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Abstract

AIM: To investigate the effect of oxymatrine
(OM) on lipopolysaccharide (LPS) induced
expression of nuclear factor kB (NF-«B) in
pancreatic stellate cells (LTC-14).

METHODS: LTC-14 cells were cultured with
suitable concentrations of LPS as well as the
corresponding concentrations of OM. Cell
proliferation was detected by MTT assay. The
expression of cytoplasmic and nuclear NF-xB
was detected by immunohistochemistry. The
expression of NF-xB mRNA was evaluated by
Q-PCR. The protein expression of NF-xB was
measured by Western blot.

RESULTS: OM inhibited the proliferation of
LTC-14 cells in a time- and dose-dependent
manner. The expression of NF-kB mRNA and
protein was significantly increased in LTC-14
cells incubated with LPS (10 pg/mL), which
could be down-regulated by OM. The nuclear
translocation of NF-kB could also be inhibited
by OM.

CONCLUSION: The reduction of NF-xB
mRNA and protein as well as the inhibition of
NF-kB nuclear translocation might be involved
in the therapeutic effects of OM on pancreatic
fibrosis.

© 2015 Baishideng Publishing Group Inc. All rights
reserved.
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KIZHE, A5 B2k, =G 8009689777
L S PR R 2O R i R B B 2 4, K
A MR 5y r, S CP I E B R, 3 A 41 1R 44 g
BE) 53 e 2 BE(lipopolysaccharide, LPS) &
FEEREFEZE. LPSHNRN G, BisZ 3
F-kB(nuclear factor kB, NF-xB), Ji 35— &%
oI5 JORE N, G TR R4 Ml (pancreatic
stellate cell, PSC), {441 ffd 73 i (extracellular
matrix, ECM)II& 3G hn, B b, T2 pi iy
SRR, TR AT 4E 102 CP R 32 o B4 AE,
H Al i o 7 A S iE T B AR AT
HARE FUIE SE AT S 0 (oxymatrine, OM) B A
PR REF AL 1V FA™, AR 3L 4 T HL AN B
i, A SEZIG 8 i W 22 O MUK L P S il sk figé Al 22 1R
28 L (LT C- 1440 F RN F -1 B 11y 23 /B[] 1%
W AL RIFER, 3 — IR O MU JER IR 4T 4
A 23 HLE

1 #RIASEA

1.1 A ME EGibcon ], HHME R
AW E SolarbioA &]; IMDME: 725 H
HyCloneA @]; LPSIH H SigmaA&]; OMIMH
Sigma’y Al; JREGTH ARG B 365 5 E B A
YIHARA R 57~ F]; TRIzollW HInvitrogen
El; 750 mL/L (G drdl) . &40 (4 b
gy, FRAEE(OHT4E). DEPC/KYIIN AL
A HE BB AYEARA R STE A A SER RO
S P CRY™ 38 5 571 o At % S il R & W A
R eXEEMERFRAA, BHASP
Kk 77 & 1D AB & (53 71 & 1 B 2
EMr/ad]. NF-kB. B-actinfi 5 [E—$Hi)E H
ProteintechA @] ; DMSO H Sigma/A 7] ; BCA
A NS B A S E B R AR
AR TR A .

12

12.1 : LTC- 1441 Itk 2 £ [F Rostock
KEAEERBE IR obert Jaster#( 5 A 175 BHES. 41y
EE10% 064 IS HIMDME; 2 5 b, B T
37 ‘C+ 50 mL/L CO,/¥I5F & FE(FHXHZE H95%)
TG

122 B BE AL 7> J944~4H, ControlZH
LPS#H. OM+LPSZ. OM4. (1)Control4H.: Jin
AT ILTE L XPTIMDME: 755 (2)LPSZH: fin
NEHREJ10 pg/mL LPS(Z EGuZE™ A K R
i F B 0 20 i A R 42T 5256 L P SR FE A (]
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B 1 SESEXLTC-14MIISEEHIHENER.

IS I3 hy (3)OMHLPSHL: Fin A& i
HOMRIEM T TR I 45 R R 771 mL,
30 min/G MAMKEN10 pg/mLIFILPSHIELS h;
(HOMHAL: TN T EOMRIEMTTE, F42 i)
Bl mL.

1.2.3 (MTT ): Z%Ling%"
PANC-120 56 HOMIKFE, 4% B fis LU AR B I
MEEOM 2> N34H(0.1. 0.5, 1.0 mg/mL), &F£H 1%
HEBE IR 2080 14 34 64 9 hiX5AN/IN,
HE3NEE L. AL BRI ILTC-1440 bk H
FRGTE AU A2 S5, BB L X 10°AN/L I 41
ML, FEAERRT96FLANMINR,, FEFLAIA100 pL,
53224 hig, # 100 uL T M35 T NPT HIIMDM
FRFRIEYURA b, S5 &AL A & A Lk
FEOMARLEERE TR, LI TTAF0 h. 433 F-AH LI ()
R 96FLAR, TIANF0.5%IKEIMTT(S mg/
mL)EFEFE100 pl, 4 hig 2 abE9%, 35 28595
5, AL IIAL50 uL DMSO, B TR _EAK
AR 10 min, 78R RIS 5E & FLIK
JE (A sy nm), B BOGETHHEOME H KA1
TG A 2.

1.2.4 K S22 mmA
M€ B F6fLAR H, T AEFL1 X 101 %5
FEAG 20 B Foh T 6 FLAR TR g AT 4B B IE J, K5 9%
24 hZ J&, MATCILIE BT I IMDME: 77 5
YUk4 b, AL R E I 259, R
I ) 45 05, R 20 i AN RF B AR R O, FIPBS
THEVE3R. 4%% R EEE €, FHHIXPBSIETE3X.
MR IR PP 2 G 5 S 928 2L R34 2 A A 771 i
AT e A G B geta, Jeta 45 RDAB Y
0, HRAKFES P, ZHIKIEY, H A

1.2.5 NF-kB mRNA : NF-kB
mRNAFEE K cDNA KA B3 K
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LT C- 1440 f #2706 FLAR 1, 24 h) i H|
B, 44153 % N Control4l. LPS4L. OM+LPS
4. OMAH, Izl e AAE A ) =) F. A
3 hjg, FF i, APBSIEVE LK. BEFLH AL
mL TRIzol, #% MG & I U RNA. 2
Ja A A AL 5 A 4 A w1 S sl n & kAT
cDNAMIA R, H20 nLR Nk &R, T25 CHE
10 min, 42 ‘CH#¥ &30 min, 85 ‘CN#S5 min. fif
PR RS G S i B P CR(Q-PCR) 5
PR FRAENCBIEE A 2 if) B [ R A mRN AT
5], APrimer-BLAST 11514, NF-xB_LJiF 5]
). 5~AACGCGTCCAACCTGAAGAT-3', F
WEI¥): 5“TGTCTGTGAACATCCGTGGG-3',
Z HINCBIEZEBLA S TR I H 5 S vk {11
TransSTART Top Green qPCR SuperMixifif) £,
K25 nLMNAR R, B-actinfE AN Z, FIABI
7500 Real-Time PCR Systemi#-A7 46l

1.2.6 NF-xkB D EESHLTC-1440
M E s, BCAE HE &, MRSIE Ak E
NS5 g/L, FH S VR B Rt e F vk vk AT 40
FRUZ 2 FEL K FEL T SR80 V, 745220 miin, 43 55 i L
PKHLE A120 V, #5440 min, HLIKES 3R LL9O
mAHLREVKI M E A% SPVDFE F, BT
5% MR YR FITBSTH A1 h, IIANIKRE N
1 2 1000/ —Pikiked, 4 Cit R, TBSTHEM3
R, SRIE IMNHR PR IC 1 00 B 1 5 Ui o
H2 h, TBSTHMR3IX, o HECLAL Y KOt &E:
5. LAB-actinfE NN 2.

{4 GraphPad Prism 64t 1t
A AT AL B AR, 200 Flmean+ SDEEIR, 41
[A] LGB B RT3 T 22 93 i, P<0.05 9 %2 57 B
guitsE L.

2 BR
2.1 OM LTC-14

OM ] LUNHILTC- 1440 39 5, H 50 [a)
PRI R, Bl A& OMZG Pk 5 R[] ) 348
0T, S0 29 I P 8 B A0 ) FH 8 38 v (D).
220M  LTC-14  NF-«B giilial
Gl 2R 25 B 7R Control41(EI2A): NF-
kBTELTC- 14411 N ¥ 51 15 ; LPSAH (X12B):
NF-« BRIEAMZ N B, f5% AR IA & W
/0 OM+LPSZH(E2C): 412 FHNF-k B3 i
FIE, BiControldH E R LG 1T E X ; OMA
(12D): NF-xBFEAH I #Z A 55 AR /D, A AE i
K KERIE.

Elfa £ %HE

oM
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3 OMMLTC-144MIENF-xB MRNARIXSMIEIG. 1:
Control ; 2: LPS ;3: OM+LPS :4: OM .°P<0.01 vs
; 9P<0.01 15 LPS . LPS: ; OM: :
NF-«B: -xB.
2.3 OM LTC-14 NF-kB mRNA

Q-PCR& R IR, LPSZH#Control4l
NF-kB mRNAZKIX T E F 5 (P<0.0001), 1
OM-+LPSZINF-xB mRNA[#)F 1A & 5LPSHAH
bb 5 3 PR (P<0.0001)(E13). OMZH FIControl
HAH LA e G 8
2.4 0M LPS LTC-14  NF-xB

HEERAKF L, LPSHIBJENF-
kBRIEEHEIFE, M AOM+LPSH: [F]F i
J&i, NF-kB ik & U] & T F#P<0.01)(E4).

3 1118

CPs LB MRET 2 A0 09 Z AR AE. BF 75 2
ZAESEP S CIH AL 2 IR 2T AL 2R K S B

2 OMME/DLTC-144 184
RF«BZASM R BRE x
100). A: Control ; B: LPS ; C:
OM+LPS ; D: OM . LPS:

; OM:

A 1 2 3 4 kDa

v - e w— o

B 15
b
E B —
§ 1.0+
é d
? 1 1
S05 —
0.0 1 2 3 4
B 4 OMXILPSRIELTC-144BIENF-«BEHRIASHISS
0@. A: Western blot ; B: NF-xB L1
Control ; 2: LPS ; 3: OM+LPS :4: OM ."P<o.01 Vs
: 9P<0.01 15 LPS . LPS: : OM: :
NF-«B: -xB.

MRRRL LA, WE AL T LIRS PSS C,

KEARECM™, MECMI A B T A%, it

o= FEUEMR LT AL, i&ﬁﬁ?ﬁﬂﬂﬂﬁﬂ%ﬂ@%m%m
B, HHILARAR P A1 43 T e R e,

JER IR 4% Ji 1 41 B 5 Ao 2% tha J¥ TE R T

o i 5 R PR T B, AR IATE B N EBE R

(LPS)Z i, BIENF-«BRIA, 115 45 KT 11
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BRI N, 3 £ RS 53 AL T B RS 1Y)
PSC, W& PSC RO & 2R K, FHRAE
FTNF-«Bf5 58K, TRE R, PSCHFEH
i, ECMI K EA R, R 4Ef kKA.

NF-kBs&—F 2 DyRetz s 8 1, =2 —4
SER AU SR AR R AN, EE
ZHE. 2 BN A SME 5 RIBET, NF-«B#EUE,
W2 MR . gi R e 7 R B R T4
N RIE, Z5PRRAE. M. SRRk
AR FEERE. — AT, K INF-xB—
SR AA 5 41 B om0 R R 45 A UG TR T IR
B, K2 BILPSEH BT, 7 LLiF S NF-
KBRIEI NN, W AINF-cB 5| #2 k& 4 AE A i
FIRE (AN TNF-0, TL-6%F), X 6 K55 51F
FTFPSC, FHEPSCHUE, BHOKERIEVIA,
S KA T NF-«B, FERE &, S EPSCHr
BRAIRES, A RECME £, SEURARLT 41k
T K. NF-x BTE RS 4T 4E A0 10 R A R &
HECHE AR .

OMAERE M —MiEg 2y, HAT 21
Pias B A 4E e E f. 2O R 2 4AE
S, AR, BAE. RRAAZ. RS, oM
A LUIE S PHINF-« B IE, SR IE Bz 8% 5
FYEER. T8 RECIESLOM A A Fik
MREAFSEAGRIVE . 22T DL BT, JRATHEN @
T AN F-x B R 1A SRk 2 bk IR 25 4 1k 1
PR, E RS R 3EAE L, IESEOMPLB IR £F
AEAGI 5> AL, 9% 259 Bl R S 4 it
BErERTe i

ARSI, E i G A A B AR RT LA
MR, LPSZH B ControlZl &A= & & HINF-
kB 54 (E2B). OM+LPSZFLPSHL, #% N
Sy r B 2 (B12C). BRAEOMARERZH, W 5% 3]
NF-kBKHS 7 A7 AL T MUK A, 4 iz AR b &
Kk (E2D). BiHHOMAT DL 2 HIHINF-x BYE
LTC-1441A% W 1) % 4. 3832 Q-PCR i1 Western
blotsL 46 45 K E /R, LPS4INF-kxB mRNAFI
RHRIEEHZHIN, OM+LPSAELPSH,
NF-kB mRNA(P<0.0001)(E3) A EHARIEE
(P<0.01)(K4)BE Tk, ZRAGIEX.
Q-PCRF1Western blotfa il £ ., 2% B 75 JE K Al
AR, OMXTLPSHIBILTC-1441 INF-
« B B FIINHIE . @ st 45 R, A TE
SZOMA] LL#ENF-kB mRNAREFIE [ARIEE T
B LA S /DN F-x BA% 5 i, il i 1 4% N F-« Bl
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PR IE 5 TR R SR IR A 4 A ) 4 .

YA FHOMT- TG, AT LA = A 98 RE %
B FNF-«BIRIA, M1FPSCIHEALIR/D, 474k
AF F M. Sk 2L P SH O RUE R
20, TLRAZR AR N, 18 BIENF-«B,
755 oA 98 RE DR R0 PR IR 7 (R i s AR IA
UL BATTHE T, OM AT LUE L A NF-x BERIE
PA SR /ONF-x B 2 hr, SRk B AR 41 410 1)
YEFH, & 75 283 TLR4/NF-x Bf5 5 il i 5k
RAEVER, 5B F — SR I0iF sk,
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