2 V5 U X 0z TR 45 1 98 K B 45 i 2H 21 b TLRs/NF-x B 1 4%
AH IR -2 3k B 52 )
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W OE A UEFABCHTRGEENE(UC) KR LML b 44k B F«B p65(NF-kB p65) \NF-kB #74#] & & a(IkB-o)
F Toll # %4k 4(TLR4) £ 34 64 % v , 33T 6 97 UC I TRk ALH] o ok B R MM B F 40 (A2 3K ) A (A K,
A R W 25 i (SASP, PRk st BB, 0.3 g/kg) o F 5 A& 7 B M F40(3.9.7.8.11.7 ghkg) , HA8 R, REFUI, LAE
KRR SRR - LBk BB UCKEA . RS ,igh2h R 1R, E4 38, L34 05 il Em X A Emuas Ty
NF-kB p65.1kB-a., TLR4 mRNA & & G 89 k18, 4R .5 B mbii, 24 &4 K R 4 M4 2% F NF-«B p65.IkB-o., TLR4 mRNA
BB RERTFHBEIF(P<0.05), HAEA AL, &4 2520 K R 45 W 20 4% & NF-«B p65.IkB-o, TLR4 mRNA A & & & ik K
34 B HEBAK(P<0.05); ¥ BB i A — 2 097 B4R MM, 57 38K R Mmm b Lk KT AR % 34 % T SASP 48
(P<0.05), %k FEBSH T FHEUCK KL MHLLL P NF-«B p65 . IkB-0% TLR4 mRNA & & & # &L X T2 H a7 UCH
YRR Z—.

KEIR  FEIBO T SR K 5 R A T «B pb5; NF-xB 474 & @ a; Toll # 2 4k 4

Effect of Banxia Xiexin Decoction on Expression of TLRs/NF-kB Pathway Related Factors in Colon Fissue
of Rats with Ulcerative Colitis
ZHAO Zengqiang(Dept. of TCM, Nanyang Medical College, Henan Nanyang 473061, China)

ABSTRACT OBJECTIVE: To observe the effect of Banxia Xiexin decoction onyfiu¢lear” transeription factor kB p65 (NF-xB
p65), NF-kB inhibitory protein o (IxkB-a.) and Toll-like receptor 4 (TLR4)sin!colon tissue of rats with ulcerative colitis (UC), and
explore the possible mechanism for UC treatment. METHODS=Rats wefe randomly divided into normal group (normal saline) ,
model group (normal saline) , Sulfasalazine enteric coated. tablet (SASP, positive group, 0.3 g/kg) , Banxia Xiexin decoction
low-dose, medium-dose, high-dose. groups (3.9 78, 11.7 g/kg), 8 in each group. Except for normal group, other groups were
used trinitrobenzene sulfonic acid=ethanol method to reduce UC model. After modeling, they were administrated, ig, once a day,
for 3 weeks. After administration, NF-xB p65, IkB-a., TLR4 mRNA and protein expressions in colon tissue of rats in each group
were detected. RESULTS :\Compared with normal group, NF-xB p65, IkB-a, TLR4 mRNA and protein expressions in colon tissue
of rats in‘other,groups were significantly increased (P<<0.05). Compared with model group, NF-kB p65, IxB-o,, TLR4 mRNA and
protein ‘expressions in colon tissue of rats in each administration group were significantly decreased (P<<0.05); showing certain
dose-dependent, and the decreasing degree of above indexes in colon tissue of rats in Banxia Xiexin decoction high-dose group
were higher than SASP group (P<<0.05). CONCLUSIONS: Banxia Xiexin decoction can down-regulate the NF-kB p65, IxB-a,
TLR4 mRNA and protein expressions in colon tissue of UC rats, which may be one of the mechanisms for UC treatment.
KEYWORDS Banxia Xiexin decoction; Ulcerative colitis; Nuclear transcription factor kB p65; NF-kB inhibitory protein a ;
Toll-like receptor 4
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B 45 1% %% (Ulcerative colitis, UC) Z—Fiii IR i
A 56 A W () 18 M i T B R SR 25 I 2, A8 6 T
B G5 AR 2, 6K F 2RI N IETE E
IR MERRM M AE S . UC 2k F 30~40 5 A B, i
TRITMERE R o) U AR SR 5t LA AR MEdR
RGBT, UC BIRYTATS LA AU Itk BE % R S5t i
B RIEI N S 25 o Ak 2E 2 KAl i B
RIVEECR ,, BB E g T A, S 28Ul M 2
MY, g B PRRATG  AEIRYT UC T AT
AR A3, S AL 500 R R S HE UCTR
F7 RIS T AR YT

REVG.00 A ARDOKR s (hIER ), R B
KHE KR T2 AS KRG TR M4, B
A TEPTIE PRI TSRS B AL, A TR
JEIFN AL B PR B AR T ), Bl AR T O s RE T ik
5 Z T IEAEZER IRYT Y. BT, X SO
WiRIT UC MBI 245 B AEW) A0 25300 52 B B, R AH DG
ML B A X 30 o ARk, [ AR F5E A
Ry 55 G g2 VR4 R G 11 240 il % ——Toll A 32 1 (TLRs )/
Rt 5 1B (NF-xB) 1£ UC & b i S ™, A
WS DA = Al R R - O BE75 3 K B UC LAY g1
V5.0 1 6 KB435 i 4 42 TLRs/NF-xB il 4% A 56 K] 1
[NF-kB p65 . NF-kB 1l & 1 (IxB-a) F TLR4] )50
BTEE 21501697 UC 1Y AT BERL .

1 ##l
11 g

Mastercycler Nexus 5 & B =05 v (PCR) X [3EA
P Fifg) B SO A BRAT] |5 ABI7500 905 HAG AL
(FRED AT HRIFR G A A 5 4 A ShBEIRSAR 3 B R 458
(£ [E'Bio-Rad A H]) .
1.2 7wt 5l

IR EE NS TR S KR RS
2 AT R R 2 R R B B, 8T R R R 2B
e A Y o LA MDA L E B %5 i (SASP, |
Vg R P = A 25 R | 445 2 20091130, BLAK : 250
mg/F ) 5 i FE R T R (92 [§ Sigma A A, 4l i
99.99% ) ; FHT NF-«B p65 HiiA ( i = RAEYHARA
FRAT]D s BBLp-NLsh & 1 (p-actin) \IkB-a, TLRA HT 14 K
BT R AREEREE 1T M (IgM) — 4T (Jb st 138 2R A R
£ BR2SF]) 5 Trizol RNA $2 5] (3£ [ Invitrogen 24 F] ) ;
cDNA Wi 5% 5% 3050 & (75 Qiagen A 1)) 3 %6 5E £ PCR
7% & ( H AR Takara /A7) ) o
1.3 ¥

SD K50 H,SPFZ, & , &S5 180~220 g, ity H
R 8 925 3h B H o0 [ AT IE S SCXK () 2005-
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00017, A KEI TR 22 °C AHXHEREE N 60% 1Y
BRI, I A B AROK R R, SE PR R 3 d
JE IR S
2 Fik
2.1 F¥EELZNHE

SR GRS A A O 12 g, B
#3g, NS T2 WA KHEKIg, KEI g, HMHE
2y ) R COr Rl ) Ir s s A T B s, i
FH60 g, #iE15 g, NS T2 WA K E KES
45 g, ¥ bR AR 8 I A 400 mL 7K 3= 40
min, R J5 DAk kB 220K JF, FEF SCK R 30 min, B
JK LR 5 2578 FEAN A 400 mL /K¢ B8 F3R 7 iR BT
2 YK T, 308 ; foeJm i PR R0 e 4 A= 25 4o 1
g/mL W5, WA T ok, &
2.2 & NES5HH

Bl ML H 8 KRR R IE F 4L, Ay K73
B FE RGO RUEE AR K 24 h, SR LTk R IEE , ]
FE KR DU A S A EMOE , 6 FF 2 mm R A T T D 4 3
FH 30% £ B 28 19 — RS SR R A (100 mg/ke)
150 15 min 54 . REUHRS BFIRE S B3 d)fE
BEATLA IR 2 K By e iR AL , 5 251 A St ol LAY it
P57 AY RV AL R TS S I R 4 40 UK R
HL 0k 54 Wil i AL ZH  SASP 4 Ak E VS L AR
R ], R 8 H o MRS AR 4 K IR Z, IEH
ZH AR R 20 K il ig AR FEER K 10 mL/kg; SASP 4 K fil ig
DA ZE 1R 7K TC Tl 1% 1 28 M I V5 94 0.3 g/keg (SR LTI A
L0 AERIE) s LRSS G s R LR 5
ig“2. 1" T % # 3.9.7.8 . 11.7 g/kg (43 BRI P&
W 2.5.5 105 B4R ) B H LR, ES 3. %62
SIIA) R BROE MR, IR W4 A K BLRG pHOIR A VIR
AR A — A L
2.3 IRARE

KER IR 25 525 12 h, ip 1% 2 b 4875 W (60
mg/kg ) IR, 445 DU JRE [ 5 ZE ) 5 1, WS R BT T, B
ZEH AL A B 5~8 om, T A BRER K phie 41 4.
o> AP B — 80 CUKFR P IRAA& L, 7 —F o E
FEPEAT M RNA$ZHL
24 RT-PCR & K R 45 7 48 22 1 TLR4 . NF-xB
p65 . IkB-a mRNA Fix

K FH Trizol ¥ $2 MU 25 I 41 20 vh 5 RNA, 38 3 Re-
verse Transcription Kit #f RNA i %% 5% 5 cDNA, & J5 fid
it SYBRPremix EX Taq is | & # 1 #£ 17 qRT-PCR J2Z
NEo SO ZR AR 25 Lo PCRAHGFESF: 95 °C .30
$;95 °C 55,55 %€ .30's,72 °C.30 s, 40 MEH . DL
B-actin NS, K 27955 mRNA M ik i, 3
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5 1975 SR/ NI 1
x1 EREBSIMFIIRF=HRAN

Tab 1 Primer sequence and product size of genes
JE 514 J#51 PR bp
NF-kBp65  Filf  5'-AACACTGCCGAGCTCAAGAT-3' 208
T 5'-CATCGGCTTGAGAAAAGGAG-3'

IkB-a I 5'-TGACCATGGAAGTGATTGGTC-3' 185
T 5'-GATCACAGCCAAGTGGAGTG-3'

TLR4 Fiff 5'-CAGGATGATGCCTCTCTTGC-3' 173
T 5'-TGATCCATGCATTGGTAGGTA-3'

Pactin Fiff 5'-GTCAGGTCATCACTATCGGCA-3' 21

T 5'-AGAGGTCTTTACGGATGTCAA-3'

2.5 Western blot iE#il X R FFZH 2 F TLR4 \NF-kB
p65.IxkB-a EERIE

K 3R RIPA 2 1 24 52 UK RS I dH 4 h B
1, UK 1246 45 min, 2471 RIBR IR S 200, 24750
R T4 CCEFET 14 000xg 2.0 15 min, W04 FH .
K Z sk F R (BCA ) Wil o 2 PR B2, JRs 45 4 ik B
PR 2 — U5, BEAT T n T R A - SR VR M TR e B
(SDS-PAGE ) HL Uk (10 % 43 15 B F1 5 % M AR IS ) o R HTHRL
U E MRS EIRA Y R B L, 5% B ig WK B4
1 h, 43 A e ¥ BRUE I A B A i — i, 4 CIF &
1, TBST BERR G I A St B IgM 40, & il M & 2
ho PEMEIF R ARG s fb2F ROk B 6, R 4 A B BEIR
WARASCRAE E R, FF 48 FH Image J 8140817 45715 437 o
PLH 18 5 N S B-actin 2571 KLY HLE R R H Y
AT RS
26 HitFEFE

K HISPSS 19.0 #AF X Bm by Sa i horbr . %
B x £ s FoR . SR AESR AR R )y 2204, i 22
T B 2L fia] PN B R T LSD i, 22 AR SR s R
Dunnett"s 7395, P<0.05 £ /REREHGIHHE X,
3 #R
3.1 FEBDiAX UC X R 457 2H 4 R NF-xB p65.
IxB-a, TLR4 mRNA &ix S0

5IEH A A, A & 4 K R 25 % 41 21 b NF«xB
p65. IkB-a . TLR4 mRNA 3 ik 7K 44 I # & (P<
0.05), SRERIL HHL, % 45 245 2 K B4 1 4H 4P NF-«B
p65. Ik B-o . TLR4 mRNA 7 ik 7K V- 2 Bl @ J& A% (P<
0.05), HEHELHIERA —ENEEOCHR ; Hrp
B TE 0 1 2 R 4K B4 i 4H 40 NF-xB p65 ., Ik B-
o TLR4 mRNA KKK F 2 55 07 Hh 5 it 20 K Bl
1 41 24 P T B-a mRNA 2% 35 7K - 247 @ 1K T SASP 4
(P<<0.05), 458 W2,
3.2 FEENZHI UC KREFELH NF-xB p65.IkB-
o . TLR4 EAFRIZHZ M

5 1E 5 41 A, HAv 45 4K R 45 i 41 41 Hh NF-«xB
p65.IkB-a . TLR4 £ [ & 15 K 44 2. 2 T (P<<0.05)
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Fx2 HBEKXKREHALH NF-kB p65.1kB-a . TLR4
mRNA RIEKFEMELER (x£s,n=8)

Tab 2 Determination results of NF-k B p65, IkB-a,

TLR4 mRNA expressions in colon tissue of

rats in each group(xts,n=8)

4 Ml g/kg  NE-kBp6S Ik B-a TLR4
E#4 0.630.06 0.3340.04 0.3140.02
S| 1240117 0.74£0.09°  0.98+0.10°
SASP4 03 10240.09%  0.66£0.04"  0.75+0.06™
LRELAIGI A 39 1.08+0.12°  0.63£0.07  085+0.11°"
RGO TR R 78 096010 0.55+0.04*  0.72+0.09°
PEEOARARE 117 0811005 047+0.05*  043+0.11""

TE: IR AL, " P<<0.05; SR HAE, "P<<0.05; 55 SASP 4
e, *P<<0.05

Note: vs. normal group, “P<<0.05; vs. model group, "P<<0.05; vs.
SASP group,*P<<0.05

SRR LA, A2 24 2H R B 4G 1 4 24 NF-xB p65
IxB-o . TLR4 £ 1364 /K V- 45 i I (P<<0.05) , H>:
B0 HNERRA — 2 eSO R K L E S0
A ZH KBRS i H 2 b NF-xB p65 25 1 2 1A /K- Fl i
41 TLR4 88 [ 323K KV LA K 351 £ 4 Tk Badf 1 3%
TRIK 2 8 E KT SASP 2H (P<0.059h (BF B8 2k HE Tk
PIDLIE 1, e S R WL 3,

NF-KBpGEE rg- — —— |
IKB-u| — — g -

TLRY | e — — — —

| — e —
AU BN SASPAL EHYS  CEEYS kMY
LUk L L
Al A AL
1 VBAKXRLEHEAL S NF-xB p65.IkB-a . TLR4 FE
HRIER K E
Fig 1 Electrophoresis charts of NF-kxB p65, IkB-a,
TLR4 protein expressions in colon tissue of

rats in each group
R3 RAKXRLEHAL D NF-kB p65.IkB-o . TLR4 F
ARIEKFUELER (x+s,n=8)
Tab 3 Determination results of NF-x B p65, IkB-a,
TLR4 protein expressions in colon tissue of

rats in each group(xts,n=38)

415 FlH,g/kg  NF-k B p65/f-actin 1k B-a/f-actin - TLR4/f-actin
il 0.32+0.02 0.15£0.03  0.25+0.02
I 0.96+0.09" 039+0.04"  0.56+0.05"
SASP# 03 0.8940.09° 0.33£0.02°  0.40+0.03"
LEELHIGI A 39 0.71£0.07"% 035£0.03  041£0.05*
FRE LT TR R 78 0.59+0.04° 024+0.02°*  0.38+0.03"
FRELHENEL 117 0.53£0.02° 0.19£0.01°**  030+0.017

TE - HIER A AL, “P<<0.05; GBI HigE,"P<<0.05; 15 SASP 41
e ,*P<<0.05

Note: vs. normal group, “P<<0.05; vs. model group,‘P<<0.05; vs.
SASP group,*P<<0.05
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4 g

UC J& T RAE T i G , Tt 7 27 ) 2 s H&
R AT T IS X R A i (R B A 3 Jo 1 A
FEE S, H TR IA Y UC &6 R R 5 3RS s
T PE S HEAE S 55 R Z A 5%, Herh e [R 3 4 UC
RIFHEREEAEHT, WE DAY FE AR P &
Ji& Ko Xt TLRs/NF-kB (BT, & 43 235 R 25 o) W 38 o0 41
il 1210 2% HP 0 NF-xB \ TLR4 25 5 H431-REFELIT UC 12
I RAE R, RIRYT UCHRAE T i 3201,

TLRs JE LAY R s R G E 2R 7, B iR
IG5 G Z R AR AR O+, SR 35 5 5% % . TLR4
J& TLRs 8 h e 7 R Al Ot , 2 38 1 UM AR 2 b
FAENH S5 S S aE B, 7E NF-«B 41 i 4 71 3 TKK
(I Ak, B 2 0E NF-kB , P RAE R Tk, XIZAR IR
LS R, TLRAE IE H N 25 I Bl 40 rp i e 3k
SEARAR, MIAESS A AR AE R TP A e I BT . 1%4h
A FRIE T TLRATE UC A5 H A EZA4E . NF-«xB
JEITIZAFAE TSN A S - B S R RS B
TFEH R 1 IkB 455, J8 ST 2 SO0E R 2 D5 7 5
P, 2 5 UCTEWN I Z R RAEBE I KA . NF-«xB &
T Rel %% , 7% H1 RelA p65.p50 . p52, RelB & c-Rel 5
ARG AR, b Rel A p65 2 H 32 S A, A ] 8
B RIEYE . IEFIRE TR, NF-xB 5 HAM i % 14 IkB-a
TE LR A1 b FUTERIRES | M 40 2 2 S S f e i
fii IxB-ai iR 1L J5 5 NF-«B fift 2 , NF-xB AR % i
HRE R F 1 i 223k e it AR A R TR & A R
HiE S

SASP JZiAY7 UC R F B2y, A L 32
S 3 UeE Mg ol WA 2 AR B N RS R R A
G S T ke, B S B R F R A543 40 L 94 B 4
it Je FF R £ B T S AR, SR B3R T SR

BRIV E 2y BA BES IR Rk
MXAVER s T2 85 B R 2y, HAT R A oE 95 98
WHERTFIE Z D80 KR 25 R i 24 5 42 7 €I R LA
WTBABH 2 IR DL T R, 485 el LU 52, A<
WFFEAE IR, 2 RIE.L 75T UC KRS 444 NF-«xB
p65 .IkB-0., TLR4 mRNA K 8 [ &3k HA 547 190 il 4
ML HEA —EREHMOCR, L EIE.O7 &R R4 K

B4 7 2H 2 NF-B p65 . IkB-o., TLR4 mRNA K 4E [
KKV i AT SASP 2 (EATH AR b 35 v T IE W 4.
AL 2 G O R I TLR4 iR 3K 98D TkB-o
14 Tl 12 A0 B2 fift L 412 NF-xB 5 IxB-a 2% £ , 1 il NF-xB
B AL , SRR R B I RAE ROV, RAEHAR YT UCH)
YERL.
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