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Abstract
AIM: To study the effect of Qingganhuoxue

Recipe (QGHXR) (liver-clearing blood-

activating) and its separated recipes on the
expression of CD14 and TLR, in rats with ALD.

METHODS: One hundred male Wistar rats were
randomly divided into three groups, that is,
experimental group (n = 80) which were estab-
lished with compound factors, the control group
(n = 10) treated with normal saline, and CCl,
group (n = 10) which were intraperitoneally and
continuously injected with CCl, twice a week.
Four weeks later, the experimental group was
randomly divided into 4 groups: QGHXR group
(n = 15), Qinggan (liver-clearing) recipe group
(QGR, n = 15), Huoxue (blood -activating)
recipe group (HXR, n = 15) and model group
(n = 50). All rats were given suitable drugs for
two weeks. The serum levels of ALT and AST
were detected. Pathological changes in liver tis-
sues were observed using HE staining. The gene
expression of CD14 and TLR, in the liver were
measured using RT-PCR, the protein expression
of CD14 using immunohistochemical staining,
and the expression of TLR, using Western blot.

RESULTS: Compared with the model group,
QGHXR and its separated recipes improved the
degree of liver steatosis and inflammation signif-
icantly (0.67 = 0.50, 2.15 + 1.28, 1.38 £ 1.06 vs 4.56
£ 0.73, all P < 0.01). QGHXR degraded blood
level of ALT markedly (725.65 + 111.02 vs 884.68
+177.54 P < 0.05), but QGR and HXR showed
no remarkable effect. QGR, HXR and QGHXR
reduced the serum level of AST significantly
(2383.81 + 888.18, 2158.93 + 922.85, 2001.90 +
519.27 vs 3210.98 + 640.63, P < 0.01 or 0.05), and
there was not significant difference among these
groups. QGR and QGHXR down-regulated the
expression of CD14 mRNA significantly (1.46
+0.52, 1.10 * 0.40 vs 2.67 £ 0.66, both P < 0.01),
but HXR showed no obvious effect. QGR, HXR
and QGHXR decreased the expression of TLR,
mRNA significantly (1.91 + 0.03, 2.11 + 0.03, 1.53
+0.01 vs 2.37 £ 0.03, all P < 0.01), and no signifi-
cant difference was observed among groups.
QGHXR decreased the expression of CD14 in
the liver in model group rats (13 392.28 + 9287.54
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vs 32 288.89 + 15 631.03, P<0.01), but QGR and
HXR showed no obvious effect. QGR, HXR and
QGHXR decreased the expression of TLR, sig-
nificantly (1.06 + 0.10, 1.19 + 0.05, 0.98 + 0.12 vs
1.40 £0.11, all P <0.01).

CONCLUSION: QGHXR and its separated
recipes may provide protection against ALD in
rats through down-regulating the expression of
CD14 and TLR,.

Key Words: Qinggan Huoxue recipe; Qinggan rec-
ipe; Huoxue recipe; Alcoholic liver disease; CD14;

TLR,
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BHY: AR5 A I & oy &L 3 5 8 M AT
J&(alcoholic liver disease, ALD)X R AF4A 4%
CD14. TLR & A 6% R,

Fi%: & Wistark R 100 R FLAL %, 2 & 48 .
CCLZAIOR, A80R A#AM, XA AR
4 4| ALDAEA 6 wk. CCLA T #% 3 CCL A
RS, 2K, AL Wk B ARE R 40 AL R,
448, FHIFE T REHFFAEISR, A AR
M. THFHFNTFFERS AIFTig 2 wk.
K e 74 ALT, ASTK-F; B BUF AT A B AT
HE# &,. RT-PCR#&M AF2022CD14 mRNA.
TLR, mRNAKA, $J& 4042405 4= @45 M) AT
20 22.CD14 & i&, Western blot# | IF 2022 TLR,
Ea KA.

R GBI, FFERT R LT
T 2R -EALD K ST RS B & AT IR K
JEF2E(0.67+0.50, 2.15+1.28, 1.38+£1.06 vs
4.56+0.73, 33P<0.01). FIFELF LR EH
ARAE A K R A A ALTRF(725.65£111.02 vs
884.68+177.54, P<0.05), F M 7 AniE oo £
RAER; EHFF . Ehd, EAERT
TH] 2 SIKALD K R 275 ASTAF(2383.81
+888.18, 2158.93£922.85, 2001.90+519.27
vs 3210.984+640.63, P<0.013%0.05), 118 Fuix
R F 2. F T 75 BOE I #& f o5 ik B 2 1K
BEA K KCD14 mRNA&A(1.4640.52, 1.10
+0.40 vs 2.67£0.66, 31P<0.01), 7 o7 4E A
RAR, FRFGHTERT. FFF. &
f . EIFE T Ak B B AREE A KR
4842 TLR, mRNA %A (1.9140.03, 2.11+
0.03, 1.530.01 vs 2.3720.03, 35P<0.01), 21
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Rl VLA R E £ 5. FHITE oy B E AR
A K BIFLALCD144&:4 (13 392.28 19287.54
vs 32 288.890+15631.03, P<0.01). FHFF . &
ATy HAT R Ty ¥ Ak R AR A KR
2022 TLR % 3£(1.06£0.10, 1.1940.05, 0.98+
0.12 vs 1.4040.11, 35P<0.01).

gt FHELA TR AN F RESTALDW &
BAER, EAEAAUE T RS BKCDI14. TLR,
A EFe B Gty kAR £,

KER: BRI T ; BT I ML ; JERE M R,
CD14; TLR,
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0 51

75 RS PE 9 (alcoholic liver disease, ALD)M &
ML, BEZ BE(lipopolysaccharide, LPS)-/4
W g 4l fu(Kupffer cell, KC)FIAE LT3 21 &
P, Wi0315 Tl A 4 o APt 14(cluster of
differentiation antigen, CD14)FI#5 52 R TollFF
52 1R4(Toll-like receptor 4, TLR,)IfL 1%, 5[4l
WA 5 1 38 (extracellular signal-regulated
kinase, ERK)#§#21k . #% X T -xB(nuclear factor-
kB, NF-«xB)ifi 4k, fEif & 48 J I8 -1 s 8 5
A -T--o(tumor necrosis factor-o, TNF-a)) %5 5%
SR TBORRIERUDY, T SUH 107 (1L 7, Bl
AR AT S 1) AR R — . FT I SR S T
W7 ALD AT RAF A TT RN, A
FURIL, W g L7 SR T i K CR T
CD14. TLR,SZAK, FEAKTNF-a ) &1k, 72504l
TR 5 1 76 1 JER A 83 52 AR SOt 20 AR Y 5256
E S I 7 S L3R5 RFAL DB v AE H 2
HAFCD14. TLR R0 500,

1 #RRT3E

1.1 A & Wistar K100, SPFZ%, /47180
+10 g, M H B SL 0 A IR THE A
A, WFE T R R 2 R M e AR I e S
L. TG (SEHH9 g, 159 g, 1215
g, B9 g, W15 g) K IHLARTTIEIJ7 (5419 g+
W9 o), WG (FFZ15 g BEH9 g BRIS
), M4E (2 25 B2 9 VA4 [RRUARI &
= N X 35N PR 1)/ 6 (O L A e PR 1) o
SN RS RGN 2 b 4,75 1.5, 3.25 glkg,

AT A 0
KCHE % #4CD14
Fo 5 L 2 AR TLR,
EAREE-KCE
FHEFRETL
AEZHEL K
Hy LR R
TT WA B
MRG0 K A
P LR ER
#AE .



3374

ISSN 1009-3079 CN 14-1260/R

HFRENBHE

2008E10328H 25165 £530EA

Wi £ BE

W T W& %-KC
ZHEEFREE
B AT R A P
MEFTZGER,
LR R L
HRMET AR
% 2% 4 5 sFALD
Z R AR KA
5o F 6 F Ak
. 12 f£ALDH)
B R R AL T
# A, VLG
R P EAE R
M

= .

FAB G 12 2% BOK LA, ORI 48 520.475
0.15. 0.325 g/mL, % . CClLA#T4l. MRt
ol (255 Bl A B 2 vl itk(Fluca
Awl), R L2 YA B A F]); HE
P ( AT AR R0 B F A A R A |); TRIzol
Reagent, AMV RT/PCR KitFIDNA Marker( I
H R R AW RHE A B 2 \]); DEPCHIELH
(Sigma); &4 AR EERAH-—); CD14
Z il RPiik. SABCIAAE . DABE I
EQRDUE LA AT, T H R T A A R
AFH R, CD14 B P HITCGGCTTGTTGCT
GTTGCCTTTGAC 79 bp, CD14 Fif#/£FITTCT
GCGAGCCAGGTATCCGTTGTT 560 bp; TLR,
iP5 GGATTTTACGAATTCCACCTGTTAT
2091 bp, FifF5CGATACAATTCGACCTGC
TGCCTCA 2591 bp; B-actin I/ 75I TGTGATG
GTGGGTATGGGTCAGAAG 207 bp, Fii/F41
TCACGGTTGGCCTTAGGGTTCAGAG 431 bp.
TLR, /% w iR (Santa Cruz/A #]); —$HiiHRP-
GAMG(Bio-RadA ). DY89-17 sz B 7 51 3%
WU 7 T 2 RE RIS ™ it AU B ALK
Eppendorf/s #]; PCR{(BIO-RAD); RNA/DNA
calculator(Pharmacia); el 514 A4 (LI
N EEARAT B 2wl ) H AP e AR (b i R
SEI A AT PR A T]); UV-2102CH 448 AT W43
HHSETF(UnicoA H]); MK3REFR 1 (Thermo
Labsystems).

12 7 ik

1.2.1 A 2b 25 JERAILL60SE 8k, &
Ky AEME(10 mL 2 mL ;25 mg)lR A Wig, HE
F 5410 mL/Akg-d), 75 52 FE M. 252 8 TR
ip CCLAMEIIEB(CCL, © M = 1 1 3), 44
2R, FFHES0.3 mL/kgfh i, EHIL6 wk,
T HARCCLA LSS R A H R Kig, CCLATY LA
SR CCLME M ip, 25 A 20 LSS B A 7 £ K
ip. TEXEREAISET. 20 3. 405 & H2 FURBR K
BRUAHO BB, 1A wk i, AR B BE L 20 ik
A4, BSR4 VERF 74l S5y 414
155, FIAHA MR, 5 v 2 20 3 i 4% N B 55
BRI R L7 W7 W I HE S 4 2,
WEWH BN 10 mL/(kg-d), 22 wk BORIAL ., A E4]
FCCLA eSS HAE B3R K. 1E 6 wk)F AbFE K
B, LA20 /LI L L Z4hip BRI (2 mL/kg), 1€ 3= 5)
Jik KA, 4°CH##E 2 h, 3000 r/min, 15 min, 55007
BTG AL, -80°C & H. MIBUH AR )5, T
FFAHYIECL.0 em X 1.0 em X 0.2 emA/MTZHZN

28, 40 g/LrpME FH I o . F AR T 2R
HIH R 5 -80 C UKHI (AT

1.2.2 MR B Ao sk ()RS A 1,
HEZ 4, J6Bt TS IR A vE A s he i .
21 6 g 07 A R 5 BT b fE 2 I Dieh 1R, &
JEVE BN T bR vE S % 198 14EKnodell er a/P'R
H SR R A TR SR AL, e S TR
et al R H 18 PE T & RORE IS Bh BT
E. () EfbdBbR: MEALT. ASTHINR Y
K H 71708 automatic analyzer4: H3) 3 1L
Frill. (3)RT-PCRIME HAZICDI4 mRNA.,
TLR, mRNAZKIA: BUF4121100 mgzH TRIzol
Reagentyfi i W R IUERNA, 2R )5 HIE A6
JGRE T E R, F260 nm. 280 nm AH, HiIAM
LA AE1.8-2.02 ), F4 B & vl W P kAT
cDNAFJi#s 5. MIRNAZRT [V i #E47PCRY”
B, RHAMV 20 uLAA R, H—HEcDNAL pL,
10X PCR Buffer 2 uL, dNTP 1 pL, HFEH IE
14 £+0.22 uL, B-actinil: F14£4-0.1 uL, Taql§0.2
uL, DEPC H,0 14.2 uL. W4 N: 95°C AR
P£5 min, 95°C 30 s, 60°C 40 s, 72°C 1 min, 26X
HEIR, 72°C ZE{H10 min. PCRAZIINFET-20 g/LEx
EbHEER:, FAFER12 pl, 6 X DNA loading Buffer
2 pL, 150 V, HLYK35 min, EAMT WL, HE
JBE o3 BT ZR G4 R 88 R 4 OO R S ek 4 il
HEAT 5 BEFAR, D15 FEAK A, S AN IR B-actin
KEZ tb#7RCD14 mRNA. TLR, mRNA 4
X I B (4) S Lk 2 Gt iR T 4
ZICD14KIE: A Y] H LS 427K, 30 mL/L
H,0, % i i 5 5-10 min, LR A M S0
i (b, 80K bk, PBSIZILS min. 248K
el min X 3K, #ATPURMMEE: SE G P
50 g/L BSAE IV AT F30 min. 72 137,
%%, T INIE 4 Le AR —Bi(1 ¢ 100), 4°C
7. PBSHIYE, 5 min X 3K, [R]IN LAPBSHALEF
—HUEAT B R AR Ak LR BTN B
IgGLAEW, 37°CH¥ 530 min. PBSYE, 2 minX3
. WIAFISABC, 20-37°C 30 min, PBSYE, 5
minX4/X. DABYW. {1, i FLGEEE I [A]. 2817
IKFEF MR, TR RS 4(60-90 s), ik, i
W1, . BHPESS S e CD14BH R I A 4h
s AR ), Rl Image pro6.0 {54
T R G 5220045 85 FCD14BH P AR, 4320 3%
W) 65K, A3 5K 1% A0 i 53 A 3559 (1 34N FL Y
HEAT 5087, (5)Western blot /7 iE0 52 IF 412 TLR,
A G R RIPUR S A5 RSSO0
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1 BEKRFEATIEALRIES T HERE x 200). A: 28 [(4; B: CCLAL; C: A D: yE 54 B 354 F: VEE

17528,

TR A TUE &, BJGMREN4 g/L, Ik
SEITG, RIRFE N2 /L, LFEEH30-80 pg/ik
. Ao B MBUZ S, EAERTRE M AL B R
100°C. 3 min. &1, 900 g. B30 s. FHLHL
T BUZIRHIK S0 V24T, 43 B8 e L bk A I
90-110 V. #Z izl deff: 1 h, 1'5 /5 t41 h, 2
SEA2 he HUAE D R URAUIH IR 4T 4R Z (N M)
YIS B RS KA, BT DMHEIES min,
TS min, B8 kR ORIEARNG TN
ik Z FLEEL, FNcM. IREFHE, ENcMY
KUEAR 2 [H) /N AR, Ne MBI IER, 20 VIEIE
BER512 h. 2858 BURNCeMZARAT, BEIR YLt E 2%
FBURNeM, Mdddrid, dH,0E, =i JEgt
TN €815 min. NcMAIPBSHE —
i, 5 5%-6%/5 IRk (pH7.2 (1P B S &5 41,
ZEUH6-8 halE i 1-2 h, 4°Cak . F ) 1 (1) i
PBSHWELE, $E15 minX 1, 5 minX2. JIA—$i
11000, Eiff, W1 h. PBSYELS minX1, 15
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minX4. JIA $i1 5000, Eifi, V1 h. PBS
PE15 min X 1, 5 min X 4. {555 /A Bottle1 &2 55
NeMALIFE 1 min. U A 25%: B3 min2 10
min. 525 E KL, FEsg. B EMG A
FH M PR A B 2R 25 4 Hr H b A G A FEA,
LSRN ) B-actin K B 2 LE KR L H 1 1
Gt F AR K4 R Dimean+£ SD&
IR, KI5 225 BTl AT e L, $dis 35k H
SPSS12.0%K {43 #T, P<0.05 4y 25 57 8. 3% .

2 BR

2.1 — RO IR LT R R31, JL
oo T B AN EBOIE3 N, B RIS KRz R 10
FU RS R S 18 . BIRAIZET 16 5L, H5T
Jrd2 K, s T AT, BRI e L T A
RIS L L. B, IR =
F4l. CCLALKRIIET:, BRA N, RE
B, R, R A AR, JOERE. G

WA # 5
WA KGR 52
B & f0. 75 3 ALD
LA RAFE %
R, WIPFFR A
N, FHFE T B
I ad i
KCA®&CDI14.
TLR, % %, Bk
TNF-a#y &k, A
AP B B 5] A
AFIES E. A%
I MR A 5B E
5 &M T R
H I F HALD
By w6 AF R &R s
CD14. TLR, & ik
LR
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iR EE
ALLERRTE
ALD K S AL A
CD14, TLRAH  4yp n BARD ALTinkat/L) AST(nkat/L)
PRGN RRN o b b .
B E, =874 10 0.00 616.12 +88.52 1751.18 +550.78
EhT . EFE cclL,4a 10 0.10+0.32° 727.98 + 150.36° 2512.50 + 933.19°
B ACD14 il 9 4.56+0.73 884.68+177.54 3210.98 + 640.63
T,Lfi“%“i.ifij‘ BEIToE 13 2.15+1.28" 783.99 + 101.02 2383.81 +888.18°
[l A2 & 098 A
. BT SBINTIE 8 1.38+1.06° 790.99 +57.34 2158.93 + 922.85°
F B F T H =—lsawrallIVsE=t 9 0.67 +0.50” 725.65 +111.02° 2001.90 £519.27°
WA F-KCIE
S Gk BEEE

PEFAER, X A&
Mtz 5 &z
Fa P 2hah p AR
BT 69 A A

°P<0.05, °P<0.01 vs 1EHI4H; °P<0.05 vs E4A.

2000

1000
750

500
250

CD14

B-actin
100

Blank CCl, Model QGR HXR QGHXR

2 BRPEIARERHDNALDKEIFLHLICDI4 mRNA
RIRBVZEN = 3).

2000

1000
750

500 el TLR,

250 B B-actin

100

Blank CCl, Model QGR HXR QGHXR

3 BRFEMISRERTIIALDAEFFARTIR, mRNAFKR
IXEIREN = 3).

KPP BRI G, R 4K R R EW 5 H B
IRy, AR PR IR PDIR A I T LA e, B
BRAATCIGPE, RS AR, T H X EZE R, 14
FUEIGK NS, KAEJHE, MEW. #h2idlk
B R AT AN ()R S D 9, TR T DR RIS o
APRARSAT Proskdee, S, )5 E G 2,
iR RS E NN PSRN eyl

2.2 FFRESRER T AL 25 (2K B /NI 465 440375 b,
JH- 4 M R HE A 455, SRR, SR, M
SERTEMI(E1A). CCLA B FRIME 2 43k
AAHIRI(EI1B). 1A% 55 6 J& JH- 4 A IR A% 5 B A,
JEFAI I oK, MRS BRAA AL, A0 AR P BK A /)
R 290, RZPET mibL, RNFEE R B RS
1H(P<0.01, E1C). 5 &7 S A 77350 8]
0 SRR A LD OK B I B 5 A B I I 98 hE A B

4R CD14/B-actin TLR,/B-actin
=878 0.79+0.31° 0.98+0.02°
CCLZH 0.79+0.30° 1.01+0.02°
=i Ae) 2.67 +0.66 2.37+0.03

ERTToA 1.46+0.52° 1.91+0.03"
BI5A 1.93+0.48 2.11+0.03°
BT EINEAE 1.10 £0.40" 1.53+0.01°

°P<0.01 vs &R P<0.05 vs SEIN54H.

(P<0.01, FE1D-F), i FH il 5>y 1l 5> -,
T 5 LT 7 (P<0.05, 3R1).

2.3 RAMRFALT. ASTE M T/ BALK
RARHLAMBEALT. AST W& T H(P<0.01,
P<0.05); CCLALALTC ] .02, ASTHI Tt
(P<0.05); 175 3 I 75 A 52 25 PR ARASE 8K R i i
ALT/K-(P<0.01), ¥ 77 A ifin 77 76 B BAE H
W WS LT 3 N Iy Y nT B R R
ALDK R AST/K F-(P<0.05, P<0.01, P<0.01),
A 1A EL AU W 22 (R ).

2.4 FEMER T BV HFALD XK RATF 428
CD14 mRNA& . 69 RT-PCREI Wow: =5
FHANTFA21CD14 mRNAFRIEEAR; HEAA R
CD14 mRNAZKIA 2 2% 5 58,(P<0.01); CCLALICH
U I B I I fi S A Y
KICD14 mRNAEIX(P<0.01), %15 7E A
WS, ¥ IS 17 A0 T3 I 7 (P<0.05, K12, #2).
2.5 FH &y B A HAFALDR RAT4L 4R
TLR, mRNA& X 8% FEAAATHLTLR,
mRNARIABAE; BRI A RTLR, mRNAKIA 2
FHH5R(P<0.01); CCLALC W 0% 5 I 7
77 3 B I 7 35) i 5 25 PR AR ASE 280 K R JHF 4
ZITLR, mRNAKIA(P<0.01), 20 [a) b TG 2=
(E3, %2).
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4 SEXBIFARCOUIARRISABCRE x 200). A: 2 (141; B: COLZL; C: HUWAL D: 15T /740; B HEML54L F: (5T

5.

& 3 BREMSREFSIALDKEFALRCDIARIA

BYS20@ (means +SD, 7 = 6)

& 4 BEMSREFTSIADARFALATIRRIAN

£20@ (means +SD, /7 = 3)

4R PEIEEAR(200 x ) payicl TLR,/B—actin
=84 2590.67 + 2323.28" =88 0.63+0.06"
ccl,A 2890.22 + 2183.78" CcCl,2A 0.52+0.03"
i) 32288.89+15631.03 TERUA 1.40+0.11
BERTToA 19 747.00 + 9998.15 BITOA 1.06+0.10°
iyl 27 780.33 + 16 681.20 alilysLaz! 1.19+0.05°
EREEISA 13 392.28 + 9287.54° ERTEISA 0.98+0.12

°P<0.01 vs 1EHUL.

2.6 FHFE S B LI H AFALD K RAF 44
CDI4£ k670 i e em 27 21
A ZH 2R e AN AT /D 0 T 2 B, B ik
AL -5 Py s SR IR L =l S o 4
B SR A T AL B S R C D14 BH 1 G 6 Xk
(P<0.01); CCLZH JG Wt 52 ¥ I i 7 bk 25 e
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°P<0.01 vs EHU4H; °P<0.05 vs SBITT54E.

R K U4 21CD 14835 (P<0.01), S5 177
AL T AR A (K4, 33).

2.7 HFMERF AL HFALD K RAFA 5
TLR &4 69 %% Western blothrill fitm: 4% (141
JHEHZATLR, LA, B K TLR, K1k 2%
R (P<0.01); CCLATJEH 5 Ui 35 T ik 1 5 K

| et

AXRGHRT
I ey B
Jr %t il A M R
KA Ha, 2
FEHALAG
AW E
JF 7% f 75 R F
T 2R 2 AR B
Hy P T R B A R
CD14. TLR, A
*. X FZIH A
#. SR EKA
BARAENL, £
— BRI E
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