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fi TFR BB 7%t LPS i 5 (1) RAW 264. 7 21 il R 4iE
FR AR ST R T 1 Y 5 T

B, ZWR. OFRMK, tsa, 2LiE, TE4, RBE, Hu°
(BRTEHKRF WEER, &% 210029)

[(FZE] B8P IR PE R I xR 20 (LPS) 35 5 19/ BB B W40 M 3R RAW 264. 7 4 fitd 4 4iF 15 AL AH O 48 i (K]
TRk MW (ML) /BB 5 A (M2) 08 R B AL A5 IR o 775 48 e Wk B ( MTT) L 0,35 45 DU AS 5] 45 205 Wk B2 1 25 X
SR ARG X RAW 264. 7 41 g 38 5 1% 50 (9 5% w5 AL LPS i 5 RAW 264. 7 411 Mo, ¥4 2 4 4h 46 i B 20, SR RS L 307 3K 391 3
(Griess) Fr 48 L V8 W — S0 AL 0 (NO) B 43 05 B il B0C £ 928 IR BRI 72 vk (ELISA ) 4G I 28 fid - M1L/M2 B A G 48 E I 7
M R FEH T -a(TNF-) , FIANHE A R -6 (1L-6) , 141 A FK-18(IL-18) , — A AL A & W (INOS) , 140 fE 4/ Z-10 (1L-10) , ¥4 1k
AR F-B(TCF-B) AFHEIR-1 (Arg-1) ByR A ; LI 96 1t PCR(Real-time PCR) I M1 %1 5 Wit 40 fifd b5 i B ) TNF-, IL-
6,1L-18,iNOS FI M2 %4 5 W2l 7 A5 HE ] TL-10, TGF-B, Arg-1 mRNA HY53K 5 8 11 5 2 B3 1 (Western blot) 4 I 41 T 4 A1 O
H [ TNF-a,IL-6,IL-18,iNOS B EiA . SR MTT a1k BoR, 525 A, 2SR BT 2.0 g- L' K RUF Bkt 40 f 43
FETCH B FE N o Griess R, 525 FIZHAH L, LPS 20 NO Bt & W 3 FiH (P <0.01) ;5 LPS ZHAH I, £ 45 25 20 NO BTl &= 4
WETFI(P<0.01), ELISA Brx, 525 (4, LPS 44 M1/M2 B E M A G RAER TR A B E EIR(P<0.01) ;5
LPS ZHAH Hb , 25 SR BH B 7 45 45 25 20 mT B 8 0 M1 780 550k 200 JH 412 AR i PR 7~ 638 (P < 0. 01) , %F M2 B |5 ik 240 it Bt 46 o A 7
TR, Real-time PCR $ 7w, 525 (U4 AH L, LPS 41 M1/M2 &I E W3 41 ffl A ¢ mRNA Rik 2 2 LW (P <0.01) ; 5 LPS 4 A L,
it SFE BB Ty 4% 25 25 4 mT B 2R O M R i 20 AR 48 RE PR - R K R 38 (P < 0. 05, P <0.01) , XF M2 %) mRNA Ik T,
Western blot {75 , 525 140 b %¢ , LPS 40 TNF-a,1L-6 ,1L-18,iNOS % 11 £ ik BE [ (P <0.01) ; 5 LPS 44 It , 26 K32 01 &
W5 45 45 2541 TNF-a, IL-6 ,IL-18,iNOS R H T, A F2.0 gL' FEZHE (P <0.01) . &g FHHBH
PIERAMH LPS i3 19 RAW 264. 7 JHM R 4F . 755 2 28 701k 0902 48 WA M1 Y = W5 40 JHd ) 0 58 TP 20 M2 8 [ e 200 it 5% £k
AN, HAHT R AL PT R g 3 40 ) 2 R e ML SIE TR T ) AR A DA T R G 5 1 A L BAB > NO, TNF-a, TL-6 55 4H 5C 48
it R 43 WA AH 56
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Effect of Yiqi Yangyin Zhuyu Recipe in Anti-inflammation Activities
in Vitro on LPS-induced RAW 264.7 Cells
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[ Abstract ] Objective; To investigate the effect of Yiqi Yangyin Zhuyu recipe on expressions of

inflammatory factor and transformation of classically activated macrophages ( M1 ) /alternatively activated
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macrophages (M2) inflammatory phenotype in lipopolysaccharide (LPS) -induced RAW 264.7 cells. Method :
Methyl-thiazdyl-tetrazolium ( MTT) reduction assay was used to detect the effect of different concentrations of Yiqi
Yangyin Zhuyu recipe on the proliferation of the cells. The release of nitric oxide was detected by the Griess
method. Enzyme linked immunosorbent assay ( ELISA) was used to detect the release of M1/M2 inflammatory
cytokines in cell supernatant. The expressions of the pro-inflammatory factor genes of M1-macrophages and the anti-
inflammatory factor genes of M2-macrophages were detected by Real-time PCR. The protein expression levels of
tumor necrosis factor-a (TNF-@), interleukin (1L) -6, IL-1 , nitric oxide synthase (iNOS) were detected by
Western blot. Result: Results of MTT showed that Yigi Yangyin Zhuyu recipe with the concentration of 2.0 g+L ™'
and below had no effect on the cell proliferation. Results of Griess indicated that compared with blank group, the
release of nitric oxide of LPS-induced group was increased (P <0.01); compared with LPS-induced group, Yiqi
Yangyin Zhuyu recipe group could reduce the release of NO (P <0.01). Results of ELISA showed that compared
with blank group, the release of M1/M2 inflammatory cytokines of LPS-induced group were both up-regulated ( P <
0.01); compared with LPS-induced group, the secretion of MI-macrophages inflammatory cytokines was down-
regulated in Yiqi Yangyin Zhuyu recipe group (P <0.01), but with no change in M2-macrophages. Results of
Real-time PCR indicated that compared with blank group, the expressions of M1/M2 were both increased (P <
0.01, P <0.05); compared with LPS-induced group, the expression levels of MI-macrophages were down-
regulated in traditional Chinese medicine group (P <0.01) ; anti-inflammatory factor genes of M2-macrophages had
no significant change. Results of Western blot showed that compared with blank group, expression levels of TNF-«,
IL-6, IL-18, iNOS were up-regulated (P <0.01) ; compared with LPS-induced group, the expressions of TNF-a,
IL-6, IL-18, iNOS were down-regulated in Yiqi Yangyin Zhuyu recipe group, especially at the concentration at
2.0 g-LL”" (P <0.01). Conclusion: Yiqi Yangyin Zhuyu recipe could effectively inhibit the inflammatory
reaction induced by LPS. The anti-inflammatory mechanism of Yiqi Yangyin Zhuyu recipe may be related to
inhibition of macrophages to M1 phenotype polarization, so as to play the role of regulating immune and reducing
the release of inflammatory cytokines, like NO, TNF-«, IL-6, IL-18.

[ Key words | atheroscherosis ( AS); Yiqi Yangyin Zhuyu recipe; macrophage; classically activated
macrophages (M1) ; alternatively activated macrophages (M2 ) ; lipopolysaccharide (LPS); Gualou Xiebai Baijiu
Tang; Danggui Buxue Tang

Bl ik ks B A5 Ak (AS) J& — il g B Bl 5 | R 45 s ok
ZEYRIN 51 A Bl KA I A R 0418 P R e, 2 O M Il A
/e NGB B I AR o e X o N W A A 7B i 2
T AR o 3R E R R AS R R AR I B KR
N 6.37% ,60 % K LA I J I il I /55 9 99 397 42 95 B
b BT B BB 83.5% ) P EE B R 1
AR, HETMITT 2R ASIBIT I E W AW,
R LML 1 A 52 4 B BH B 3 i H A2 7 445 45
ANRRN, XAE—ERE LRSI T MiT 2259 1 im
RN . BEER L M Z 2R E N B &, PR
IRIT AS FORAIRA N Do W 2y 4b 2 i 53 1) 2 5
PE AR T2 B T 2 2SR YT
AS By RERE FRE L R R N R, I T3k % 4
ARIEIT I 7L, 8 T AS il IR G IT EAEEMN
HRRE L

A BE R T e A BT ES L AN
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WA R R 2B BRI AS LI M
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400 L 1) PR B 58 405 Ak ST A% B B AR A B R A i
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DRI, 0 S 0 A B O O T, 5 L AR Ok B
AR T ST A R BT O R R T L



25 B 1)
2019 4 1 A

RESEAFERE

Chinese Journal of Experimental Traditional Medical Formulae

Vol. 25, No. 1
Jan. , 2019

e 3o 40 7 b R IR AE K 5 (TNF) -ar, 140 A 226 (1L-
6) &5 JAE P TRk, RPN N K, KRR BT AS 1R
o RUBEMRSE 168 = £ SR (PNS) Wl LLIR &
N B bk A Bz 48 B (HUVECS ) 3% £ , Bl #2 ox-LDL 43
Wh | B ARR B 78 A& E PR R i 78 448 L 285 B 0 7 338, B
1k AS. p I AT L, i A RE A4 A8 1 58 AE SN R AS
RERBESRTZOHEER, EEMNEES 5 R
728 Y e A0 . AR IF 5T AT BN 3 Il R AT
g5 R PR, 25 B Ry T A g R 0
HOBURAEIR B A B, 7RI B AR
WF5E AT BAE— 28 0T e 1307 M eIk AS L4 A B2 3
BERRERT K 15 05 S R g o pFoe T R BLEORG L
HORFE R = HA S R i & B A Y
MR AT, OF AT S8 35 (I AS 14 BE 28 AE [N 5 3%
Ik, T A SRR LA T RE AU VE T o BE Ttk AR St e
K HINE Z 8 (LPS) 75 5/ BB A% B W 40 L (RAW
264.7) F AR HD S E R AL LG £ R FR BB 5 5 %
M1/M2 3 AY B A A AR 5C 48 AE A K 5k & M1/M2
SNE R AV AL i, T PE AN 45 R BB O 1)
PRS2 08 M T BT R L, LU AS #91 IR
TR IT AR A L AT R

1 ##

L1 4 H /N BB A% B WS 20 il RAW 264. 7 41 g Bk
(M B P A RS | 4% KG240)

1.2 2540 5300 £ 3R BB 5 h 30K 30 g, JIN3E
B 12 g, 49 10 g, HAR 10 g, =£ 5 g HM, ZI7
YA VLT B B, ST IR B B A 2 U
KRB E AT A 2015 4 J b [ 2 80) 19 25 1) B
#Eo A5 10 f57K B 30 min, 5K, 4k S0k
FZ& 30 min Ji5 0 99 3 B 24 W, - RIRCZG I A 8 A
K, B AV HT,2 2G5 OF e s IR IR (&R
3.5 gemL ") KB H R A H o KB ARBURE, ik
R B 0.25,0.5,1.0,2.0 g- L' FE S W ,0. 22 wm
AINE R 8 4 CORAF & . DMEM =08 85 57 2%, i
A= 1M 3E (FBS) , PBS 28 wh i ( 36 & Gibeo 24 w], dit 5
435 A 11965118 ,10099141,10010023 ) ; Lipopolysa-
ccharides , BEME 5 (MTT) ( 3¢ [ Sigma 2\ A, #it 5 43
By M5655, 1.2880) ; — %A Ak & (NO) A&l i 77 &
(= KREY N A LS S0021 ) ; TNF-,IL-6,1L-18,
IL-10, Arg-1, TGF-B it % 6 % % W i 52 ( ELISA ) f&
MR & CBRBHE Y 2w, #5235l oy 70-EK2821/
2, 70-EK2062/2, 70-EK201B2/2, 70-EK2102/2, 70-
EK2042/2,70-EK2812/2) ;trizol TMR eagent RNA ##
B F (2 @ Invitrogen 2%y &), it 5 15596026 ) ;

HiSecript T Q RT SuperMix for Qper, AceQ Universal
SYBR qPCR Master Mix ( 3 [# Vazyme 2\ @], it 5 43
B Q511-02/03, R223-01 ) 5 S 4t Bl B-WL 3h & H
(B-actin) , TNF-a,IL-6 , IL-13, — & k. A & fiff (iNOS)
YU (3E [ Cell Signaling 23 5, it 73 5l y 8457S,
11948S,12912S,124265,131208) ,
1.3 {U#%  Thermo311 % CO, fE R F#4 ( H 4
Sanyo 73 Al ) 5 1300A2 % A= ) 4 4> 5 ( 3€ [ Thermo
) ) IXS1 AUVE] W ( H A Oiympus A A )
ELx800 #4 4> H 3l i 5 X ( 36 [ Bio TeK 24 ] ) ;
Fresco21 ¥4 %5 B w550 ML (72 = Eppendorf A 7] ) 5
DS-11 B2 A 50 BEAL (36 [E ABI 4 %) ) ;7900HT
RIBE G % & PCR X, 2720 # PCR $" 84 {¥ ( 2 =
Applied Biosysterms 4\ 7] ) ; Mini-Trans Cell % H jk
f# , PowerPac Basic %Y Hi k% , MP-4 7 %% JEE A4S ( 3¢ [=]
Bio-Rad 2% #] ) ; CHEMIDOC XRS + % ¥ e il 1% 1%
( HA Bio-Rad 287 ) .
2 Hik
2.1 gpEE s DR E VR RAW 264.7 24
Mtk FH & 10% FBS ) DMEM 5 #5355 572 56 F 37 C
5% CO, fH I 15 I 46 b 55 5%, 4 M 2 0 804 K, B
24 hEE B R 0L A K & 60% ~T0% f54% . FF
HMpife = 3 RESRER TR,
2.2 MTT (o= RAW 264. 7 4H 358 A
RZH 0 TS g e R 2 AR BB O AE T RAW
264. 7 40 bR A9 30 e B (1C,,) Ry 3.44 g-L7' X
IR A8 IR B i Wk 2 8.0,4.0,2.0,
1.0,0.5,0.25 g- L', BUAL T3 %4 KW A9 RAW
264.7 4iMIkk, L 6 x 10° A~/mL #) % B 35 T 96 L
Marp S5 FER TP E 24 he WH,FF LW, 2 00m A
AR EWEH8.0,4.0,2.0,1.0,0.5,0.25 g-L~"fiy
#5 IR BB T 200 WL, 25 FLAL I A SRR 52 4
Wi A 4 ANE L. 4853 24 h 5, AL
SN R e 5 g+ L7 MTT % 20 pl LA
N a5 3R 100 wL, 35558 4 h J5 58 B W, AL
A Z B AW (DMSO ) 150 L, sk % ik 3 5%
10 min, 3§ Ji& HR 4G b 7043 5 i J5 T AR {X 490 nm &b
M it WG A, A 3 R F 40 i i i % =
(1 =Apyn/As g ) x100% 354 4040 41 %
2.3 RAW 264.7 4l ffi k7 NO, 5 1 A+ S AH ¢
B PR 2 35 K - A
2.3.1 Aord R FH Aoyl 6 4, o s
FIZH, LPS RAERI AL AL | 25 K IR BB 0 41 (2.0,
1.0,0.5,0.25 g- L"), Htxt %4 K B 9 RAW
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264. 7 4Kk, LA 2 x 10° 4~/ mL {55 BE B2 Rl 6 FLAR
FLRRATE 24 h RS, S A4MA R
FEHE,LPS AN A K B He % 1 mg- L~ fg LPS,
PTG MNIM AL W 8 2.0,1.0,0.5,0.25 g-
L B35BT 5 A 1 mg - L' LPS, i 4 41 ) 5
PRF R 3 mL, RO 4085 F2 40 ak 2 15 5% 24 h,
2.3.2 A% BRI ( Griess) ¥ K I 44 A b 3% W b
NO & & LRGN M W5 W, TS A R NO A P )
FrUE A BTN AE « FH 58 4 85 7 LA s R TR B
A BE R 1 mol « L' & b o S I W NaNO,, 4%
150 L1~ 78 96 FLAR H I A 4% 1 B 14 6F HE 5 1
NHEGE 50 wL, Griess Reagent 1¥R M W& 4550 wL, T
37 CHEFHPIEE 10 min, #RFAF LE% 5 min 5
FEEFRIL 540 nm ZbP e 0 R45FL A,

2.3.3 [t SR e M BFE I o vk (ELISA) &gl M1/M2
RUM G HE 1 3R 36 WSO 4 I b v W, ™ s %
R ELISA 35857 & 1 W 45 F 47 0 52 , 40 90 Rt
B, B AR SR TEIRBEE 1.5 b, &L A 100
pL &b, FE 4IRS, 15 6 R 68 R B 6, T

FRAX 450 nm 1 570 nm Ab #F 47 XCPE A, A% v
A = Ay = Asro o » 25 T A5 HE 11 ZTF TH5 45 I 1Y
T,

2.3.4  SCATHEEE 7 PCR(Real-time PCR) 32 6 3
M1/M2 B4 Ab kR Y mRNA 193255 #% M8 trizol ik
FUERA 12 B, SR E A% 0 40 i B RNA, T 240k
JGRE T A T B RNA e B2 K 26 B B AR A/
Aggo o TE 1.8 ~ 2.0 S5 H6 o 42 FE 300 5% 53 37 & 10
W1 ,KF RNA Sy 8RR 306 4% S i cDNA, 2 B 4% 14
50 °C ,15 min;85 °C,5 s, LI cDNA Ry 1 HAY
FEDH, RO R R SRR 20 pL( B3#ESI4 0.4 L,
TSI 490. 4 pL,cDNA 1 pL, TCHE/K 18.2 plL) ;i
ARPE 95 °C,30 s, JEFA 1 WK #2 95 °CL10 s;
60 °C,30 s, fEFF 40 ¥ ; Rl g ith 2 53 B 95 C 15 s,
60 C 60 5,95 C 15 s, ¥ 1 k. 5% i Invitrogen
NEEN, TR LG KEWER 1T, RH
27T X R A TR T T AC, = C e -
CrpnnmsAAC, = AC 4py — Acmua»;ﬂ;%' mRNA #9
Xtk =27 s LB 1,

x1 31MF73

Table 1 Primer sequence
Bk L i P51 (57-3") TH#EEFI(5"-3")
B-actin GCTACAGCTTCACCACCACAG GGTCTTTACGGATGTCAACGTC
TNF-a AGTCCGGGCAGGTCTACTTT TTGGACCCTGAGCCATAATC
IL-6 GAGCCCACCAAGAACGATAG TTTCCACGATTTCCCAGAGA
IL-18 CCTGGGAAACAACAGTGGTC GGTTTCTTGTGACCCTGAGC
iNOS TGGACCAGTATAAGGCAAGCA GCGCAGAACTGAGGGTACAT
IL-10 CAGCCGGGAAGACAATAACT TCATTTCCGATAAGGCTTGG
Arg-1 GCAGAGGTCCAGAAGAATGG GGAGAAAGGACACAGGTTGC
TGF-8 GTGGAAATCAACGGGATCAG CGCACACAGCAGTTCTTCTC

TSRS 20 bp,

2.4 RAW 264.7 4 tK 5 W ) R AE I FAH R H

E vy 10K Il
2.4.1 HMAYAE R T NS W, 09 s

4] LPS RAEBIAY A | 25 A P B IRk . rh
W B Mve v BE 20, OB AR K R I ) RAW 264. 7 4
Fikk, LA 8 x 10° A~/mL (i % B $£ Ff T 10 em 55 3%
WL, 35 FRAR SR 24 h J5 4525, & A4l A8 &k 5%
38 mL,LPS 21 A A K Bk JE 1 mg-L7'LPS, 2%
SFRAZEIE T 4L B A& ik o 2.0,1.0,
0.5 gL' M2 XM ZEM ) & 1 mg- L™ LPS, £ 4
VAR 8 mL, 4k S T A0 M RG FRAE SR 24 by

2.4.2 FHEHREEHEE (Western blot) 4 ] 48 5 K
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THREHMERIL  F B, BN RIPA 2L
W 300 pL, $2 HCE HE H, 5850 &) K, B0 20 min
(4 °C,12000 r-min~") ,YHE [-7% , BCA AT 7K
FIM I 28 3TN M Tk i B e 70 B ), MR e v B &2
0.45 wm PVDF [, 5% B 2F W5 & M) 1 h, — 451
(1:1000)4 CHER LR, W H ZH0(1:3 000) % I
FEIRBEE 1 b, TBST JEPE 5 min,4 ¥, J5 ] ECL ik
Y-SV E SR i

2.5 G2t Western blot & i Image J #K {4
5381, ELISA Jz Real-time PCR %45 % A SPSS 21.0
Ao BT Bl on Ty x = s, Bl R R S 20 AT AT 22
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FrE ) 22 21 22 1135 B R F SR I R O 2540 #T, i
— PP L LSD 5 7 25 AN 5% 45 ok A Dunnett’s
T3 K5, P<0.05 RRAHIT 42T,

3 &R

3.1 XF RAW 264. 7 JHM03E 52 m 525 H A
Fo, vk ol 4.0,8.0 g- L' (925 i %F RAW
264. 7 4 ELA B S A A A BRI <2.0 g-
L A 2536 RAW 264, 7 41 i 135 1 & WL W 58 5% 0 .
Bk 1 0. 25,0.5,1.0,2.0 g- L F G4k,
W2,

F2 BEFBHEBHEAI RAW 264.7 HHEETE A M (v +s,n =
3)
Table 2 Effect of Yiqi Yangyin Zhuyu recipe on proliferation of

RAW 264.7 cells(z +s,n=3)

205 itk s /g-L7! 12 h 24 h
2 - 0.98 £0.06  0.98 £0.03
IR AB IR 0.25 0.98 £0.18  0.97 0. 14
0.5 0.96£0.13  0.96 +0. 11
1.0 0.96 +0.07  0.94 +0.16
2.0 0.92+0.06  0.89 =0.06
4.0 0.63 0. 11 0.56 £0. 11
8.0 0.46 +0.15  0.49 +0. 12

3.2 X LPSiES T RAW 264. 7 44 NO [y 5%
M 525 A4 AH e, LPS TS A9 RAW 264. 7 4 iy
A3 UA NO B B T} &5 (P <0.01) ;5 LPS 414 H.,
B IEFE 0.25 ~2.0 g- L™ {9 35 S 3% B & % Oy ¥4 o
DL B NO Bl &: (P <0.01), H ik By
NO AR & AR, W3 3,

F3 HSFHEMAX LPS F ST RAW 264.7 a5 i NO iy
I (x+5,n=3)

Table 3 Effect of Yiqi Yangyin Zhuyu recipe on production of NO
in LPS-induced RAW 264.7 cells(x +s,n =3)

25 531 e /g L NO/wmol - L

2 - 1.83+0.77
LPS 0. 001 43.77 £1. 61"
it IR BB TIT 0.25 32.82 £0.74%
0.5 11.23 +0.26%
1.0 2.60 0. 11%
2.0 1.72 £0.10%

H S ALY P <0.01;15 LPS 4 L8P P <0.01 (% 4,8
A .

3.3 X LPS i3 T RAW 264. 7 41}y 4> W TNF-a,

IL-6,IL-18 M52 525 (A4l Al 1, LPS T il 5
RAW 264. 7 4fi fifd 73 4 1) M1/M2 1 5 I 48 Jd AH G 58
PEHE T3 EH (P <0.01) ;5 LPS 4l AH b, 45 vk i 45
2520 n] B A i) M1 R & 6E P TNF-a, IL-6 , IL-
188y 43 W (P <0.01), % M2 B $HT & A F Arg-1,
TGF-B M FAR WM, WHEK4,5,

F4 BIRFPEBFH I LPS F 5T RAW 264. 7 41 53 it TNF-a,
IL-6,IL-18 {5 M (v +s,n=3)

Table 4
TNF-a,IL-6,IL-18 in LPS-induced RAW 264.7 cells(x +s,n=3)

Effect of Yiqi Yangyin Zhuyu recipe on production of

ng-L~!
2 5 ﬁ*;;ﬂfq%‘? TNF-a 1L-6 IL-18
2 - 23.86 +0.06  16.880 +0.74 2.17 £0.02
LPS 0.001 3206.81 £17.96" 83.136 +0.25" 162.12 +0.81"
FAFHEB 025 3292.00+14.05 91.827 +0.78  140.89 +0.55%
BRI 0.5  2526.13 £15.09% 69.863 +0.33% 123.66 +0.17%

1.0 1538.63 +8.52% 69.660 +1.01> 114.14 +0.08>

2.0 1 039.34 £9.26”  46.146 +0.28%) 105.01 £0.24%

x5 BMEFHEMA X LPS 5 ST RAW 264.7 4 i1 43 iih TGF-
B,Arg-1,IL-10 B9 M (x £s,n=3)

Table 5
TGF-B,Arg-1,IL-10 in LPS-induced RAW 264.7 cells(x +s5,n =3)

Effect of Yiqi Yangyin Zhuyu recipe on production of

ng-L~!
215 Z%]u&]ﬁ TGF-B Arg-1 IL-10
A - 27.23 £0.10 8.800.26 100.83 +3.39
LPS 0.001 44.11 £1.07"14. 14 £0. 80" 140.21 +3.29"
AFEM 0.25  43.56+1.22 13.79+1.30 139.62 +3.13
BIRTIT 0.5 44.45+0.78 13.26 +1.17  135.97 +3.57

1.0 44.04 £0.95 13.11 +0.87 135.44 £1.17%
2.0 43.49 £0.86 13.05 +0.17% 134.11 +1.85%

W5 ALK P <0.01; 5 LPS 4] L P <0.05,
DP<0.01(F£6,7).,

3.4 X} LPSiES T RAW 264. 7 ZH b5 :& 4 mRNA
TRAKFWEm S 4Mk, LPS T HJE M
RAW 264. 7 4 fifg 53 1) M1/M2 #Y 5 05 40 il 53 1 A
EW R EEY FIH(P<0.01) ;5 LPS HAHL, %
W 45 25 20 ¥ RT B R B0 ) M R BR R Y TNF-a,
IL-6,1L-18,iNOS mRNA K ik, H 45 25 1 & #ok,
FHE AP 7R3k 1 BIK (P <0.05,P <0.01) , X}
M2 %47 4 TL-10, Arg-1 , TGF-8 mRNA 32 ik o UL,
WA, WE6,7,
- 145 -
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£6 HEFHZRMAX LPS F5T RAW 264.7 1 M1 R EFREY mRNA RixKFEHHI(xxs5,n=3)
Table 6 Effect of Yiqi Yangyin Zhuyu recipe on mRNA expression of M1-correlated genes in LPS-induced RAW 264. 7 cells(x +s,n=3)

TR /gL TNF-a IL-6 -1 iNOS

25 - 1.00 1.00 1.00 1.00
LPS 0. 001 15.03 £3.60" 75.58 £3.74" 66.58 £1.32" 177.29 = 14. 62"
2R T BT 0.25 11.96 =1.85% 53.82 +2.85% 59.87 £2.12% 169.48 +7.64%
0.5 7.06 £0.61% 28.38 £1.78% 37.47 £1.10% 108.80 +1.30%
1.0 6.69 +0.17% 27.86 £2.01% 21.42 £0.59% 58.74 £7.99%
2.0 4.59 +0.57% 22.30 £0.11% 5.56 +0.14% 13.23 20.45%

®7 #HEFHFMAX LPS 5T RAW 264.7 4 M2 R BiR
EH mRNA REKFHHM (2 £5,n=3)

Table 7 Effect of Yiqi Yangyin Zhuyu recipe on mRNA expression
of M2-correlated genes in LPS-induced RAW 264.7 cells(x +£s,n=3)

20 5 gL IL-10 Arg-1 TGF-8
=H - 1.00 1. 00 1.00
LPS 0.001 35.30+1.75" 17.99 +2.86" 2.63 +0.25"

AFEM 0.25 33.23x2.70 18.14£2.74 2.58 £0.13
b3 0.5 32.23%5.23 17.282.47 2.5920.85
1.0 27.37+3.68 17.55+1.37 2.52+0.15

2.0 17.95 +1.34% 10.75 +3.13% 1.92 +0.25%

3.5 X} LPSiESF RAW 264.7 4iJfi iNOS, TNF-a,

IL-6,IL-18 FEEHERE WM 525 {41 M, LPS
RFERBLAIZH INOS, TNF-a, IL-6, TL-18 25 11 (1) % ik W]
IR (P <0.01) ;5 LPS M L, 4% ok B 25 AR TH %
I 0] F I8 INOS, TNF-a, IL-6 , IL-18 % [1 (1) F2 35
H(P<0.01) , HIEmWEH (2.0 g L") TR A
B, &S, 1,
4 g

HEEM TG AS R4, EEAFTECLE” M
JE R R AR T, AL — I AS B E AR
MUY & IE 7 30 B B, B0 25 3R B L3 I Ak
R IRIT KRG, 2 mER S8 =B RE

*8 HEFMEMA LPS 55T RAW 264.7 481 iNOS, TNF-a,IL-6,IL-18 EERIXHHM(Z +s,n=3)
Table 8 Effect of Yiqi Yangyin Zhuyu recipe on protein expression of iNOS, TNF-a,IL-6,IL-18 in LPS-induced RAW 264.7 cells(x +s,n =3)

2151 R /gL iNOS/B-action TNF-a/B-action 1L-6/B-action 1L-1B/B-action

2=H - 0. 008 + 0. 001 0. 024 +0. 003 0. 007 +0. 003 0. 057 +0. 002
LPS 0.001 0.564 £0. 029" 1.618 £0. 105" 1.582 £0.031" 0.798 £0.029"
ik IR BB TT 0.5 0.192 +0. 048% 1.636 £0. 118 1.231 £0.011% 0.586 0. 024%
1.0 0.181 £0.003% 0.516 +0.077% 0.586 0. 054> 0.517 +0.078%
2.0 0.074 0. 008% 0.297 £0.001% 0. 493 0. 062% 0.415 £0.041%

IL-15 |

p-actin
A B (& D E

A ZS 4B LPS 25 C. 4 TR I B0 U5 IR B2 21 5 D. 45 57 B B it
J7 R BE A S B 45 SR BB T v vk 4
B 1 LPSiEST RAW 264.7 ZHf8 iNOS, TNF-a,IL-6,IL-18 & 5
Rik Bk
Fig.1 Electrophoresis of iNOS, TNF-«,IL-6,IL-18 protein in LPS-
induced RAW 264. 7 cells
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Bi £k, Al PR TEO0) 0 AR, 5 1 A - R A R I K
Wids SR s ML R 2 0 v R AT B % Thfg
BEE 0 20 B AE AN TR ERBERET , ] A Ak AN ()
TR R DR A A0 M, B AT LA 2 B0 Ak A B A
M (M1 7 g 240 ) A AT 6 78 B 40 (M2 7Y
I 40 ) 7 92 I, Swirski 25170 & B LPS,
y-TFHRER (INF-y ) 7 40 i - 0 40 i 46 75 00 3 1 7
(GM-CSF) A= 9 = W vl 5 5 B W 48 i ) M1 3%
TR AY, , HL AT 5T 58 1 2R TR ) A W T, in T 46 A R g
J A B4 05 7 5 Gordon 25 % B 1 41 i A %4
(IL-4) ,TGF-B J AH 3 % 2 52 6 W v L E Wik 20 g
] M2 & RUAR Ak, T R G g2e 07 220, 400 4 R B AR
HEH BB AGE R . PR fL BT 5 AS kB R B,
Dill %22 % B AS FL30], 2 A% 20 i 7 5 I 40 0 4 9
LR F (MCSF) 7B R, ofi 4 9 =23 O 4 4k
DL M2 7Sy 3 A0 A, R o A A R R R A
BUBK . MG JAE UE R, M1 AL I 40 i % i 3 £
IF 95 3= AT IS M PR R UE NO Y 4
W, m# TNF-a, IL-6, TL-18 4 R iE I +F B .
Woollard 45" 18 AS B 58 1t 3w 3K 31 & 14
Th2 240 ff R, 4306 TL-4, TL-13 55 4 jfd DX 307
M2 7Y g A, 42 1F £F 2 0 A, nT R S B Bk ) B
TEME o WONHE— B T 25 IR BB R TR IR YT AS
1L AR R R R PR IS M K HL AR S 56 SR H LPS i
T RAW 264.7 4 ffg ¥4 & K Sh 48 5 B A, iz
ELISA, Real-time PCR, Western bolt 45 J5 15 W 241 J7
T s M1/M2 B w55 40 AH OC 28 5E R 1Y Rk &
W5 22 B[R] 245 ) v B 1) 25 A< 3R BB 8 O ol B &
el M1 RS E w3 40 A 98 E P F- TNF-o, IL-6, IL-18 3
kL, R AIR A BRI B R AR B 22 0%
PR X M2 RS g 40 i Bt R E T IL-10, Arg-1,
TGF-B Jo 5% M, & B £5 S 5% B & 58 U5 38 o 42 i M1
T 520 B 1) M2 36 R AL 1 O XUk FEST R AE
RCR R i ELISA Il Real-time PCR 4% % 14158 2I]3iF
52, Western blot 4% 5 i 7%, LPS 75 5 48 i 6 7 Ji5
{2489 Al 7 TNF-a, IL-6, TL-18, iNOS % ik ] i |
V5 CIRIE Y & . S RN BR T T 4
A H A FE N A E R el ks 3, 0 — AP IR S
5 FEBA BT BE I T A M1 B [ A0 A R AE
PR 1 B 1 2838 o, A A8 ) 2R RE R 48 5
g5 Lk 25 3R BB 5 vl LA Al LPS
7T 09 RAW 264. 7 4ilJifd 4 4 , B W 4 ] M1 7 5 g
AR S E TR 4 W, R FE R AP RAEM . 3
GO 2L 46 W7 RS M1 Y 0 200 i 1) 3¢ 4% 3

T M2 R A A A AN U, BT R AL T BE S
3 3ok 4 7 W 0 L ) ML ST 8 ) P DA TG K 4 A
PEVA TR, LA > NO, TNF-r, TL-6 25 5 A2 R 4E
74 % o BARBIHTR (55 38 i LU L IR ALY
LR AL A 5 5275 10 .
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