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[(WE] B ALK T 25 S HA O7 XI5 22 8 (lipopolysaccharide , LPS) 75 5 A5 i ik 14 Bz 401 EA. hy926 5 4E A 5
FIRMFE . Fik: SD KRBEHL R as ARG (&0 4 AMIA AR AL AL, A B AR K RAR B v 25 T L g, 3 9 R &
BRI, 4388 M3 o MRS SR EAL hy926 4 fif , BEAL 2 9 D IE % X 4] (@ LPS fili 4l @4 A @4 @A @
PRAL D75 (UL X B AL, o Q4TI A LR i A 10 mg-L~" LPS, @) ~ 41 F AR 7 245 1 3% (WK £ 10% ) Bi4b B 24 h J5 il
ALHE R 10 mg-L~" LPS, 4 A AN B, 5% 24 h R b 47 45 W45 AR M & o RT-PCR 3548 I 4% A F -k B (NF-«B ) 71 i 8 35 5E I F -«
(TNF-a) mRNA %35 ; ELISA YA I TNF-o 5 A9 235 5 S o 6 A fE fL = 35 K0l NF-xB B RIE. &R & LPS 5
NF-kB #l TNF-a {5 5IEHH LRI B (P <0.01) . 2774 NF-«B Al TNF-o (12235 5 fil M 41 AH L1 B 832 il (P <
0.01) ;#7245 4l vh , fL 4 NF-kB Hl TNF-o 1 3235 WD o #M R V25 F IS 4 IR 41 NF-«B #ll TNF-a %L B E & T
405 485 AL B4 NF-kB Fl TNF-a (R IE 5@ @M B R GH %25 890 MWL 5E 07 25 X ALBIR 5 ol @2 Ml o9 5z 40
Ji 4 5iE Rl F NF-wB Fl TNF-o /) 3K , 3% 7T BB S H 0 30 bk o6 £ 18 4k 1 7 AL 22— .
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Effect of Huayu Qutan Recipe and Its Separated Recipes on Inflammation
Factors in EA. hy926 Cells Induced by Lipopolysaccharide
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[ Abstract] Objective: To observe the influence of Huayu Qutan recipe and its separated recipes on the
expression of inflammatory factors in cultured human umbilical veins endothelial cells EA. hy 926 induced by LPS.
Method : SD rats were equally divided into five groups in random: the control group, Huayu Qutan recipe group,
Bugqi recipe group, Huayu recipe group and Qutan recipe group. They were ig given daily with normal saline and
recipes respectively. Blood drawn from abdominal aorta of the rats 2 h after ending of the treatments on the 9" day,
and the serum was taken for testing. EA. hy926 cells were cultured and equally divided into seven groups randomly :
the normal control group, LPS stimulating group, Huayu Qutan recipe group, Buqi recipe group, Huayu recipe
group, Qutan recipe group as well as normal serum control group. Then the mRNA levels of NF-kB and TNF-o were
tested by RT-PCR. The protein levels of TNF-a and NF-kB were detected by ELISA technique and fluorescent

immunocytochemistry method, respectively. Result: The expression of NF-kB and TNF-a were both increased
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compared to normal group after stimulation of LPS(P <0.01). The expression of NF-kB and TNF-a in Huayu

Qutan recipe group and Huayu recipe group were obviously inhibited compared to that of LPS stimulating group

(P <0.01). Conclusion:

The molecular mechanism of Huayu Qutan recipe and Huayu recipe against

atherosclerosis is probably related with the inhibition of expression of NF-kB and TNF-«.
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) ik o8 FE A8 {k ( atherosclerosis, AS) J2 .0 . i IfiL
PN FE AL . H AT, AS B —FhTE &
o A s A A aok A b R B S ) 1 P 48
P L B R RN S B AS R R R
SRR R 2 W S AL A B A 1Y AR B 88 BT R,
BRI A N 4T 8 5 & AS T LY
YA AR | P R A R A A 1 02 AS Tk AR KT I e B
il

I I R AF 92 K 90, A 42 8 Jr 24 %6 5 o0 9 AN
R s RO B LA R R T RORY 3 S2 8T
SEACRAL IR 7 2 RE W BRI AS KA MK P-EHER
(P-selectin, Ps) . N Bz & 1 (endothelin-1, ET-1) /K
-, IF# —E AL & (nitric oxide, NO) /K-, A sz
56 40038 it B AR AL R T 2 S AR 7 % LPS 5 5 N
B4 L 5 0E R - 26 58 15 ), 1E — 20 BRI A s Ak R
T5 253097 AS PEO I AR 1 43 LR WA L
1 #F#

L1 3y etk HeEdE SD K EL 40 H,SPF ¢,
R (300 +10) g, A b 5T 438 F) 4 50 56 3 ) 4 R
AR, A KIS SCXK(51)2006-0009 5 A B 4 ik
N EZ A0 ML EA.L hy926 T [ v [ BL2= B L i 41 A 2 o

L2 Ziyifilds ARBSHER T (&) M2 30 g i
30 g, B 30 g, FZ 15 ¢ RE 15 ¢, FH 15 g,
BT 20 ¢, 115520 g, AR5 15 g 44 1S g A AR
TS I R AR AR S IS
IRAT B N AR T AR R E BT AL, U
M T T R R R BB . 25 H T 24
iR 1 h g, Ok, SOk RE 20 ming i,
HRI3 WK, GIFEW, B 22T SHEH1.79 g-
mL ™ KM A 25 0.75 g-mL T AR S A2

0.54 gemL ™" KT & H250.42 gomL ™", K 4L AL FH
BG4 CHRAF
1.3 %] DMEM/ HIGH GLUCOSE %3 3¢ (it &

NUMO0220) | i 4 1l ¥ (it 5 NUK0201) Iy { 3% [
Hyclone 22 ®], LPS (4t %5 150601-200965 ) “k 3£
Sigma /A @] 7= i o RT-PCR Kit (#t5 BK4001) | Trizol

Huayu Qutan recipe; atherosclerosis; inflammation

(5 BK2302) g { TaKaRa 23w, Jifigg YR 5E A 5--
o ( tumer nerosis factor-a, TNF-o¢ ) | ¥ % % K T-kB
( nuclear-transcription factor-kB, NF-kB) f B-actin 5|
Yy ¥ TaKaRa 24 Rl & L, ELISA 350 & 11 R 3I
W B E MR IR A (L5 080415) . SABC i
& A DU LA L, SR BTN NF-xB 2 58 BEHT
& . — Pt IgG-FITC Wy A 3% [E Santa Cruz 23 ), H 4
R 4 R o A Al
2 ik
2.1 gfusysE A 10% BG4 1 i DMEM/
HIGH GLUCOSE #5375 37 C5% CO, 414 F 1%
# EA.hy926 4ifil, G2 d¥#e 1 kii,4 ~6 d &40 1
3 AR HEAT S5
2.2 SAMIER & b SD KREL 40 B BEHL N
S A X IRA I H AN AR AR A
SEAXMBA4 R HRBHAE I H, g4y, BH 1
W, 8 d, hWsney ek AR5l h 2o d
17.9 g-kg ™', #M 4 7.5 g-kg ' L4l 5.4 g-
kg MR 4.2 gokg A PN IRAL ig A A
#hoke #9d R ig 52 h (LRI ALK 12
h) I FEBhICR I, B0 5 2 B I , & O R 4 2
MY ,0. 22 pm G AL SRS I U8 /5 70 %<, - 86 C IR AF 4t
o
2.3 Aoy KW BIRE) EAL hy926 4i il Fif
Loy R 7 4 O IE % X B4 . AU DMEM 5% 4 8% 5%
BRI R IMEAT 259 . QLPS A« K5 32 W hom
ANLKYRPE N 10 mg- L7 LPS, @47 4 ; b AL 5
O ; @R A ; @2 [ X R, @ ~D4d
144 206 25 038 (VB Dy 10% ) FUAR T 24 5 it A
10 mg-L™" LPS, 4420 40 0 4k 42 3% 9% 24 h J5 #EAT
TRARAR DU 5E o % 25 1 25 9 & it A X
T MY i (kg T U =
(g-kg ") /& 25 1l 5 76 VK A1 55 50 3R Ge 04 i B 3% 4L
(U)o
2.4 RT-PCR ¥4 NF-kB,TNF-a mRNA ik
2.4.1 H]JH Primer Premier 5.0 {4 % i1 PCR 3|
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Y. PCR 5IY8IT W& 1,
%1 PCR3|H

EP SIS 7

35|
EAE 59 WE/C KE/bp

NF-kB  Sense; 5'-TGCACCTAGCTGCCAAAGAA-3'
Antisense: 5'-TCTGCTCCTGCTGCTTTGAGA-3'

55 376

Sense; 5'-CTCATCCTGCGCTGCCTGGT-3'
TNF-a 55 356
Antisense; 5'-CCGGAGCTGCCTGACCTCCG-3’

Sense; 5'-CTCGTCATACTCCTGCTTG-3'
B-actin 59 473
Antisense; 5'-AAATCGTGCGTGACATTAA-3’

2.4.2 AL RNA B4R 2% 2H 20 i Ak BE 25 3R R
JEA T mlL Trizol Z¢ffe , 35 8 & 1.5 mL B0 A&, Tl
A 0.2 mL G5, B0, R 2 KA N A5 i S
WEULTE RNA LB O RN 75% L BEVEY B0
2R JE A DEPC JK i o 58 503 606 B2 T
SE 260 nm [z 280 nm A fE, 7T55 RNA {1 vk B2 A 4f B
[ Bf L Pk A . B 0.5 wg RNA JF RT-PCR,
2.4.3 cDNA Gl 4% S i SR & v B gk A T,
10 pL & & & MgCl, (25 mmol-L."") 2 wL,10 x RT
Buffer 1 pL, dNTP Mixture (10 mmol - L") 1 L,
RNase Inhibitor (40 U+ pL™")0.25 pL, Oligo dT-
Adaptor Primer 0.5 pL(2.5 nmol-L ") , B RNA FEA
1 pL, RNase Free dH,0 3.75 pL, AMV Reverse
Transcriptase XL 0.5 pL(5 U-pL ") o J W 54430
°C 10 min,50 °C 30 min,99 °C 5 min,5 C 5 min, 3t 1
MEH
2.4.4 FEHE RT-PCR 25 pL K EZH & 5 x PCR
Buffer 5 pL, RNase Free dH,0 14.35 pL, NF-kB,
TNF-o J¢ B-actin () E T F51 ¥4 0.25 wl, RNA
34338/ ¢cDNA 5 pL,EX Taq HS 0. 15 pL, 7EFH
S K0 94 CHIAE M 2 min, 94 C A5 30 s, 1B kIR
(L3 1)30 5,72 CZEfH 1 min FH47 30 NG, 72
CHEMR 10 min 5 4 CLAF, HHI 10 pl. PCR 37
47 Wy e AT TR W BE I LK, A Gelpro32 B i 15
G AT, DL H IR 4500 5 B-actin 2%
A R MR HE N mRNA (1 HE % 2 3k K OF | 55 46 &
23,
2.5 ELISA kN TNF-o 13635 4% 21 40 it b 28
SERE WU SR IR T R AR 37 CWEE 2 h, W5 TR
Yok 300 WL/ ALPEM, TNF-a ik 100 wL/fL 37 C
WEE 2 h, YRR, BELS 5 100 wL/fL 37 CHEFE 30
min, VEAR, 23500 2 AW A Fil B 4% 50 pl/fL,37 C
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W7 E 30 min, 2 kK 100 WL/ AL, BEAR ALK DI 450 nm
PA ARG RE (A) o
2.6 RIETICHMMIILF LR NF-«B R 4%
HAnfIab S H 4% 2 W EEE 2 30 min, 5% BSA
#1420 min, fil A 1: 100 $it NF-«B $iifk 4 Cid .
FITC FRid B EPi R 1gC EIRIFH 30 min (L) , %
Ot U IR AR B B PR XS BR 20 b —470 1] PBS A,
I o S L E
2.7 it SR SPSS13.0 #E T arHr, L
AR v+ s Fono 541 REE 9 R K R Oy
LI 2R B ENE, P<0.05 HERAHSH¥
3 #R
3.1 ARHSHEIR T 25 K HoAv J7 & 245 1 vE X LPS i &
EA. hy926 4 ffi NF-kB 1 TNF-a mRNA [ 5
RT-PCR &5 £ 4 LPS i S, EA. hy926 41 g NF-
kB Al TNF-a W RZEM L, B E R/ TIEWH(P <
0.01). 5 LPS JIFAHHH tb , 47 4 NF-kB il TNF-«
IFIB W FH WA (P <0.01) ; H7  & 4, #h <4l
NF-kB Fll TNF-a ()R WA T HLHEIT22E X
ML 2H NF-kB F1 TNF-o £i5 B T (P <0.01,
P<0.05), 520 #H W, #h S K 2 | MG &
HEZH NF-xB Fil TNF-o B3R 35Tt , M AL 41 NF-«B
I TNF-o (Y RIX TG F 257 BRWEK 2,
£2 URBEEFERERSSHMEN LPS 55
EA. hy926 ZH i NF-xB 1 TNF-o mRNA &0 (x +s,n=3)

287353 NF-kB mRNA TNF-amRNA
!

/g kg 'eU! /B-actin /B-actin
ooy - 0.30 £0. 17% 0.72 +0.26%
LPS i3> - 0.77 £0.25 1.33 £0.38
By 105. 92 0.51 +0.20% 0.89 =0.22%
FIa 44.38 0.76 0. 32" 1.11 £0.31%
(@S 31.95 0.56 =0.24% 0.96 +0.39"
1EIR 24. 85 0.72 £0.29% 1.12 0. 35%
75 [ L X AR - 0.74 £0.21% 1.24 £0.30"

5 LPS Jla Ak P <0.05,%) P <0.01; 5277 4 i P
<0.05,Y P <0.01;LPS 2y Jy 10 mg-L~ ' (F3F).

3.2 ARFSAEIR J5 25 M LR O & 24 i3 X LPS i &
EA. hy926 4l TNF-o FIARIE M 5 1E 5 xf B2
AH G, LPS Hil38 20 EA. hy926 4 ifs TNF-o 7K - BH & F+
E(P<0.01), 5 LPS 4 %, 4 77 nl i 2 4 141
TNF-a £ 35 (P <0.01); x5 vp, #b <A
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TNF-aff) iR WE AT 980 5 4258 AL TNF- ik
FE (P <0.05,P<0.01), 524 IE, 4.
FEHE 25 F1INLE % IR 20 TNF-o (1 3835 FH 5, T AL s 21
TNF-a W RIR TG 22257, SRLES,

3.3 ARHSAEIR O5 25 S HoAfR 7 & 245 1078 X LPS 75 &
EA. hy926 #ii i NF-xB ik i 520 G 5 6 40
b 2F A TN 25 S o, B R 21 L R G T 3 2
I, 1EH G R AL 98 6 AR 55, LPS 3 4 NF-«B 280k 2
S B 407 40 AL S A DO B 55, AL AL A
YA X B8k o B 7 & 7 K AR S 245 ] 4 ] NF-xB
Fik, BRWAE 1,

x3 URBERFHREFRAFRGMEN LPS FS
EA. hy926 TNF-a RIZHIFM (x +5,n=5)

o E2 371958 TNF-
/g-kg t-U! /ng-L7"
IE % - 5.91 £0.56%
LPS il 3% - 25.81 +10.49
i 105.92 16.18 £7.35%
R 44.38 22.36 £9.62%
(RS 31.95 18.27 +8.01%
P 24.85 20.41 +8.86"

=N RO - 24.35+9.21Y

1 EA.hy926 418 NF-kB ®E % K RIE
1 BIVEXTHE A 52, TE % % B 4H 53. LPS 10 mg-L ™' il 4l ;4. 4277 105.92 g-kg ™' -U ™" + LPS 10 mg-L~'41;
5. #h44.38 gokg ™' U™ + LPS 10 mg-L~'41;6. k3% 31.95 g-kg™'-U ™' +LPS 10 mg-L™'41;

7. ¥:PE24.85 g-kg ' -U T + LPS 10 mg-L "4 ;8. 25 (HUILIE X B + LPS 10 mg-L ™' 41

4 itig

Xt AS g AL A )RR S A iR R T S U Y
B A543 B I8 2 35 ML /) e 3R A AR I A T2 i 10 LA B
P B T JULAA A A 2 o H T oA B A A S R
Ul R F IE AT AR TR B 8 E RS, B 4 T M AR T
AS (I LR I RR S o P9 H BT LR A BN AS
A5 32 B R 2R 5y 2 A0 405 Bl bk P9 T ofS o A
P 78 19 T F8C 2 Bl Tk P S 450 003 Ak H A % AE -7 4
B A ST R A5 o AR P R A 2 450 R ) e R
& AS KRS SHERT TSR A S 8 R N B 4R
AT S5

AL IR T3 25 1 TJ7 AN AN S7 A o R 2 2 14 i )
PRI 2 1, [) B N7 A8 % BAR v 2 25 3 02
FEZ b %0 HA b Dl RS ZE Gl S I
AMLIFE” BRE . P E S S R BB

LRI T 2 A, Bl A TR 22 g, L Sk A R VR 2
Ik B f B B, DA 4 A 98 22 U5, SURB AR R 1k %, LA
TR IE 8 =22 s 0 A 1 25 B A i I, L RE B, 1 1
TC i 5 TC R AR 5 P S T AN I AR S, S VA 8 I BH
T Z B2y 1 AR A RATIG AT RO s A A E
ARG AR ATE IS MAT AR AN E A
FH, I Z2 AR R A 2 Ty, A0 I M A, R A B
T30, PO ik 28 3d R, AN BE AR . BT BE SR R, Ak
SRR T 2P AS VE R Z 80 5 o L R 4T R A
FH ASE B0 30— 25 AT BE 4R 7 1 ff1 B 6 B R A
(14 53 F A= ) 24 DL R AT 4R

A 5T & B, LPS H ¥4 5 , NF-«B fil TNF-o 1Y) 3
IRHGIN, 45 v B A NF-«B Al TNF-o (1 K35
Pe oy 4 4l AL 25 %) NF-xB Fl TNF-o 1940 %1 75 FH
B, DA R 2 WOV A X A 55 o &5 SR 42 7 B
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KR T 258 B ) Be 2 VE T, T 4l 20 N 0 3R
ik o R WRSE 45 S 2R WA o 24 T I B A e R
YERL, e R R AT B 5 LA 07 By A . FESHE N
R GE WG A2, T3z g 0 i I A8 58 95 1Y) B
Ho MRERSASHILR MR P L K&
FRORHT ) 2 2 B 25 AR T BRAR 25 B PR S 4 B
W KB, 2 B P S 3R I B A Bt AS 1E AL
Fang Z5"* #5074 AS BEdk b CD40, VCAM-1, IL-1
(I KT, RBLPESE T, Ak 20T LR AR BE B v i
B RIEN TR IL, Wu & WE S, AT
PAREAR TL-2 F1 TFN-y (1 2 350K 7, 3B F 2 i 2 A
—E WP RAE B R e AE R .

LPS FA7E T 55 2= [] P 48 T 240 Jfd e S0 s, J2 55 2
B 20 B 15 Kk RAE R EZEH 1. HETIA A, LPS 3
WS 5 7 58 A M 15 5 1% 538 3% R s Toll #¢ 3Z (K 4
(TLR4) — I Jifi 25 11 MyD88 — IL-1 52 {4 AH O ¥ il
(IRAK) —# ¥ «B M#l# (1 kB) —NF-xB, i
iM% $ TNF-a, IL 25 59 35, LR 2 Wkl
TLR4/NF-xB {5 2 3@ %, TNF-a J& TLR4/NF-B {3
ST N E ST, RAENEZ DA DL HE
S5 S AE 7 AR B, FRATT K AR AL R 4 07 K v
T2 e 8. 3% F 98 LPS 5 3 1Y NF-kB, TNF-o 1Y
FIB s i TLR4/NF-«B {5 53 B% 1% 1k 7T g &
AL IR T 25 RAFBTARAE T T30 AS K4 R
AL Z — .
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