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mE R X Caco-2 RIEHARIEE IkBa ERFEBRIZVIER
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HE. BB NEFLEZanF-18(IL-1B) k%8 Caco—2 X J fm AAE A 4% B F 494 & & —kB(IkBa ) X H &
KRB GFRGER, SRR HEERE (VOO R TIRTT, FiE FAEKBESEZE 70 %~80 %4 Caco-2
mia o,k T AN, EEATIRLE ., BEAMA . B GBERE AIA. A R 2B (SASP) AR R 5. P Ak
Az, 1L-18 dlgkmped = KA, KEmiotrk, KA EHEAEEF PCR 7 %4 Caco-2 %9 f IkBa
#9 3K B & ik, Western blot 7 xaem L & & kL, &R [IL-1B #1849 Caco-2 Kz e P, BA L IkBa &
B £k AT EF A BA(P<0.05), w2 PAFH kBa AR EEP RS THEAE(P<0.05); IL-1B Al:#
#) Caco-2 fmfig ¥ P, AN IkBa &G R EIKT EF B, 122 FL%TFEL(P>005), MR &HE
20 IkBa AR AXARS THEAELE (P<0.01), &g 54 Z 5 IL-18 #1889 Caco-2 X & 40 IkBa A B Fo &
ey kAR LIRAMER, AR UC YER a9 HLEE 7T 46 4 374 [kBa & & 69 i, 445 NF-kB 6973%40, Az X
KB WER; FHELEME; Caco-2 Ml; MR FipH & G-«B; GmEi%-1p
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Effect of Kuijieling Decoction on IkBa Gene and Protein Expression in Caco—-2 Cell Model
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Abstract: Objective To observe the effect of Kuijieling Decoction( KD )on nuclear factor profilin kappa B(IkBa)
gene and protein expression in Caco—2 cell model induced by interleukin—1 8 (IL-18 ), and to explore its possi—
ble mechanism. Methods Caco-2 cells in the growth density of 70%—-80% were divided into seven groups: normal
group, model group, proteasome inhibitor bortezomib group, positive drug salazosulfapyridine (SASP)group, and
high—, middle-— and low—dose HD groups. The cells were stimulated by IL.—1 3 for the establishment of cell model of
inflammation. Real-time quantitative PCR and Western blotting technique were used to detect gene and protein expres—
sion of IkBat, respectively. Results The relative gene expression level of IkBa in the model group was lower than that
in the normal group (P < 0.05), and was significantly higher in the middle—dose KD group than that in the model
group (P < 0.05). The relative protein expression level of IkBa was lower in the model group than that in the normal
group, but the difference was insignificant(P > 0.05). High—dose KD group had significantly higher IkBa protein ex—
pression level than the model group (P < 0.01). Conclusion KD has an effect on the up-regulation of the gene and
protein expression levels of IkBa in Caco-2 cell induced by IL-1 3, and its anti—ulcerative colitis mechanism is prob—
ably related to reducing the degradation of IkBat, and finally inhibiting the activation of NF—«k B and relieving inflam—
matory reaction.
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Btz 45 17 & (Ulcerative Colitis, UC) M FRIAEEE
SYEBZ IS A, R RAETEME (IBD) R —F .
[AlF-kB(nuclear factor—-KappaB, NF-«kB ) g B 211
RAEPWEN T, 76 UC JAEPRIEE BN, &£
FILAAE 25 WAL FRT S AT R B 25 R 5 2y
I X TNF-ao K IL-1B 7553 Caco-2 RATAHIEALIZN
Jfl NF-«Bp65DNA Z5 & TEVEA T IRAVERM,
AIRERFEFIMLE, ASEE0 A 1L-1B HE Caco—2 4Hifs
ST ARAEREALR P S A 1 PCR WER T4 R % NF—«B
I 3 1 TkBo 192 I R K 2 BTG (Western
blot)7E MEL T 25 R X TkBow 2R F1ZRGK A2 .

1 R EFHE

1.1 ¥ SD KREL, SPF 2, Mk, fRFHE 180~220
g, M ARABBESLRYHOoRM, SHIES .
SCXK(#)2008-0002,

1.2 2% BaSRE T, mR . FIR L BATL K
WEEEL L, M TR ZMEBZ NG, & Mh B2y
KA 2 e T 3 0 RS SEE , Fn 2561 3475
B (i N R SN 25 MbRifE) . $e2HJr HL I FR IR ZY
B, TT B A K RO . AR i ik BE (SASP),
#45: 20101210, FifE =4EHIZABRA R, FIVERME
XTREZGY), 4% REUL ] 4 K B 10 RE A&, RIS
2y 0.5 g kg™, FIZEMIKBCA 50 g L™ W E /Y
TREW A

1.3 iF AR Caco-2 4lIffIRE, 9 Fr2=ahimnsdz
. BG2F ML ( Charaterized FBS) , Ho [ B 2424 B
YIRS TR T ; DMEM 5 32355, Invitrogen
Corporation, #HE . 1272041; A= -1 B, PEPRO
TECH, #t%5 . 1202B95R1; Trizol, 3 Invitrogen
ocwly AR R SRR &, S Invitrogen A H] 5
PCR &, b K ABHURHE AR A A [kBo Y
PCR 514, K#EFZAY TRARLNA; GAPDH (¥
PCR 5%y, b4 TAY TRE ARG ARA A ;
SCpE R PCR &, AW TERREARAHA,

25 . DRRO41A; Biovision mammalian cell Extraction

kit M £, [ Biovision A H], #%5: 50569; Bl
5L BCA P& ARG, SUEAEMAH, 75
KGPBCA; 164-5050Bio~RAD Hi 3k 1%, 3£ [ Bio-
RAD /A F); Western Breeze, invitrogen N1 I =
815192; B -actin —$i, Santa Cruz 2w, it .
H1709; IkBa —JT, Cell Signaling 28w, 5 .

0912009; £ 4i/NE = H0, bioworld A, 5 .
315466; Ham A HRP-DAB K4 8 (47 &, TIAN-
GEN 2~ %], %5 J8303; GS-800Bio—RAD 1Y,
Z£[H Bio-RAD 2],
1.4 58575 ik
141 FMERH & Bl ROKER, Bebni . K
AR AAT . RTEEE RS, KRR
2 g Lo REBEHL MIE R XA s R4l .
R L E (SASP)AL o 1E % X BEZH 4% 10 mL-kg™ A&
Jo R E B ZRIBOK, s RALHE 10 mL-ke™ AR 5T
sl ROK B (19.2 g-kg™) , SASP ZH #4715 A [RlA
E B AT SASP ZKIR B (0.5 ¢-kg™) , shnzhzh 2d,
BRI, SRIGEEE 24 h, 425 21k, 1AFE 2 h,
KRG 55 1 h I8 FE S PKBUM (5 ml/H), 2.0 HUi
W, 56 CKif 30 min, fz)i 022 pm 95 SLUER
o, BT-20 CHM. AYMETER NS H
N 375 5 7 o
1.4.2 Caco-2 4liffi35% & 20 %64 115 AIDMEM
FeFm, ¥ Caco—2 4HIMIAE 37 °C. 5 % CO, FiFifa &4
TR TSR, 3~4 d FIEARRG . KL R AP Caco-2
YHREERN T 6 fLAR I, #EFNEE A 1x107 ~/mL.
1.4.3 B RIEMMAE  Caco-2 4HMIIGTE . AR
B 70 %~80 %I, 3 R IE R X HRZH (20 %1E %
MyE) , BRI (20 %25 LS ) , & F e il 50 2
(20 %5 LY, I T4 3T 1 h A 25
pg mL™ BB K) , WS RS L T ARRIEAL(20
%. 10 %. 5 % 251035) , SASP 4 (10 %% 2411
) o iR 24 h G, BRIEEXTIRASN, HAaK A5
A10 ng-mL™ 8 IL-18 F3# 30 min, BUH40ML, W3
IHW, ZabH .
1.4.4 PCR Jy L kB JEH 23k B 855710
RAEAM ML, PBS #he—ahi, DL Trizol — 25 ik H2 U
RNA, BB UkR I RNA 528, 224N
PE RNA PR Je gl . kR G ui 1, &
FEARIC T g & RNA i 55 ¢DNA, i} SYBR
Green A 2GR TIE I E 1 PCR KGN, fRAFZE SR
It e R CoHE & ki Tt e s, A
KHy 2724 HAP ACH=Ct yuyuw—Ct mxwn, HEE
2 AL R R LU IR R R A 2E AR B, AR
2-AC( LR ) 2 (BRI )

GAPDH (J¥41%5: NM 002046.4) : 31MiFE X 5’

>4
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~AAGGTGAAGGT CGGAGTCAA -3', X X 5AAT -
GAAGGGGTCATTGATGG-3"; IkBa (¥4I 5 : NM
020529.2): 5| ¥ 1IE X 5" ~CAGCAGCTCACCGAG-
GAC-3", X 5’ -AAAGCCAGGTCTCCCTTCAC-3",
PCR W2kt 95 CHAEM: 3 ming 95 C, 105, 55 C,
10s, 72 °C, 30s: 39 MEH; 95 CHIEM 10 s,
1.4.5 BCA L HE =& IkBa fH Rk %R
Biovision mammalian cell Extraction kit 7] £ 15 B 45
e, 4RI Caco-2 AN AZNMIEE T, FEHH BCA 1
EHE AT R, EOAFEAZNE 4 SDS-PAGE HLik
(100 pg/Pkil) . R —t 4 CHEH 17K (B-actin 1 :
1000, IkBa 1:1000), —HiFERBEE 2 h(HRP Frid
FIEBTNR T 1:2000) . DAB i ()5 FHBER B AZAY
MRS R TR T, LHMEMS B-actin 9%
JFEHAEAE R B AR AR & i, R TR A

1.5 il # by ik v A SPSS11.0 #4114t it
AP, R BRI R Dy 22500, LA P
< 0.05 BEFAGIE L.

2 R

2.1 i 2% -1 HI#0Y Caco-2 A B mR-
NA KIERBW LK 1, BB IkBo JERIFA BT 2
ETFIER R4 (P< 005, BREERPFIEL IkBo FEHR
SIS TR, ZRIAGITEE (P <0.05),

&1 RERI IL-1p REAY Caco-2 HiAE IxBx mRNA &R
BN (x+5)

Table 1 The effect of Kuijieling Decoction on the mRNA expres—
sion of IkBaw in Caco-2 cell induced by IL-13

251 no N % g-acr PR
TEH X B2 4 - 0.0417£0.0055"  1.41
FEAIZ 4 - 0.0295+0.0063

SASP 41 4 10 0.0420£0.0144  1.42
HEEHEHRIH 4 25 pgrml” 0.03280.0102 111
WESREmARd 4 20 0.038620.0082 1.31
BSR4 10 0.0433+0.0032" 147
e D il Rves N 5 0.0281+0.0036  0.95

PE: SHUBALHES, P < 0.05.

2.2 &S RAXF IL-1B Y Caco-2 4iJifl IxkBa
FIEB gm0k 2 KB 1, AL IkBa &
FIMEFIER MR, PSR (P>0.05)
eI = = S S e = B P R AU K4 E
ZEFAGIFEE (P <0.0D),

F2 RERI IL-1B RIFHY Caco-2 Al IxBa BB RIZH
M (xxs)
Table 2 The effect of Kuijieling Decoction on protein expression of

IkBa in Caco-2 cell induced by IL-1 3

ZH n TN U % IkBa 2 H &
T HRZH 4 - 0.6620.11
BRI 4 - 0.54+0.07
SASP #H 4 10 0.56+0.04
ARG 2 4 25 pg ml! 0.84+0.127
s R e Al 4 20 0.73+0.05™
izt daabilli=e:| 4 10 0.64+0.12
s RAGGR k4l 4 5 0.57+0.06

e SRR TP <001,

o e N, a—

IkBa(43KD)

| A w— e T —
- P4 (39KD)
a b c d e f g
a. IEHXTIRAL b, BB ABEHNEIFIA o BRI d.SASP 4l e. fHi4h:
[B b S = W e s i e R e DA 11 |
B IL-1B I8 IkBa BEARIEEHE

Figure 1  Proteinexpression of IkBa in Caco-2 cell induced by

Interleukin—1(3

3 itie

HIEIRE R e UC KW RN R Z —, s
RAEFBIT . AT AR T E 2 A . P2
W DI AH 56 1) 20 it R - S R ) s ik iR 3 A
KB fiisi, NF-«kB 7EZN S «B JFHI45G, feidt ZF
PERVEANAE 7, P gnfsn = (-1, 1L-2, IL-6,
IL-8) . R R AE 7 (CTNF - ) 55 19 36 DR 2 5%
NF-kB J& UC B 4 Rl oGS [N 2=, 78
UC i RAFE RIS T B, A¥RER
B UC ZhBEAE NF—«B 75 M3 &5 09 W AR 1L-18.
IL-6. TNF-a Z5/K5F ETH, TL-18. TNF-a Atk
NF-«B #E— & Ak, TR 9 A8 (19 & 2E o >4 40 i
Z#) IL-18. TNF-o. A A AL B 55 5T
NF-«B i 8 (1 (IkBo ) T BE R Ik, M A v i
B IR, NF-kB ML R 5 7% 300 i A% 0TS B8 IR 5 o
AN T 2RAH0R, S 5RIERNL . HERN . 4
LR T R b A

TR A RE R R 740 TNF, TL-1B M LPS 2558
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AR AR IkBs (IR IkBo) RAERERE. 1
5 IBo 7EMATE A9 IKK BOFEF F okt whmk
b & HE TkBa 431 HF Ser32 il ser36 WA 5 891
BERRAL S 1Y IkBa #02 R &M 5 ) SCF (SkP-V/
Cul/F-box ) % i i, 51 E3RSIKB/B—-TrCP P 7101, M
ML IkBa 23 FH ) Lys21 J Lys22 32 2412, SR
JE# 26 s B TR AR UM I SR B % . IxBa 1Y [ i
fif NF-«B (A% ALy 41 2 58 ok, i AL NI 3l
Bk,

IL-1 816 B A5 -1 A1 IL-1B, TEAAKN,
IL-1 3G 2 h 118 ¥, B, 1L-18 O#A
N5 UC R E DIAHOC, B SR B 40 i ™
A, BN UC RIRIMAIIE 12—, wf L=t
PR AT SO A RS TE VR, RS | L A R i
WAL, SR — RN IHIERAE . AR
HRHET IL-1B fE 2 AR rp RR 2 2 5 R0 RN )
SEIAFEE IR AR, FRATATIARE T R, e
RGN MIERS IL-1B 75T 1Y Caco-2 JAE LM HIA A4
Jfl NF-kBp65 DNA Z5 & & A F/EA, IF H1E
R A S 30 min /E BT BM, B, ASLRR
FH IL-1B H3 Caco—-2 4l 30 min £ 37 4H Al 48 i A5
R IR K S — S AR R B IR ), AR
AE R BRI ATI0E kB B, TN NF-xB
JA SSRGS, R, FRATI R 5 T AR A
TR ZE AR A BH MR B

AL ERE IR, 1L-1B 551 Caco—2 2 HE 4
BRI 1Y IkBo SE R 225K 12 IxBa 2 F1RIA LT IE
WAL, PR IkBo M4 800 Bl R A 8 o vl S 35040 A
M IkBa B/, MM Z& 58 NF-xB I8 A5 5,
fifi NF-xB H U AR SR FE N 1Y) «B FAI 45,
BOERE S, NS 59, kK& . W,
BN B S SN o TS R i 2 IkBo 2R 3R IR
WY d e TSR ZH A S h Rl i 4 Tk B HE DR SRGA W] IR
FAERIL], AN EHI R kBa 8 AR5 W0 2
Fhi, FEAEES R T i 30 IkBo A B il 41
MIPN TkBo BEME, MIMIIH NF-xB 933 151k, W
BRI, HE/R s RN IkBa (T U/E F AT RE 2
HIByT UC ENLEZ —,

S Lk
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