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[ Abstract ] Objective: To investigate the effect of serum containing Taohong Siwu decoction (TS) on
transforming growth facor 8, (TGF-B,) and tumor necrosis factor « (TNF-a) secreted by macrophages and further
explore the mechanism of macrophages in promoting necrotic repair. Method: Conventional New Zealand rabbits,
half males and half females, were randomly divided into 3 groups: control group, TS high dose group, low dose
group. Within 2 weeks, the high dose group was administrated with TS 15 g -kg ™' per day, the low-dose group was
administrated with TS 7.5 g -kg ™' per day, the control group was administrated with normal saline 15 mL -kg ' per
day. Macrophages (M) were harvested after U-937 cell lines induced by phobol myristate acetate (PMA), cells

were seeded in flat-bottom 6 well plates at 5 x 10° cells/well. Under the stimulation condition of necrotic bone
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particles, M were exposed to 30% of TS medicated serum 48 h. Then cells were collected to detect TGF-8, mRNA |
TNF-a mRNA by reverse transcription PCR. Result: The production of TGF-8, was high-regulated by different

concentration of TS compared with control group (P <0.05), the transcription quantity of low-dose group was

3.366 7, the high-dose group was 4. 186 7; the production of TNF-o was down-regulated by different concentration

of TS compared with control group (P <0.05), the transcription quantity of low-dose group was 1. 603 3, the high

dose group was 1. 356 7. Conclusion: The Taohong Siwu decoction can enhance the level of TGF-8, and suppress

the TNF-a. The Taohong Siwu decoction promote necrotic repair by affecting on the macrophages.
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2 FiE
2.1 Hkzruz & 25 ans g Bk 10 g, 204k
5g, BT 12 g, IH 12 g, 7777 10 g, JI[ 5 10 g; 3
W T M B 25 K45 — M B BE B 25 7, ik 2y
YIKHHe 45 1 g- mL™" W25, 0 i 1 v R
(15 g-kg ™) MMEFI (7.5 g-kg ') B H 1 3K, % 1
AT LA K 15 mL-kg ™' ELSEWEE 2 A, fEK
W25 1 h 5, TCwE A O RS, # BT B3 ik i
#E 1 h 5,0 1500 remin "' B0 15 min B0 ,56
°C ,30 min K%, LL0.22 wm JE 2% 083 2 5, - 80
CRAFEH .
2.2 WEEE ORI RAESCER6 ] A AR
BUGHE RV R R T H R ) 55 SR At i ks . C
WAL R PR R E Sk IR BE S N (ARCO I, 1E i
fLr A C1 B A7 4] e S Al AR, AR IR IO A
X FEH o K B0 B A AlK o A 3R 5 T vk 2 B
A, H AR S OA EARIR VKA R AE 48 hy BT
FLZS T TR 2 58 4 T 0 5 i 1 BURD R R AL Ry
WS min, Y5 £ OB 25 25 %% P, 30 J7 47 f (rad )™ Co
THHEA o B8 A 22 0 30 M SEM W 5645 fokL JE
o MHIET, M O0. 5 mg & RWORL 58 A0 B A 30 min, fin
A S mL RPMI 1640 % 3% He bl i 18 20 .
2.3 dMEREFE KAy U937 Ltk N U AR 2
iz g (PMA) 75 5 B B 40 M J5 % 10% Ji 48 1l
1E B9 RPMI1640 5373, & 37 C,5% CO, 535+
Fige PR H TR 1 RIE IR R RE IR M D 40 M B
IR 2 80% ~90% I, H 0. 25% Jiga Bty 1 240 A 3 16
Sk AN ML E N 5 x 107 A/mL HEF T 6 FLAR
HLSCER A S . A E AN, B B 40 i +
INFEE ORI AL, C: B VR A + SRAE B fOhL + 25 F Il
B (30% ) ,D: B WEAH M + RIEH OB + AR5 4t il
THA(30% ) ,E: FL R M + PR 50 fORn + 8557 & 1l
HH(30% ) . TFANMLNGBE 54 h B A 414M ¥ A
FARINBE B HORLIR B 0. 5 mL, 55 3% 1 %5 fF 40
K2 80% A, C,D L E A4 M A 1 mL %5 4
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2.4 SR S-TR A T EE BN R DU E I A L TGEF-B,
1 TNF-oe mRNA #%5% D40 & RNA (9 $2 5. 40
M2 & 253G 1E ] 48 h J5 , 0. 25% Jg i Ak, &
BT, 1000 remin T B0 5 min, FE B INA
1) PBS K AU B BE S 3 WK A M 1 mL Trizol %
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15,20 % ® 2 min,4 °C,12 000 r- min ' 2.0
15 min, BB Z2KA 2B EP & A 0.5 mL i
YOI S T B, B0 BOK, F IR FRFE 10 min, 4 C,
12 000 r-min " B.0> 10 min; #F L35, A 1 mL 75%
LW (DEPC JK BC ) Uk % RNA T iE; 4 C,
10 000 r-min "' BJ.00 5 min; 4 B ¥ EP &5,
IR T 10 min; B AA 0. 1% DEPC /K 20 pL %
fift RNA PLTE . Bl A5 I 22 Fir 4 RNA (14 ¥ Ji2 Al 4l
B, AN 1.5~2.0 g L7 A, /Ay fE 1.8 ~2.0 Z
6], @55 % K PCR: DL E RNA N4, DX Oligo-
dTPrimer #1 Random 6 mers 2y 5| ) 4% i PrimerScript
® RT reagent Kit With DNA Eraser &3] &5 15 B 45 #f
AT ERAE 30 1 s A B — 85 cDNA, R R 1E 519 4
4% TGF-8, . TNF-a Fl GAPDH, TGF-8, 5|4 ¥
SN : 13 5'-A T CCCGCCCACT TT CTAC-3',F
i 5'-G CTCAAT CCGT TGTT CAGG-3'; TNF-a 5| ¥y
JFEFI R : b i 5'-CCTGCCCCAA TCCCTTTATT-3',
T 5'-CCCTAAGCCCCCAATT CTCT-3'; GAPDH 2|
WA R . FF 5'-GAAATCCCATCACCATCTTC-
CAG-3", F i 5'-GAGCCCCAGCCTTCTCCATG-3" ;50
pL PCR JZ i & R (4 A : 10 x LA PCR Buffer 5 pL
(&5 F) ,dNTP Mixture 8 wL,514 1 wlL,LA Taq
fiti 0.5 pL,cDNA 2 pL,DEPC &b Bk b % 50 uL, 2
I A 194 C FWiZS 1 5 min, 94 °C 754 30 5,60 C B
k30 5,72 CIEfH 15 5,35 DMEFF,72 °C 10 min, 4
CRAE™ Y. @ik 5 8% Hr: PCR =4 H
1. 5% B AaWEGE R 4740 25 15 H 90 'V HLiK 60 min,
i UVP A8 R 48 B, AE% BTl 20 B &R 48 0
TGF-8, .TNF-o Fl GAPDH ¥ 38 %75 () JK i {f , 1 &
25K, AN TGF-B, mRNA 3 ik /K F ¥ LU
TGF-B,/GAPDH [ {fi % 75 ; TNF-a mRNA 3 ik 7K F
IR L TNF-a/ GAPDH 755 .

2.5 Giitepab B S5 BodlE i O SPSS 13,0 for
windows 4t TH #4434k B4 B, i B R 3R O 2% 43
Br Fe LSD K46 4l JH x £5 3Ro5, P <0.05 58t
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251 TNF-a mRNA TGF-8, mRNA
41 i %o B 1. 117 0. 121 3.973 £0.170
LAY 2.647 £0.104"  1.943 £0.097"
25 I 2.753 +0.081 2.053 +0. 095

BELTIUM% 7.5 g-kg "I 1. 603 +0. 0922 3.367 0. 152%

BELT UM% 15 g-kg ™' ML3E  1.357 0. 088°) 4.187 0. 096°

TE AN X B AR LY P < 0.05; 528 1 v A B P <
0.05,YP<0.01,
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5 I 40 i 7T 43 W6 TNF-ao, -1, TIL-6 45 46 Pk 440 i
DR LA B 26 4 9 0 J I A6 A R0 9 TR T (0 45 1k
KT B, (TGF-B,) (L A F A4 K B/ 7 (VEGF)
xR SR B SORL A T 5 40 S
iR RS Z 0 F . TNF A 5 2 1 0 R
O R G B VT R B I A —, BT
(AR BT o Hoop TNF-o ] 300 42 760 4% 40, 3
OB AR 1 PEG, 77 AR, 40 R BB R ; ik
4k TNF-o BB S H A 40 i 46 P 7, (0 4% TL-1 230
H2HE 200 SR 94 PR T 9 77 A (M-GSF) i IL-1 7R g 42
5 TNF-o (36 M 2F — 20 st 2] 200 a4 o o A
FEFAT K B, IR FC OB R T B A0 K
TNF-a mRNA K- T4 5, 36 B A 48 58 I W1 % 2
BELT VU 3% & 25 10035 T 90 F 9 5 W 40 1) TNF-o
mRNA 5 8528 11 100375 41 249 A%, 16 W3 Bk 20 DU 90 1%
X 46 i S AT — 5 BV T

TGF-B, RN & # 5 5y Rgh — 4 ge )
Z 2 A K KT 1B 0 R A R R A S R
HEREMEN ., TCF-B, BA £ & AWM, A LR
E 42 1) 75 5T 40 L6 B R 16 3 A R A B 8
B A K P 2 — T EL T 40 06 £ 46 0 A R 1 AR
EWVE, BB E BRI E R T B IR
BU I W 7 HLVAR G IR B IX 16 S B0 | 16 400 7 A
TGF-B, (R W1 2 . A BF 52 Xt 58 5 B SOk ) 8%
0 A e P B T U 0 B 2 0 T TS
A 790 0 2 0 A 2 I3 5 2 1 I LA L e
# TGF-B, %% 5 /K 5, 4 ¥ 5 W 40 il TGF-8,

*Kik.

B2 TNF-a % 4 PE R T8 51 & B 140 g S
R LLZL 47, IR BF TGF-B, %5 B 45 B0 4 VE I T /9 )X
B BCE A AU R WAL R EEAEM,
ARG 38 3 %0 R BB Ok T f) 15 240 P Ak 21
VU7 5 25 1005 T TG & B, AR ) e R A 2
ML ¥ BE 3 = TGF-B, ¥ 5% K, FEAIL TNF-a 1Y
5 K ST, AR5 38 8 Ak 21 DU 4 1% % TR BB - Ok
YA 9 0 240 ) R T 4 75 B 21 03 412 3 O BT
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[(FE] B EdUR SR T HA MM 25 1(ICAM-1) 5 p53 1R, 381 S 5 A0 77 3l kil 76 8 Ak i BIL 1 o
T NI R DK B2 4 (HUVEC) (540558 1 ~3 A TH . MRS N SHEHEI0.9 g-kg™' -d ™'l 4 SD
K ig 10 d J5 , 2 EZHPCR ML, 7Bl . Lt 7 4. 5% HUVEC Sy 28 F0 A OR & 245 1035 4 B HUVEC 2528 H I
X BB ZH | b J8d YR B8 [ F «( TNF-o,200 U-mL ") #i4b ¥ HUVEC 3% TNF-a S 4, 45 R% 5% (0.015 g-mL™") ,10% (0.03 g-
ml ") ,20% (0.06 g-mL™") & 25 L35 WAL B HUVEC, 5 5 TNF-o 235558 5% ,10% ,20% S55 3% 41, {8 7] pS3 4 5 P BH v 57
PFT-a(0.009 g-mL ") b ¥ HUVEC 3} PFT-o PH 2 . 3@ 4 PCR Fl Western blot %5 7 vk , W22 S 98 3% % TNF-o il 38 3% #0 k P
J 40 K5 57 9 52 40 il ICAM -1 mRNA 1% 3635 il p53 FIK MM, &R : OTNF-a %5 541 ICAM-1 mRNA Fl p53 mRNA ik
E T IEE X A AP X RA (P <0.01) ;i S 9% & 25 1035 5 PFT-a £b 315 , ICAM-1 fl p53 mRNA (133K i 2 T F#
(P <0.05) ;@QTNF-o J5 4] ICAM-Y p53 5 [ 0% & T 1E % % A A 257 0 BAL (P <0.01) , 59 & 24 1M1 7% 5¢
PFT-a #b B )5 ,ICAM-1 5 p53 £E B E T (P <0.05);@p53 mRNA 5 ICAM-1 mRNA £k /KF 2 B EIEHME(r=0.981,
P <0.01);p53 {fifh 5 ICAM-1 K F 2B FHIEMK(r=0.854,P <0.01), &it: T LUE LT pS3 KK M0 TNF-o
S 385 BT 4D B DK P9 R 40 ICAM -1 mRNA {93638 , BCRE R 2136 97 o ko B A3 Ak A9 16 11 .
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