFM 4 SFI 6 wL/mL #1;LPS + SFH & SFI 12 wL/mL 41 ;% 3%
REEAME, P <0.01; “FoR 54 P <0.01,

3.3 SFI a/# 4§l LPS i S # RAW264.7 20 ffl ch
HMGB1 I 20 B+ [5) 28 B Jix 25 L
ME 2 W50, IEH 4H P, Cy3 FRic B9 HMGB1 &

(a) ControlCy3-HMGBI

(d) LPSCy3-HMGBI1

(g) LPS+SFMCy3-HMGBI1

(b) ControlDAPI

(e) LPSDAPI

(h) LPS+SFMDAPI

Z1(0  Jf5 DAPL & A g% () M E S, B
HMGBI1 = 25 i T 4 il 4% b, 78 LPS Hl ¥ T,
HMGB1 7841 A 22 A1 40 My 5 b #5568 & B, $2 7% LPS
A5 HMGB1 M A0 A% 1) i St iz, Bk 4h, ol Uk
25| HMGB1 #2231 40 i i) 2% , B HMGB1 mJ B
IAZ S5 43 06 3) 20 R %) A0S, FE SFIL T T4
HMGB1 =240 FANMAZ T, S5 RRAIAHLL, S5 5842
7K, SFL A] LI HMGB1 FOA% RS (i .
3.4 SFI A[#P# LPS i5SH) RAW264. 7 i EiF
i HMGBI1 ,IL-18,TNF-a B3 i

Wt ELISA 14 7 32 6 i 41 By b 3 W 4% 4 A
TSI G5 RN 5 R, SIEW 4L e
RUZH 20 Jfl 135 HMGB1 TNF-a F1 1L-1B 43 3 3%
FHE (P <0.01) , 5EER A Ho g, SFIn] 5] AR i

(c) ControlMerge

(f) LPSMerge

(i) LPS+SFMMerge

Control AXTBRLL; LPS AHR LM ; Merge J& K2
WOLILRAE % 630 15
2 SFIAN] LPS ¥55:19 RAW264. 7 i HMGB1 M40 A% 6] 40 i i iz
Fig. 2 SFI inhibited the translocation HMGBI from nucleus to cytoplasm inLPS-inducted RAW264. 7 cells
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&5 SFIXf LPS FSH RAW 264. 7 4if E &R+
HMGBI1 , TNF-o # IL-1B % 4E F F 8 1
Table 5 Effect of SFI on inflammatory factors in the
supernatant of LPS-induced RAW264. 7 cells

471 HMGB1/(ug-mL ' JL-18/(pg-mL ™' )TNF-o/ (pg-mL ")

EEE| 0.071+0.007  0.157 = 0.004  0.080 = 0.005
BRI 0.140 £0.021%  0.226 = 0.013* 0.162 + 0.011%
SFLZ  0.090 £0.004 ™ 0.185+ 0.013* 0.122+0.013 ™
SFM 4 0.070 £0.019™ 0.131 + 0.046™  0.118 £0.014*
SFHZl  0.065+0.010* 0.118 = 0.018*  0.109 0. 009 **

L BUEN % 530 =3;CON R75 41 LPS AL ; 1LPS + SFL
SFI 3 wL/mL 2 ;LPS + SFM 4 SFI 6 wL/mL 41 ;LPS + SFH A SFI 12
wL/mL 4 ;" FoR 52 A A, P <0.01; * F£on SR L,
0.01 <P <0.05; “FRSHERY L, P <0.01,

(AN 48 5 7 HMGBI \IL-18 ' TNF-a 19433
3.5 SFI Xt LPS 55 RAW264. 7 HDAC3 /'~ 4
feisf HMGB1 E iz B9 220

3.5.1 B FEEN

39 siRNA-1 . siRNA-2 il siRNA-3 4359117 Yy
RAW264.7 40 Ml J5 , 4 Western blot 1) J5 32 46
HDAC3 ARk, 4550 WK 3 PR, 525 FX
M2 A M % AR ZH AH Lk, HDAC3 siRNA-1 41 |
HDAC3 siRNA-2 41 #l HDAC3 siRNA-3 4H 2% R IH
Gt L (P <0.01) , H Ll HDAC3 siRNA-3 41
DU R de A, IR, B B siRNA-3 TR 25256

HDAC3 | e G s—

caron | S . <<

K13 Western blot Kl RAW264. 7 4ilifi s HDAC3 AYKi%
Fig.3  Western blot detection of HDAC3 expression in
RAW264. 7 cells
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3% 6 Western blot #illl RAW264. 7 ZHAfiFh HDAC3 BB MIRIE
Table 6 Western blot detection of HDAC3 expression in
RAW264. 7 cells

4151 HDAC3
ENEEN 0.772 + 0.032
NC 4 0. 699 + 0. 033"

HDAC3siRNA-1 41
HDAC3 siRNA-2 21 0.386 0. 023 ™
HDAC3 siRNA-3 4] 0.314 £0. 023 **
T : CON 23 % IR ; NC S B % R siRNA 4 ; HDAC3 siRNA-1
2 WY siRNA-1 T8 BE  HDAC3 siRNA-2 4 955 2% siRNA2 T4
JiBE:HDAC3 siRNA-3 £ J 45 Yk siRNA3 T A BL ¥ KR 525 I xt
MRZH HLAS | P <0. 015 “FoR 523 [0 BRAL AR R4 b4, P < 0. 01
#2785 HDAC3 siRNA-1 211 HDAC3 siRNA-2 ZHAfIH, P <0.05,

0. 408 0. 030 **

3.5.2 HDAC3 WHJ& & Wiz 41i& 57 HMGBI1 f& 4m
ROLJR P 84 3535 K%M

J T 5 HDAC3 78 HMGB1 BYA% % (3 3o F v
AR, L X HDAC3 T2 i RAW264. 7
4 HMGB1 14 8 A 47T T WEE, a5 R &l 4 fr
7~ HDAC3 siRNA-3 41+, #4> HMGB1 MAZF:
FA T, 28 LPS HE1T HIUS , HMGB1 fYA7 B If R
KA B AR, SFT T #i %t HMGBI ()54 ia %A

A
4 HREER

HMGB1 J& H A fa e /MRS &2 I E4
DNA RS R S DR 1) — A% AR L B L 454
A, BANER S H & OB KA, T
HMGB1 Z Ak /KAl fg 2 il HMGB1 7] #% 5h i
BIAE NGRS, HMGB1 EA A% 8 ik, B 2R
27 ~29 FIE 181 ~ 183 o i & MR o7 5, WFFTUESE , 7F
LPS (iS5 T, B/ B WEA0 A% N i HMGB1 A%
FENERE A 1 BE S TeAk G A it S A7 A AR e
S A ) S AE S | aE— 2 0 B S B R BOR
W1 2B — Rl sh A5 /Y RT3 A B R 18
i, B LB K25 i HATs 1 HDACs 485§,
X R A T 0 A T A ) R R SR R T Ak A
K PR B s DT BR T R b i A O E W AE
FHUS2T RFSENESE  HATs/HDACs A X E 41 85 (4 1
IR L S TAE M, B4 I HATs (41 P300/CBP) 5§
U/ HDACs( 4 HDAC3) A] i #F HMGB1 f4 75 £ Bt
ISy, F W] HAT/HDAC 7E1H75 HMGB1 14431
MR SeEE

TE R YL s 2 05 B, e K B e 2R B0 i o
BPE R G 3 R AR RV, A8 ST I AT ¥ bR oK
ZRURGe H[FREAR T B8 & T8 o i, 2 T8
WEERIR i) R, A o P9 5 90E 5
WEA XK, BV M2 2] LPS FlPk S, 43 Wiy 1L-
1B TNF-o ZE4I I PR F 1T 5 5 I 40 it AR A B
S M R - DR 2% S St B RN e BT HMGB1 AT
TR G K65 5 L S WAL R 25 i 40 B A% R ok
R MUY B A HMGB1 5 e e 1 a2 A 4
A, T NF-kB X — %00 58 4E 3 1%, Pk 5 3L
TNF-a \IL-1B FI#41L I T ( chemokines, CK) =
LB 5 R SR K A B W 2 i 532 HMGBI,
JURP A TTIY B8R ) 1E R 3R 3, 51 & 98 0 - AL
Z& . HAN HMGB 2 4 S M 91 2 35 il oK s o r A G
IR, AR/ BRSNS RYERI)E6 ~8 hIF i
F 4 HMGB1,16 ~24 h ik3 mpid, HER4: 3 d
Wb Fa i AN SRR % R F A [, HMGBI
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(a) Control HMGBI1-Cy3 (b) Control DAPI (¢) Control Merge

(d) NC-siRNA HMGB1-Cy3 (e) NC-siRNAI DAPI (f) NC-siRNA Merge

(g) HDAC3 siRNA-3 HMGB1-Cy3 ] (h) HDAC3 siRNA-3 DAPI (i) HDAC3 siRNA-3 Merge

(j) HDAC3 siRNA-3+LPS HMGB1-Cy3 (k) HDAC3 siRNA-3+LPS DAPI (1) HDAC3 siRNA-3+LPS Merge

(m) HDACS3 siRNA-3+LPS+SFM HMGB1-Cy3 (n) HDAC3 siRNA-3+LPS+SFM DAPI (0) HDAC3 siRNA-3+LPS+SFM Merge

Control Xt IR ; LPS AN Z M ; Merge N A ITEZ;
TOL R x 400 £
K4 HDAC3 LRI , Stk IS SFT X LPS 75519 RAW264. 7 g HMGB1 (1% 31 2 ) 5 132 14 5 1)
Fig. 4  Effects of SFI on the subcellular localization of HMGB1 in LPS-induced RAW264. 7 cells following silencing by

HDAC3-siRNA was evaluated by immunofluorescence
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WA HRFE A K, 2 5 T N B R IK i Bl
AR Ak B . HMGB1 B B9 98B 3 Sy 2 59
I 1) T B FE R BE IS A B 45 R A e DT
HMGB1 ni & s fit i N 7 Z AR ™, LI HMGBI
HHERRIATT RAMEPE A K AIE IR
I, BEKT HMGB1 BY43-36 AR , 1 5 BELIT L 15 A0 7
ZARLGE S SN ER X HMGBI N AR 19 £ B4 97
F-Bt, H HMGBI (%5 5 PE BT M DL S H 32 (A4 il
YIAERYT S SE W IR A g AWF ST 40, BLE i & £
Fh HMGBI #1417, i # 4H box A 4% % E HMGBI
Uik N B R 2T 4, A e B 4 E I IR I 5 B
Bt rppRrp 2 an A K, 25 4R U Ant e
R HEHE SIS0 TA BERRAN & E 7 Il e
SHEAE TR HMGB1 597 RAE B 32 2 P 4MF 58 35 1Y
3‘,%?_:]5[19’20] .

SFI J& i R 36 97 P9 8 3 AR 5w 3 25, R
U=RFATTY S M7 e ., (ARZ) iy
365 W2y R AUCH 9 XZGREE AL, X H R — 7, &
Mz T i NS5k 0 1 %, TR0 T 8] E G5 2
el SFI ) 2R 4r 20 2 FE R, 5F N 3 F AR
B B 58 %) R SE E  A b, BRAR 2 H AR
S IS AT I Sk A e nT A e
P RE AR SOIAEER A1 S0 SR P

ARSCHFFE LB T SFI XF LPS 5 5 19 v 4 i v
HDAC3 [ 520, 7 5 v] 5838 i 34 i HDAC3
MBHWT HMGB1 2 fE . AR SCHESE A SFI #E R
WAL R TT N R R e $2 4 T 5 i 9% O 1)
Ffs RS EE T EZ BT RALH . HErxd b2
B BRI AT A AR A 2 E , i 2552 )y
TR A PR ITA R R | S B I ik &
PERR AR Y R AE A IS g, Bk —
AHEHL SFI 7E HDCAs #1019 88 28 R v QS 8 1
A RRLAY , TR S 4 R 40 S 56 A PR AT, A
WIEETH 259 E BR A mT B2 RTIG PRAE #e , 6 [l FH i3 2%
ST s Y e
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