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[(HZE] BB WEXRE R (DHLX) X K BUIRAE T 52 400 5918 52 78 F , 00 FL AR A AL 2 75 30 2 0815 Ak A K -8
(TGF-B) 3% Bl 1 (TAK 1) 5 s 3R 56 IR 7 Z AR 156 1 T 6 (TRAF6) A A L 25 4, P #5855 M T--« B(NF-kB) /22 2L R Ak
T H B (MAPK) {5 5 18 B35 A0 0 2 450 o 535 9% 20 2 SD R RBEHL S b 1E % 41 1 DHLX 41, 73 %1 F 4 3 $5 /k B DHLX
(320 mg-kg'-d")WEH 8 d, il & IE# M7 & & DHLX I 7% ; A IE % SD K B SR UGS 1+ Bz 4, UIRAS 1 Fz 4 532 9 4 < IE.
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PDTC+SB203580+DHLX 41 (20 mg-L"'+200 pmol:L'+0.5 wmol-L'+10% & 245 L3 ) ; W W Bs T W25 ¥ T Fl )5 4% 20 40 it 1) T
AR A SR T B H 25 W BEE I 7 7 (ELISA ) o W0 4% 26 4 it o 11 48 i 4 35 (IL) - 18 5 1L-6 1Y 3R 3K fiF 5 45 [ 492 B 38 7k (Western
blot) f i 4 21 41 Bl TAK 1 5 TRAF6 8 [ 3R 35 7K F- , o8 LU0 0E £ A K I TAK 1 5 TRAF6 (9 AH BAE T, 06 I 23R £ W fose i
%% TAK1 5 TRAF6 7 41l i 1 3 A B AL i (i o o 45 R : LPSAYE TG , 40 At 28 fok s /b, i 44 A48 [0 A5 /N | FH 25 05 45 L A U 25
] 1E 5 5 10 H 4L H g, BB 4 TL-18 R TL-6 363k it A i | F+ (P<0.05) , TAK 1 ik 1 B MK 1fif TRAF6 (1) 26 ik 1 F+ 5 (P<0.05) ,
TAKI-TRAF6 & MR & A& B RS SHAT 45, LPS+DHLX 41 IL-18 F1 IL-6 £ 1% i 1 2 F& (% (P<0.05) , TAK 1 %
K4t I i i TRAF6 3% 3 it [ AR (P<0.05) , TAK1-TRAF6 i 4 iU & & 4 & i b 3 39 I (P<0.01) , P 2R (AL o T A i b 5 5
LPS+DHLX 41 5, FEAx 4% 41 1L-18 Fl IL-6 3¢ 3k £ ¥ I & B AR (P<0.05, P<0.01) , 3l i BH ¥ 77 1 Fil J5 4% 41 TAK 1-TRAF6 & [ )i
BEW U B REAL(P<0.05) , 38 H B 736 & DHLX T 3l 5 45 41 TAK1-TRAF6 & [1 51 2 & 9 & 1 B 0 14 (P<0.05) , W 2K
FAE AN R Hh Ar e S E SR B . 8598 76 LPS 5 T AY R4 4N I 48 0 S P, TAK 1 5 TRAF6 Ml L2454 Sl fa 3, K ot
il 5 7T 36 B 4 LA B WL T g 5 12 #F TAK L 5 TARF6 940 T 45 & M T 400 4 NF-«B/MAPK {5 53 B8 15 10 A 4 .
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[Abstract] Objective: To observe the repair effect of Dahuanglingxian prescription (DHLX) on bile

duct epithelial cells of rats. To explore whether its mechanism of action is to adjust the mutual binding of
transforming growth factor -8 (TGF-8) activated kinase 1(TAK1) and tumor necrosis factor receptor-associated
factor 6 (TRAF6) , and regulate the activation of the nuclear transcription factor - kB (NF- xB)/mitogen-
activated protein kinase (MAPK) signaling pathway. Method;: The 20 SD rats were randomly divided into
normal group and DHLX group, 10 rats in each group, were given saline and DHLX (320 mg-kg'-d") for 8
days, to prepare normal serum and DHLX serum. Biliary epithelial cells were extracted from normal SD rats and
divided into 9 groups: Normal group, model group (20 mg-L"') , LPS+DHLX group (20 mg-L'+10%
DHLX) , LPS+PDTC group (20 mg-L"'+200 pmol-L"), LPS+SB203580 group (20 mg-L"'+0.5 wmol-L"),
LPS+PDTC+SB203580 group (20 mg-L'+200 pmol-L'+0.5 pmol-L"') , LPS+PDTC+DHLX group
(20 mg-L"'+200 pmol-L"'+10% DHLX serum), LPS+SB203580+DHLX group (20 mg-L"'+0.5 pmol-L"'+10%
DHLX serum), LPS+PDTC+SB203580 +DHLX group (20 mg-L"'+200 wmol-L"'+0.5 pmol-L"'+10% DHLX
serum). The microscopic observation of morphological changes in each group of cells after drug intervention.
Enzyme-linked immunosorbent assay (ELISA) was used to detect the expression of (IL) -18 and IL-6 in each
group of cells. Western blot detected the expression levels of TAK1 and TRAF6 proteins in each group of cells,
Co-IP detected the interaction between TAK1 and TRAF6, and further observed the distribution and
co-localization of TAK1 and TRAF6 using Laser confocal microscope. Result: After the action of LPS, the cell
synapses are reduced, the cell body becomes significantly rounded and smaller, but the cell morphology of each
group tends to be normal after medication. Compared with normal group, the expression levels of IL-18 and IL-6
in model group were significantly increased (P<0.05), while the expression level of TAK1 was decreased while
the expression level of TRAF6 was increased ( P<0.05). The content of TAK1-TRAF6 protein complex showed a
decreasing trend, and the two proteins co-located in the cytoplasm. Compared with model group, the expression
levels of IL-18 and IL-6 in LPS+DHLX group were significantly decreased (P<0.05) , the expression level of
TAK1 was increased and the expression level of TRAF6 was decreased (P<0.05), the content of TAK1-TRAF6
protein complex was significantly increased (P<0.01) , and the two proteins were significantly co-located in
cytoplasm. Compared with LPS+DHLX group, the expression levels of IL-18 and IL-6 in other groups were
significantly decreased (P<0.05, P<0.01). TAKI1-TRAF6 protein complex content in each group was
significantly decreased after pathway blocker intervention (P<0.05) , while TAK1-TRAF6 protein complex
content in each group was significantly increased after pathway blocker combined with DHLX intervention (P<
0.05). Co-localization of the TAK1-TRAF6 in cytoplasm was not obvious. Conclusion: In the LPS-induced
inflammatory response of bile duct cells, the binding of TAK1 and TRAF6 showed a weakening trend, but
DHLX could reverse the phenomenon, we think the mechanism of action may be related to promoting the mutual
binding of TAK1 and TARF6 to inhibit the activation of the NF-«kB/MAPK signaling pathway.

[Keywords] bile duct inflammation; Dahuang Lingxian prescription; transforming growth factor - f
(TGF-B) activated kinase 1(TAK1) ; tumor necrosis factor receptor-associated factor 6 (TRAF6) ; interaction;
nuclear transcription factor -xB (NF-xB)/mitogen-activated protein kinase (MAPK) signaling pathway
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A 0% Toll B 27 {K 4 (TLR4) /4% %% 5% [H T -kB (NF-
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R HH X B+ 6 (TRAF6) £ 76 AH HAE HI , 51 d2 NF-«B
M MAPK 5 53 8% 19 3005, 7 R A e . (AFE
JHA% 985, TAK1 5 TRAF6 & &2 A BEAEH ,
KB R AN X P A BAE S A B R R
Wi, AT AR AT, B, AR A 5 98 i) LPS A
&SI AN M A R, WLEK TAK 1 5 TRAF6 7EAR A | Kz
0B R A B B e 0, LA B R R Al 6
R EAE R B 3 A ) 52 L % O 28 R IR AE 5k
i 1) A FH AL
1 ##
1.1 ZhY % H SPF 4 il B¢ SD M pE KL 20 2, {&
Jr i (250+15) go WK T Fg 0 3 5 Sk 5L g s
HIRA W, s A4 3ES SCXK (i )2019-0004, JiF
AW SR TP B 2R — e R B s )
B, B B iR B AE S 18~24 °C , A X IR 50%~60%,
R BRI I P M SR RS E R S . ST E k)
B 25 K %% 52 5 3h W de A e B AL E (12 B S
DW20191017-023)
1.2 250 RE Rl A R E 15 g R
fl130 g P55 10 g A& 4R 530 g ML5E 12 ¢ A9 N 4
12 g F2E 15 g S 12 g AB4: 12 g WA 10 g 8 1€
30 g K H B S gk, & U R 25 R AR5 — s
B B 24 500 B e A 22 4 5 TG A O 7 - 2R R B (it
5 19110323) & R Al (L5 19100653) (25 g (L5
18122053) . 4 &k # (it 5 19091523)  #157% (it 5
19110333) . A% Py 4 (4L 5 19110373) (¥ 2% (L 5
19091823) . 4 #1 (It 5 19120613) . fif 4 (it 5
19120413) | i A (L 5 19091943) | # 1€ (L 5
19091713) . %& H & (L5 1911103) , fr 43 H 24 kL
¥ B R VT 25 0k A7 R A A 4R it LPS | p38
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MAPK {5 5 18 % FH 87 7] SB203580 \NF-«B {5 =il %
RHL W7 %) PDTC (3£ [ Sigma 23 &) , it 45 437l -y L4391-
IMG, IC50-17, 5108-96-3) ; Triton x-100 ( Jt &¢
Solarbio 23 A , 1t 5 104H025) ; K i IL-18 . 1L-6 Jif§ ¢
B 32 W B O 7 75 (ELISA) 3 7] & (8 I Cusabio 2
w4t 5 43 51 i CSB-E08055r . CSB-E04640r) ; % %
FEREPLIR TAK L R 2 5 [ H1 1k TRAF6 AR i A 1k
Y (HRP) AR 0 90 % —HT JHRP FRIC FHT B 4t
( 3% [ Proteintech /A #) , it %5 43 %I by 12330-2-AP,
66498-1-1g .SA00001-2 . SA00001-1) ; F B o7 [ i A
I -3- 1 R I S (GAPDH, 36 [ Affinit 23 & ,
fit 5 AF7021) ; BCA & 1 v & I s 3 71 & (36
Solarbio 2 @ , it 5 PC0020) ; Protein A/G PLUS-
Agarose ( 3% [& Santa Cruze 2\ # , fit 5 Sc-2003) ;
Pierce™ IP Lysis Buffer .ECL #8 # %& Y6 i85 & (3£
Thermo 24w , #1t*5- 73 %1 & 87788 .ED0015-B) .

1.3 A% 5410 AU (% R o B 0 L E
Eppendorf /A 7 ) ; BSC-130011 B2 AU 2f: ¥ % 441 ( |
TR R B T A WA e A R A | ) 5371 81 CO,L 3%
F% 4 Multiskan FC I [iff #7512 ( 3% [§ Thermo Fisher
Scientific A A ) 5 IX71 B & %¢ 6 B 55 . FV3100
AU R B (H AR Olympus 2 A ) 5
G560E # i yik & 4t (32 [E Bio-Rad /A ] ) ; Amersham
Imager 600 2 EE i WUR X (S E GEA ] ) o

2 Ak

2.1 SAMEMHES ¥ 20 2 SD KRB K
IEH4H A DHLX 4, 440 10 B . MR 4 S5 800 3 2 5
P 5 B mir A ST SR, R B i =6.3 < A 1 I
PR, fe 280 '8 DHLX 45 25 %) i 320 mg-kg'-d”,
X HEZH T DHLX #  , 1E 5 41 7 45 PR B A B 3k Ak
BB H o R M 2 R 45 2, R) B B ] 8 h, i 2
B 28 d. RIRSZh2h )5, R 10% /K & S R
PSR B, JC TR 251 N I E B KGR I, 75 30 min )5,
4°C,3 000 r-min" &0 15 min( B 0242 13.5 cm,
TR R AR S P AT 0.22 wm T8 AL
UE R L Uk, T -20 cCUKAE R A A . LB e A
DMEM 41 Jitd 15 7% 0K 1 3 1 3 43 590 5 B R 10% 1E
LT B 3R OAT 10% & DHLX I35 15 97 7

2.2 SD KM L g4 2wkl 10]
PEECARAE I R 4 i 8 1E R 41K RO S L 17 42 &
JE AL, T4 EE 37 °C 1 E V1 W E AT E T, R BRI
L, T A 50 B 0 N AE AR JIE A5 A AT B O AL
I 8 A0 MR, PR 2K, 4 °C L, 3 000 remin B0
5 min, 7 FIE  WCER A0 M, A G A I3 Y 8 7
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TR 3R TAKI-TRAF6 & A & & UL Y Lk ol .

2.3 YA K 4 25 Ab B HUSD AR I R 4,
I3 OH BB E 3 AL AL AT I A 1L
K FR W45 2 mL, B AL & 4008 1x10° 4>, F 37 °C, 5%
CO, M FE 451 F S S e A Ml A= KB il & J5 265 T
T, Bk IE H 4 A8, HoAx 45 41 & 20 mg-L'LPS 1Y
10%DMEM %% 72 Wi i #5 24 h 5 ; LPS+DHLX 41 .
LPS+PDTC+DHLX £ . LPS+SB203580+DHLX 4 .
LPS+PDTC+SB203580+DHLX 4 43 % i A 10% &
DHLX ¥ F2 W , A& 41 A & 10% 1E % SD K iR
Il 5 ) DMEM 85 7 ¥ , [F] iif LPS+PDTC 41 fil LPS+
PDTC+DHLX 41 f 200 wmol-L"' PDTC + i , LPS+
SB203580 #41 M1 LPS+SB203580+DHLX 4H
0.5 wmol-L'SB203580 T i , LPS+PDTC+SB203580
2 Ml LPS+PDTC+SB203580+DHLX 41 [A] A fin A
200 pwmol-L"' PDTC #10.5 wmol-L'SB203580 T fii ,
T3 [E] K 8 o

2.4 FEARAS I

241 HAFAAME LM ZEdl HAT
Tl 8 he , 76 2% Wi BE F W5 45 4L R4S - B 4 i
EPIA Nl E f

2.4.2 ELISA A 4 41 0 b 7 40 g 1L-18 AT IL-6
FORW O WA ARG 1 R 40 b T W, 4% IR IL-
1B F1 IL-6 ELISA i | & 5 B 45 43 5 & — bt . — 9t
LA, T 450 nm b a2 4 FL N OB BE 4, iE 47
it o

2.4.3  ER R BN L (Western blot) £ il £5 20 4
Ml TAK1 #l TRAF6 F H K5 #RICAIM S A,
BCA & 11 & 2 K U3 570 60 46 I 2 (1 v B2, SDS-PAG
MK A, A4 T4 % 0.45 wm PVDF i€ |, 5%
JI B 2F W A S, i A —#$T TRAF6(1:1 000) \ TAK1
(1:1000) . GAPDH(1:1000),4 °C#¢ % i3 % , TBST
EEUEE L A i A HRP AR 12 A9 —HT(1:6 000) = ik 57
H 1 h, R4 TBSTIEWE , ECL & L7 85 , Image J
A 53 W 250 IR AL

2.4.4 AR YT TE KGN 45 2 40 i R TAK 1 5 TRAF6
HHREGYRRIE  EE ARSI AR 1gG H
£ 1) Protein A/G PLUS-Agrose, 4 °Ci## & 2 h J5 ¥ &
FRE S AT B0 B EVE A —$T,4 °CHEE 1 h,
A H 2 Protein A/G PLUS-Agrose 20 pL,4 °C &1
T F 1 % 5 1P Lysis Buffer P ¥4 f 32 UL 0E KN 5 1Y
Agrose beads 4 K, A _F A 22 vl 20 47 8 7K V8 1 &
HL VKRR A 5 8 T 25 0 1 0 % 3 30 3 FF o 2 4T SDS-
PAGE ¥#E i H8 ¥k 4> % , ECL b 5% WL 52 45 21 40 e Y

NIH Image J 6.0 #4358 K FE AR LU 1A
2.4.5 HOLIER £ TAK] 5 TRAF6 78 IH 45 41
JEL B R S 2 A3 2 25 A 3L S, DA R A TR
28 4% 42U B [ 78 W E 15 min, Z 5 11 0.5%
Triton x-100 & & 8 15 20 min, 75 55 35 7L B /% 0 1E &
B9 LU 3 L3 5 B 30 min WK 48 0% T 35 PR RS 45 L
TIM—40 1.5 mLIF AR & 4 Cil i i &b H =
PO E | h, 2 A% )5, O IR AR 0 T e WAk 4
2.5 GeilE At SR A SPSS 20.0 # 4 E17 $di 48
RO AT, o B R xes R KR . PRALIE A FF A IE
VS, R F SR 2R 5 22 43, 4 A) F ek o
/N 2R 22 598 (LSD) 2 1 i, LA P<0.05 %R
ZRBEGIT¥E L,
3 &8
3.0 XA b MR S AR I e
B N WS & B, I H A b R A0 e g RE )2 A
RSO 1 7 N I O N N RS R e
MiA% s LPS T Wi J5 , 55 1E & 41 H e, A5 0 4 4 Jif % &5
AR A B S AR [ AR ) 2 K R T TR
T SRR 3, T 25 05 Fo A 45 4 4l i R 28 1)
W MR A A% B T 0L LR 1,
3.2 XFIHAS bRz 400 IL-18 FI IL-6 ik s 5
WAL R R A AR AE b R A M b W IL-18
1L-6 &3k 5 W] W FH 55 (P<0.05) ; S REAIZA [ d, Hidy
4 IL-18 F1 IL-6 3k 5 14 2 FE AL 3, Horp LPS+
PDTC+DHLX #i . LPS+SB203580+DHLX #H . LPS+
PDTC+SB203580+DHLX 4 i Z [ AL, 2 5% A A
F oA %3 X (P<0.01) ;5 LPS+DHLX 41 H %,
LPS+PDTC+DHLX #1 . LPS+SB203580+DHLX 41 .
LPS+PDTC+SB203580+DHLX #H IL-18 Fl IL-6 % ik
RG22 5 BRI W 4 2R 3 L (P<0.05) .
&1,
3.3 XFMHAE |40 M TAKD 5 TARF6 25 £ 5 1Y
R 5 IR AL A B ] TAKL 353k 2 BT
TRAF6 RIS BT, 25 BA W BE it =&
X (P<0.05); 5HIAZ L, LPS+DHLX 41 TAK1 5%
ik 3 TE R TRAFG6 ik 8 W 3 %,
LPS+PDTC+DHLX £ TRAF6 W I 4 fin , 2% % B4
BB ST 2% L (P<0.05) ;5 LPS+DHLX 41 L 442,
LPS+PDTC+DHLX 4 TRAF6 f{) 5 ik & W7 W B4
(P<0.05) , LPS+SB203580+DHLX 4 TAK1 ) & ik
U AR, 22 5 B AW 40T 2 L (P<0.05)
L2 2.
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WA IER 4B, B4, C. LPS+DHLX 4 ; D. LPS+PDTC 41 ; E. LPS+SB203580 41 ; F. LPS+PDTC+SB203580 41 ; G. LPS+PDTC+DHLX
#H ;H. LPS+SB203580+DHLX #H ;1. LPS+PDTC+SB203580+DHLX 4 (&l 2-[& 4 [A])
E1 XERMWADHLX)XM KXRIEE FFMBEESETHAZm (F 5 8 HE, <200)
Fig. 1 Effect of DHLX on morphological changes of bile duct epithelial cells in rats (inverted microscope, x200)

£1 AXBERMAXEE L EMIL-18F0 IL-6 XXMM (¥+s,n=3)

Table 1 Effect of DHLX on expression of IL-18 and IL-6 in bile duct epithelial cells (x+s,n=3) ng~L'1
21 51 il /mg- kg IL-18 IL-6

EHA 3.23+0.37 27.28+3.25

F 10 2 20% 18.26+0.42" 65.33+2.07"
LPS+DHLX 1 2094320 15.21+0.68% 53.61+0.65%
LPS+PDTC % 2094200 16.32+0.10 52.78+3.12%
LPS+SB203580 4 209+0.59 13.35+0.07% 56.82+2.35%
LPS+PDTC+SB203580 41 207+200°+0.5% 14.19+0.13% 47.93+1.95%
LPS+PDTC+DHLX 4 207+200°+320 12.37+0.83%% 42.32+2.68%%
LPS+SB203580+DHLX 4 207+0.59+320 13.49+1.31>% 36.48+0.29%

LPS+PDTC+SB203580+DHLX 41

207+200%+0.5°+320

8.18+0.35>% 32.76+1.65>"

5 IE R 4LV P<0.05; 5RO [ #5 2 P<0.05; 5 LPS+DHLX 41 [ 45 > P<0.05,4 P<0.01; %28 75 [ 4 Wk BF B0y mg - L3O 22 7R Vi g o

7 9 pmol- L™

TAE] mn - -“.' 80kDa

N E————

A B C D E F G H 1
B2 &4ATAK1S TRAF6E A RELREK
Fig. 2 Electrophoresis of TAK1 and TRAF6 proteins expression

TRAF6 60 kDa

in each group

3.4 XTIHAY b 400 TAK1 5 TRAF6 A H 4/ H 1Y
o e LT E 45 R BN, 5 IE R 41 g, B
21 TAKI-TRAF6 IR E G Y RBEA T EEE,
MAES TGI8 L 5H A e, 38 i BH s )
T i %% 40 TAKI-TRAF6 T H R E AR5 & B

TR, 25 BA %1% 3 L (P<0.05), 1 LPS+
.96.

DHLX 2 J i #% FH ¥ 5 3% & DHLX H 2 J5 4 41
TAK1-TRAF6 45 [1 51 & & ¥ 3 35 & W] W 7t & (P<
0.05) ; 5 LPS+DHLX 41 [t % , i@ ¥ BH i 7 B &
DHLX ] 2 J5 % 20 TAK1-TRAF6 & 1 & & W %
kB R R, 22 5 B BB G 2R L (P<0.05) .
W3 # 3,

3.5 XPAEAE I 40 TAK 1 5 TRAF6 3L & i1 iy 5%
M IECE A4 M A% (IR 98 %) S R A BRI AT
UL, TRAF6 45 I bR ic o & 2¢O, TAK L 8 HARIC A
AN NI G B g = R o | 0B i R R T = V2
CE B ) T 40 M T v 5 38 855, 5 78 2 240 L A 11
P45 , TAK 1 il TRAF6 7E 40 g Jit v K i =ik, e
57 B 5 3 % BELVRE R0 T S, TAK 8 () £ e %
Fb UM AN o8 B W AR 1 AN A7 e R A 3 I BE
R B S DHLX 25 )5 , TAK 1 2 (43 A 16 40 il 5
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£2 KERUWAXEE EFMEMTAKLS TARF6 E B RIZH M (X+s,n=3)
Table 2 Effect of DHLX on expression of TAK1 and TARF6 proteins in bile duct epithelial cells (x+s,n=3)
20 51 4 /mg - kg TAK1/GAPDH TRAF6/GAPDH

EH A 1.01+£0.21 0.00+0.00
TR 4] 20" 0.97+0.42" 1.71£1.07"
LPS+DHLX 2 204320 1.21£0.08” 0.61+0.65
LPS+PDTC 41 20"+200% 0.32+0.10” 0.00+0.00
LPS+SB203580 £ 209+0.5% 0.35+0.07” 0.00+0.00>
LPS+PDTC+SB203580 41 209+200%+0.5% 0.19+0.13 0.00+0.00”
LPS+PDTC+DHLX 4 207+200%+320 0.53+0.83 2.32+4.68%%
LPS+SB203580+DHLX 4 207+0.5”+320 0.49+0.31% 0.83+0.29%
LPS+PDTC+SB203580+DHLX i 209+200%+0.5%+320 1.18+0.35% 0.00+0.00

T 5 IE 41 BV P<0.05; 588 20 3 Y P<0.05; 5 LPS+DHLX 2H o4 2 P<0.05; 4 32 75 5t 1 Mk I 807 mg- L5 > 38 7 Vik Ji B 107 oy

pmol- L' (£ 3 /)

Tiput  TAKI s — s s s S - gy, £ kD2

e PN -

CO-IP  TAKI -..-‘.-..BOkDa
TRAF6 | - ‘-GOkDa
G H I

A B C D E F
i Input 2 5 i EEE 15 CO-IP Sk f %8 L il U o 19 28 F R IR
“w
B3 XERWAXMEE L KME TAKL S TRAF6 18 E /£ A
0
Fig. 3 Effect of DHLX on interaction of bile duct epithelial cells
TAK1 with TRAF6

o 5 TRAF6 25 A BAE T, 40 A% 56 %%, P28 A7
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4 itig

B 92 T30 U e AR R R I 2K 1 R A B R &
My i, D 3R R T BT B B A 45 G 0 R
AT DL S8 E ) 60 28 (1 18] /9 AH B VR 38 AT LA R 36 iF

EHE A5 RS AR A 2 AE A . ABFIEE
527 TAK1 5 TRAF6 78 04 % iE H A7 76 A B A H -

TAK 1 /& 22 24 i 1% Ak 35 11 38 3 (MAP3K) 58 %
1y R 51, A #% TGF-B, . IL-1B Fll TNF-a 3435 , 1% 1k i
TAK 1 A {¢ #F NF-«xB Hll MAPK 15 5 18 % 19 AH T AF
FH 76 BB R AR RE RN 58 v R 45 G B O 45 AR
Y. TRAF6 &% C i TRAF 455k 1) TRAF K
W R 5T, A i BE R iR R R SF 45 R S A
B i NF-«B 10 it 500 300 Bl (1K) 1 NF-«B i 1k
(32 2 38 B W TG M, T DL o A 5K 8] 09 15 5 3 1%
Sfe A R RE RN BIFSE & B, LPS Y A AT 5]k
TRAF6 1z Ak , 78 & 8L /) NF-«B # 5 i 12,
TRAF6 1z R b J5 5 4 M J5it 1 (9 TAK 1/IKK ¥ il 1
B2 AW T S B O B S I - kB i 2
I a(IxBa) B , 18 NF-xB % 5% 2] 40 g 4% rh S 3% 48
i AH 2 3 R 5% S Fn R 3K1Y . TRAF6 Fl TAKT
FVEH T15 5 281K % , % NF-kB 5 MAPK {5 5 i

®3 AHERUWAIEE ERMA TAKI-TRAF6EARESWHAMNREENHM (x+5,1=3)
Table 3 Effect of DHLX on relative expression of TAK1-TRAF6 protein complex in bile duct epithelial cells (x+s,n=3)

G| H 4tk /mg-kg! TAKI-TRAF6 & H R E &Y

EHE A 0.46+0.13

(R 20" 0.3140.15
LPS+DHLX 2 20"+320 3.52+1.03"%Y
LPS+PDTC 4 20"+200% 0.32+0.12
LPS+SB203580 4 20"+0.5% 0.37+0.09
LPS+PDTC+SB203580 4 20"+200%+0.59 0.21£0.10
LPS+PDTC+DHLX 21 20"+200%+320 0.93+0.09>%
LPS+SB203580+DHLX 41 207+0.5"+320 1.05+1.12%Y
LPS+PDTC+SB203580+DHLX 4 20"+2007+0.5+320 1.24+0.47"2%

.97.
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Fig. 4 Effect of DHLX on co-localization of TAK1 and TRAF6 in
bile duct epithelial cells (IF, *x400)
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