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[ Abstract] Objective To explore the effects of a Chinese medicine, Jiuxieling granules, on the expression of
TLR4 and NF-kB p65 mRNA and proteins in ulcerative colitis model rats with spleen and kidney yang deficiency. Methods
The rat model of ulcerative colitis with spleen and kidney yang deficiency was established by oral administration of rhubarb
decoction, intramuscular injection of hydrocortisone and TNBS (2,4 ,6-trinitrobenzene sulfonic acid) combined with etha-
nol enema. All the 90 rats were randomly divided into blank control group, UC model of spleen kidney yang deficiency
group, and Jiuxieling granules treatment groups for 7 days, 14 days and 21 days, respectively, and positive control group
(SASP). After all the rats were killed and colon samples were collected, the expression of TLR4 and NF-kB p65 mRNA
and proteins of colon tissues were detected by RT-qPCR and SP immunohistochemical. Results The results of immunohis-

tochemiscal assay indicated that expressions of TLR4 and NF-kB p65 in the UC model group were significantly enhanced,
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when compared with that of the blank group (P <0.01). After treatment, the expressions of TLR4 and NF-kB p65 in all

treatment groups were significantly decreased (P <0.01 or P <0.05). The RT-qPCR assay results indicated that the ex-

pressions of TLR4 and NF-kB p65 in the UC model group were significantly enhanced when compared with that of the blank

group (P <0.01). After treatment, the expressions of TLR4 and NF-«kB p65 in all treatment groups were reduced (P <

0.01 or P<0.05). Conclusions

Jiuxieling granules can alleviate the mucosal inflammation and facilitate the mucosal

repair. The main reasons of which may be associated with reduction of TLR4 and NF-kB p65 gene transcription and protein

expression in the ulcerative colitis model rats with spleen and kidney yang deficiency.
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(2) RT-qPCR 341 TLR4 \NF-«kBp 65 mRNA
2RIk
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AR cDNA, @ FI¥FsIE 1, @ PCR ¥ %
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TSI 1w, DNA B 1 WL, BEEK 2 pl,
450 Stage 1. A5 M Repeat:1,95°C , 10 min;
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Tab. 1 Nucleic acid sequences of the gene primers

Elk B FIHFEI(5 -3")

Primer name Primer sequences
B-actin-F GGAGATTACTGCCCTGGCTCCTA
B-actin-R GACTCATCGTACTCCTGCTTGCTG
TLR4-F CTCACAACTTCAGTGGCTGGATTTA
TLR4-R GTCTCCACAGCCACCAGATTCTC

NF-kB p65-F GGCAGCACTCCTTATCAAC

NF-kB p65-R GGTGTCGTCCCATCGTAG

1.2.5  Giiterab s

KH SPSS 16. 0 Gt ¥ |, 11 = %ok
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T3 MLIAE N 525 AL i R ALK RS
ZHLh TLR4 \NF-kB p65 5L K ik & #50 WTF i,
LSRG (P <0.01) ; S LA, K16
SR RS mZH 4] TLR4 NF-kB p65 F K 2 35 5
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R2 SUARMEHFEHLUTr(x £ 5)

Tab. 2 The scores of colon mucosa damage in the rats

Rl S Fi g/kg RN AT P2
Groups Animal numbers Dose Mucosal damage scores
25 44 Blank group 15 — 0.5+0.418
BIHIZ Model group 10 — 6.1+0.5794
94y 4]
W7 d 4l 1 6.75 3,540,857
Treatment for 7 days group
fiI7 14 d 4 i
Treatment for 14 days group i 6.75 3.3 £0.378
HIF21 d 4 .
Treatment for 21 days group 10 6.75 2.9£0.850
a4
AL 150.2 3.1+0.849"

Positive group

TS AR, P <0.01; SBUBA L, * P <0.01, 57A57 21 d HILEE,#P <0.05,
Note. Compared with the blank group, P <0.01; Compared with the model group, *P < 0.01; Compared with the 21 days treatment group, * P <

0.05.

R3 KEKRRLEHUAL TLR4 NF-kB p65 EEFER(x £5, n = 6)
Tab. 3 The expressions of TLR4 and NF-kB p65 mRNA in colon mucosa tissue of the rats

ZH 5 F o
L) Ak (g/ke) TLR4 NF-kB p65
Groups dose
25 41 Blank group — 0.215 +0. 024 0.319 £0.028
HERIZ] Model group — 1.0+0.00% 1.0 +£0.004
RIF 7 d 2 .
- w7 d 4l 6.75 0.604 £0.023 *4 0.864 £0.252 4
Treatment for 7 days group
VBIT 14 d 4
nr il 6.75 0.603 £0.005* 4 0.849 £0.149 4
Treatment for 7 days group
BT 21 d 4
- wr - 6.75 0.419 0. 017* 0.562 0. 019"
Ireatment for 7 days group
FHE:4L Positive group 0.2 0.458 +0.057 * 0.669 +0. 1824

TE. 52 A4, 2 P <0.01; 54T AL, * P <0.05,%P <0.01; 53377 21 d 41045, 4 P <0.05,

Note. Compared with the blank group, P <0.01; compared with the model
group, 4P <0.05.

2.4 XRE#FH TLR4 NF-«B p65 HIFE B RiX
2.4.1 KEZEMHL TLR4 NF-kBp65 ik

(1)7Z5 4. TLR4 . TTRHM: R, Kk 2 P
NF-kB p65 : FHE A LA 55 23k (An&l 1A (A1) .

(2) BRI . TLR4 . KIk 2 MIFTBHYE, 7040 T
ZHRRE I R I A 2, B ] LB (e ik, R0 28
F14H ; NF-kB p65 ; FH:F 8 TR0 R AT )2 54
A2 2B, B B 5 380 A e Ok, Rk TS HL A
(K 1B Bl1) .

(3)IRYT 7 d 41. TLR4 . 215 BH P 20 it HCAE 9 AT
THLFNE)Z FEE T Z, SRR B3Rk B WL T b
JERRAAR s NF-kB p65 A5 LR & BH M F 3k (aniEl 1C,
C1),

(4)I697 14 d 4H. TLR4. 2 2156 M J2 UL /D &
TLR4 FH M40 Mo, 12 30 i s b 52 v 455 3 6 3K 5 NF-
KB p65 : B~ ZH AU BH: 3 A A X el 557 , €0 A ik

group, *P <0.05, *P < 0.01; Compared with the 21 days treatment

A ABATYRT UL B SRR A b R v T2 (AnE 1D |
D1),

(5)7R97 21 d 41 . TLR4 . PHPE R IR FEAR R FI:,
AN W ECAE IR 40 M ; NF-kB p65 ; B 1 fe % [
A JZ B AZ A0 I A7 R BE R Tk, 2 B FH A
Kl 1E.E1) .,

(6) BHYEXT BE4H . TLR4 . /4> I BC7E Y 55 BH PE 2%
K s NF-kB p65 ; BHPEAH M i 55 2238, 5T o £ L 5 €0
BRI 1R FL)

2.4.2 KR4 2 TLR4 NF-xB p65 34K &
(IEl

Fa RN, S AW R, A KR
TLR4 NF-kB p65 FikBi BIE5E (P <0.01) , 22 74
T EE SRR LR IRYT 7,14 21 d LRI PEXT
HEZH TLR4 NF-kB p65 KikW 5, 22 5H B &P
<0.05), Hif¥7 21 d ARBE AR (P <0.01)



b S B4R 2016 4E 2 A58 24 %55 1 8] Acta Lab Anim Sci Sin, February 2016, Vol. 24 No. 1

51

-
.

T
A~ s _ R
ARG A pae P

WA AL ZS 4B B BAIA ;€ C1 G977 d 2D D1 JAYT 14 d 40, E E1 3497 21 d 41;F F1 BHPE4
B 1 TLR4 M NF-kB p65 HfieHAb4E 5 ( x40)

Note. A. Al. Blank group. B.Bl. Model group. C C1. Treatment group at 7 days. D. D1. Treatment group

at 14 days. E. E1. Treatment group at 21 days. F. F1. Positive group.

Fig. 1 TLR4 and Appendix 2 NF-kB p65 immunohistochemical results ( x40)

F4 BHARMEHENE TLR4 NF-xB p65 FHKIEME (x +5)
Tab. 4 The average grey values of TLR4 and NF-«kB p65 in the colon mucosa tissue of the rats.

Bkl EIE/Ee I (g/kg)
Groups Animal numbers doses TLR4 NF-«B p65
%5 F 4 Blank group 15 — 46.201 +9.613 121. 865 +7.542
FIZEIZH Model group 10 - 68.571 £9. 1064 311.257 £7.530°
ey ¢
a7 KAl 11 6.75 65.841 £5.512** 301.250 +8. 184 * #
Treatment for 7 days group
VAT 14 K4
AT 14 KA 11 6.75 58.819 £8.011*4 301. 186 +9. 163 * *
Treatment for 14 days group
Y 2
9T 21 KAl 10 6.75 50. 165 +9. 035* 287.306 +8. 586"
Treatment for 21 days group
FHAEEH Positive group 15 0.2 58.363+7.279° 4 298.122 £7.821 74

. 52 A, 2P <0.01; SR R, * P <0.05,%P <0.01; 51897 21 KA HE, AP <0.05,*P<0.01,

Note. Compared with the blank group, P <0.01; Compared with the model group, * P <0.05, *P <0.01; compared with 21 days treatment group,

AP <0.05, #P<0.01.
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BHE R R JZ WA K i TLR4 ik, NF-«B 78
UC A B v o5 X 11 1 o, 8 0 45 380 R
TR FA MRS NF-«B 38 i 815 RAE A
Ji AL PR 2 LR A S g A B, DT 6 5 N Ak
T EDIRAS B NF-kB B0 2, 5 NF-«B i 5 A 45
B JA B ARAE F N HE R S ak B A4k i A B 22 I N
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KRR 7 A0 A A% T B 2R IR BB A8 (R 42 A R T
NF-kB B35 BRI TLR4 \NF-kBp 65 2259114

J7 UC Y EEH AT
ARV A R R WA TS RIPORLFEAK T UC #2
IR LS AR TLR4 (NF-kB p6S 2 1AL 11
Tk, BESAGIE X (P <0.01 8 P <0.05),
UESE T M7 24 RE A% a0 1k 2 1 b sl i) S A S 07 A A O
BN s A EERIR, HE— LD RAE P T BRI,
LM D8 9 A I o) 35 g b M 453473, [] 1 30
TEIESE BRI 5, (e ELAR Y S e P17, HL Bt
FHZG I IR REAS IR 7 RCR A
& % X #k
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