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Abstract

AIM: To analyze the relations among the aberrant
methylation of the promoter CpG islands of tissue
inhibitor of metalloproteinase 3 (TIMP3) gene, its
protein expression, and the clinicopathological
features of gastric adenocarcinoma.

METHODS: The methylation status of promoter
CpG islands and protein expression of TIMP3
gene in the tumors and the adjacent normal muco-
sal tissues of 78 patients with gastric adenocarci-
noma were detected by methylation-specific PCR
(MSP) and immunohistochemistry respectively.

RESULTS: The CpG island methylation of
TIMP3 was detected in tumour tissues, cancer-
adjacent tissues and lymph node with metastasis.
In increasing order of frequency, the hypermeth-

ylation rates of these tissues were 35.9% (28 of
78 non-neoplastic tissues), 85% (17 of 20 early-
stage cases), 89.7% (52 of 58 progression-stage
cases), and 100% (78 of 78 metabasis lymph
node), respectively, and there was marked dif-
ference between cancerous and non-cancerous
tissues (P < 0.05). However, there were no sig-
nificant differences among subgroups of tumor
tissues (P > 0.05). Immunohistochemistry analysis
confirmed TIMP3 down-regulation in tumur tis-
sues. The rate of TIMP3 gene expression in non-
neoplastic tissues was 100%, while in tumour
tissues, it decreased dramatically: in early-stage
cancer, it decreased to 30% (6/20); in progression
stage, it was 3.4% (2/58); and in metabasis lymph
node, it was 0% (0/78). Of 70 tumor tissues with
negative TIMP3 expression, 64 (91.4%) were hy-
permethylated and 6 (8.6%) were unmethylated,
indicating that there were significant association
between hypermethylation and reduced or nega-
tive TIMP3 expression (P < 0.01).

CONCLUSION: The hypermethylation of pro-
moter region in CpG islands is a main mecha-
nism of reduced and loss expression of TIMP3
gene, and it may provide an evidence for mo-
lecular diagnosis and stage evaluation of gastric
cancer.

Key Words: Gastric adenocarcinoma; Tissue inhibi-
tor of metalloproteinase 3; CpG island; Methylation
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inhibitor of metalloproteinase 3, TIMP3)#k &
B3 T AL 2 G Rk e AR KGR 5 AT
TIMP3ARCpG & 7% F AL H IR R
s IR 24 A 0 X B b

FiE BA W%w%%iPCR(MSP)ﬁ?ﬁ?’Fﬂ%J

FRALRACE T ik o R el T84 & B8 R
/Té}];?téﬂ//\ N F] ﬁéﬂ//\&ff‘?ﬁy/ﬁa ‘:P TIMP3
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AW BT FRAAR G FEAF I

HR: FEFAARAS, T, HENTE
BT BT PTIMPIA R B S FH A
FARACS AR, R 5 ) 4 35.9%(28/78);
85.0%(17/20), 89.7%(52/58); #:A45#H & 4
100%(78/78). B ##ZATIMP3A K 23T 7 A&
ER & T H EFFBLA(P<0.05). § EF
FEBEZL A TIMP3 & & A4 23F 4 [ H(100%),
200 21 8 5% P, 641 FARE(30%), 5841 it &
B F P, 26 A (3.4%), EEHSKE L P
AR AL (0%). B RET06) & & R A P
ARAT, 646 TIMP3A B & 3 F F A AL
(91.4%), TIMP3& & ik 5 B3 -F ¥ AL E
7 2 i 48 K (P<0.01).

£t B TFTRCpGEHZHFTRMARE T HAR
PTIMP3 A B &k %k &6 T 2HH), TR A
BT 5 m A i E AR A2 —.

*8813: BIE; TIMP3; CpG5y; FEL

KhTF, BEW. BETIMPIERBTHENNAEEDRIEN
BFE. WRENBHAYE 2006;14(2):138-143
http://www.wjgnet.com/1009-3079/14/138.asp

03I

H I (gastric carcinoma) & 4=t Ftfe i WL AL
JHRg 2 —, HRARER —NZEEZ 52
B Bk B I B PR 3R g AR AN A B AN
[F) PR, 5 A AH 5k BT ) 45 4 S 3R TE 7K1 e,
T EUE R A R R A SR PR D e R AT
Aeil il 2 Fhagte, H s A DN A S H
A AR R BRI K 5 SR AR 22 A 3 B D R TA
R A AR 3 AL AR 2 BrRa 1 R 2R R Pl
AT BAIER. & 5N IR X A
F & MNCpGIFFI, FRoACpGEy, MH AL, XL
TS AT 1) LI I AN e AR A, (R — BB PR 3R 1)
AN N e e B AT TR = v I i S S
RIAR 22 JM9gg AH O HE DRI IR 2R 35 8 3L 8 3l 1 X
[ B 34 45 5%, fipl6, THBS1, TIMP3, hMLHI,
MGMTZY, 21 284 g 4 111 B 573 (tissue
inhibitor of metalloproteinase-3, TIMP3)$& i1 3% it
< e AR N, R R A A i A TR
B REAEFNEFE, TIMP3 I 25 5 e 1k A2
SRPL FRATT R R LA P CR (methylation-
specfic PCR, MSP)H AR G2 20 234k 2 73055
Sl AGT U 7 818 H e KR TR TS IR AR AL

www. wjgnet.com

HAFNE R M B 45 P TIMP3JE M B 8 FCpG &y
FHJEAG AN B R A G O, BRI IR R S 27
S5 R AR IE A, 2 BT TIMP3SE A
CpG & 5 F AL 5 i S LI PR B AIE
1 I

1 RATSE

1.1 A4 1998-03/2005-05 [F = RL K 24} &
H— BBt RO T R s B s R RS
ERAL . B SR M B 457841, 295
PR € 12 W, Fi PR BoiE 6 DB TN M 23 i bx
e R 2 R T e A K 300
TR H A oAb B Z oy . 4y UL 54
B, 24 SEEER56.2+7.5% B E 120
1, 2 J 1 H e 58415 sr e At44dl, KoL A 14
#1. 10 mmol/L hydroquinone#13.9 mol/L sodium
bisulfitelyJ [ Sigma’A #]; DNA Clean-up System
It [ Promega’s i1 ; TIMP3Hik A SPi A &) [
R LAl ) TR PR A ]

1.2 7%

1.2.1 VA FHPCR(MSP) X H 4L
B 5 EP CR T AT, B3 Ak il A BE A AN R
Ak B OE N (¥ A0 R i 4 i 4 S S BE R
B % . IR AL (TIMP3-M) AR B 3E 4k
(TIMP3-U)51%¥), TIMP3-M5 5] %: 5 CGT
TTCGTTATTTTTTGTTTTTCGGTTTTC-3H1
5-CCGAAAACCCCGCCTCG -3; TIMP3 -U#|
WFH R 5-TTTTGTTTTGTTAT TTTTTGTT
TTTGGTTTT-3#15-CCCCCCAAAAACCCCAC
CTCA-3. N4t 95 CHiAEES min/&, 95°C
APE30 s, 59°CIRK60 s, 72°CIEMG0 s, 40ME
R, 72°CFHAEMP10 min, BURHHEER HLVK, EBY
. R APOLE LR (Pharmacia LKB Ul
troscan) KAEHE, 7B LUK S5 . S0 S IR,
L YHERAT S50 #T

1.2.2 Ay KSR EPUEREA —
TR e (7, G AL Ak Yo o 8 IR % I
HEAT. e bR e 40 M0 5 8% 8 60 2 B
P, DUIE 25 4 XA B, LAPB SAR,

Shimizu er a/": 5B T WELYL (4 5 5 A B
PEZH 53 A1 36 B2y AR 4), ot 05y, B
0 55 1 B 32 5 T B 2 ) R DR 1), G (i e
TGy, Yt 35y, Jo VA Ml 04y,
BH P 41 B 20<30 % & K147, 30%-60% # 42457,
>60% & h 35y, R Z AT . <240 A

A7 B A 5
FAEAE FZ AR
R RAR A
o T AL, XA
AL T 38 3 R 4L
i, {2 R
B AT % & FDNA
V2R DN & S
ZDNA B 15
1545 7 XONBE T
L S AGE AR
Ak, ¥ DNA
4, WA A
b 9 69 TG AL A2
MR A B
)
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[ IEE A 1 2 3 4 ®1 SEELATIMPIBIHFEENLSEORIEN (%)
DNA VA2 &4 M m u m u m u m u
A b 55 B 5 08 500 bp
s EviE LA TIMP3[BE)FEFEA TIMPIZEEIZRIA
EAH SEEA 250 bp AR n BEE B
R, AFFRAE e
W ) A B 100 bp === 78 28 (35.9) 78 (100.0)
B L0 4% A SHSEE 20 17 (85.0) 9 (45.0)
Gy T AL 1 EBEESIEPCRIMSP). 1: I IA(E X214y, 2. HEAISE 68 52(89.7) 2oz
RAAKRa AT R, 3 RIS 4 BEHKELS. LIS 78 77 (98.7) 12 (15.4)
B, BRI
el B A
PAT A A

R SR
T

&
d -" ¥

L

2 TIMP3 EEGRBLAMREBLERSP x 400). A: 1FHH L B: RIS C: IR D HEmke s,

TIMP3RIE B, 37024 55 FHE,4-570 A5 B, 6
53 A R .

it AT Dly” M Fisherk Bk 5620 # A
[ IF 00T S R TIM P32 K 3l 1 H 4k R Al i
I IA 1 25 5. R SPSS1245 T8 H 443 #t.

2 BR

2.1 TIMP3 AR &3 T FRAHH LIRS
FENZHDNA NI, ZMSPY 15, LA
eI 3G =) 53 9 116 bpAI122 bp. H
IERAL B LRk 45 P TIMP3 2
DA 8l 7 38 47 F AR B I I %, LA Hh ) B
PR Y R85 % (17/20) BRI
Ji89.7 % (52/58) M i B bk .45 98.7 % (77/78), T
B IEH 412U 435.9%(28/78), L4 iH2# s,
B9 A% 5 R A R AT AR B
(P<0.01, E1, K1), $& BBk A
2, TIMP3 FUEAL R Ty, i D A Ak n] g

S5 B I R AR RS,

2.2 TIMP3% & & ik o %o 9% LBAL A7 78411 IE
WHZATIMP3 8 13RI 4 N FHPE(100%), H
T, 20490 5L ol BHAE, 11451 B
PE(55%); 584913k J& 301 e b2 1400 BH A, 37461
M1 (63.8%), 78414k 4 rh BH 12, Bk
66(84.6%), LGt R, B A4S B IEE 4
ZUL B AR W3 1 L(P<0.01, K2, K1),
PR SRR B S A, TIMP3 2R (AR 1A
AR, %I I 1T B8 T TIMP3 H 54k
SEEARIL TR IEWRATIMPI & A RIL
F AL T A0 M BT, A A 4E AT D A i /> &
KIL(E2A), BRARGSHETOHIR, & A BA U B
59, L0 AR SRR, e A IR R 5
T e A 2 ORI Sy BOR AR K (R )
1), BRI 40 A AN TR

2.3 TIMP3A R B3 T FRAUALE G R
% Z PRI E R, SRIEIRAE KA TIMP3
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X 2 HENEERIEY STMPBEL REBHRABNER 1 (%) Wi REE
K LHR T DNA
$=hT n TIMP3FS5) S EREH L TIMP3ZEBRIE Zii 2 ii?
IR (cm) <5 5 3(60.0) 1(20.0) AL, AT
5-10 45 42 (93.3) 18 (40.0) A 98 AL 89 BT 5
>10 8 7 (87.5) 2 (25.0) BAGF W RAGTT .
RIREAL: Borr.2 12 10 (83.3) 4(33.3)
Borr.3 37 33(89.2) 15 (40.5)
Borr.4 9 9 (100.0) 2(22.2)
LISEAL= PN i) 44 39 (88.6) 17 (38.6)
KA 14 13 (92.9) 4 (28.6)
HK53 R+ &R 27 21(77.8) 15 (55.6)
FIN=2N 31 31 (100.0)° 6(19.4)°
IEEEEERRS: <7 36 30 (83.3) 17 (47.2)
=7 22 22 (100.0)° 4(18.2F
= BET, 2 6 3 (50.0) 1(16.7)
RIET 23 21 (91.3)° 9(39.1)
BERE 29 28 (96.6) 11 (37.9)

?P<0.05, °P<0.01.

TR T A PO A HUR A K A 2100 %
vs 77.8%, P< 0.01); M E L KT 74 (1 457
I ZU P TIMP3 FEEAG 2 B Wl T2 T 74
FILZ(100% vs 83.3%, P<0.05); M R F1E K
JEEZH 2 TIMP3 FE AL A B (2 s &I AL
JEHHZ(91.3%F196.6% vs 50%, P<0.05), $E/R
TIM P35 A R4 2 T v Lok iR AR K,
WREGE 2 (=T, KT RGE KM e 2 W,
SR KN R AR R R G R TG, fE
5849t Ji 1 R AL 23, TIMP3H R IA B
HA36.2%(21), FPUIRFN SR A ACH ZATIMP3
RIS T g R A KA Z2L(55.6% vs
19.4% , P<0.01); #HH WL T7N M4
TIMP3 & &AW 2w T KT 7N (A7) 1)
WA (47.2% vs 18.2%, P<0.05), #&/RTIMP3 45 [
FILF PR UTRIBARAEK, HBEMHELSE LT
IR 22 WL, 5 R K . KRR 812
IR R L TE R (FK2).

3 IiE

ARy Z R 2 BOER, AWy
PRI AR AR e, FoR AENLEIAE T4
JHO A e PRI 5 R R D e R AR T R A BAR
iR B I Ay, A MR TR B R R L K
R, — A RELEm, i DNAKE
W2 P 51 SR T T R AR g — AN i 2 g4 o7
(epigenetics))zi M, JLWTFTHIXS ZAL KPR IL 1)
Ak, X AR AL R A o R A, (B
LATRFENDNAFF S K, EDNAH 516
PG 7 SN SRRV i B PR 1) R0k, 4%
DNAZjfE, SEAL IR R 1) e # rhollok ik
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Z R EA R HSDNA R AR
TR I S A, LS A i R
DIIAF D 183 S5 DRI R Rk A R0 9 i D sy Y 64
U, IX B S A D5 — g T R I e
PRIETL 5 — 5 T A A S DR R T 5w S 8l
PHFEIX CpG iy 5 e AL T A il m RN A% 5%
PEFRY, S E0ZIE R T, TIMPs K A 44N ik
BI(TIMP1, 2, 3, 4), J:FRTIMPI, 2, 44 0 %1% 5
W, TIMP3 2 541 oL lR(ECM) 4 & 1R
VAT A, AT AN B IR R Y
BE R, A7 TN - o 6t g 1 300 3o 5 e 4 P e
T TNF-o 32 A P RE P A6 T2, 3036 5 41 M o
T I BB P 45 412 HOBIMMPAIHE I MMP
4%, TIMP3, 4588 5 MMP-247 = JE 215 A1y, #)
REAE BEMHIMT 1-MM PELE MM P-2f J5 11 i B,
A bR 40 i ) A K K 6 B Smiith et al™&:
IR IETIMP3 [N 25 i 4N oAk A T4 2293 34
WA D, SR TG, B S AEAE R SR 41
Ao TNF-o) Bt A I 1 ] R B 70%.

IRV L I TIMP3 5 B 9 1) 5% & b H
70 P PR R R L, FRATTA I T IE R
M, HRMARKEE KOG P TIMP3EER
S CpG &y 58 AL S Bl 45 SRR I, 85%
PA b 1) 4% 0 B 9 AT TIMP3 LK 53 C p G B St
LIS, 5 W B A b B = R
(P<0.01), UFBATIMP3EEJH 3l Cp G & &4k
T 1% DR R TR O 11 A R IR, LA
T R IEHLH]. Gagnon er a/®RIETE BT AT
TIMP3 mRNARIAHK . TIMP3IERH )5 5) 1
CpG &34 0 H FEAL IMCE- 7t 41 ik b, 1
5-AZA-CdR% FTIMP3JEA £ AL, HEAT %
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;@ﬁgifﬂr i, SHIEIRT-PCREGI, AILTIMP3IER T H R MIAE TN ik pged 1) e R v e Uy Tl AT — 2 11
IR 5 LA F

#, feiRskit, 7
HEETAT, A—
SR A A R
T, JFRALAS LA
P E AR
BB SR
BF 5 A 1 R T AE
R ATHR,
LA FERESL.

ik, HARRFEE FARR]. AL AR, 7861 1IEH B
LA TIMP3 8 [ 4T AR B, 1 A B BH P
FI5 028191(35.9%); 2041 51 H P TIMP3 &
FIRIR O BH A, SR BH P 3 IE S 17491(85 % );
58451 1t 2 91 15 98 T TIMP3 25 A 2382 149 B 4, FY
FEAb BH 38 A 52491(89.7 % ); 78151 H5 F itk . 45
HTIMP3 2K 1R IA P12, FSEALBHIE & IE A 77
$1(98.7%), F- . W R A RS e gk
IR R A 2R 1 22 e 38 A W 35 PR (P<0.01),
UESE T TIMP3H [ 3Rk ik 2k 5 1% 5 8 3)) 7
CpG i FIIEAL B VI DK, Feng et al™4{Is 1 2%
B I 40 0 RTARMITEG-30T 58 i A5 M A1 45 4R,
UEBTIMP3 2L R JH 31 Cp G iy AL 2 % 2 A
B R AR R ) A B SR 7R R AR A
W, S2BITIMP3 33 7 CpG iy kA Ak, A
FR214, $EREBR A3 CpGEy AL LLSE, —
LG T A P DT 3% G R DR AR v, A g | i R R 3R
R R AEAR S T H I B 34 5 bR AR F AL AN
A SIS 0 BH P, 8 R Sk SR AT R

TEANTE 2 FIEAOIR DL, JRs 2 23 VR 2 (1 i
JAN M, Z2MSPOH A AL S ) 48 )5, thaT
HRAYEF=H. ZARATIMP3H (A3 5A 4 B,
Uk, MERRA %52 SN AR . Kerbel ™4
T8, FATHAL W RE IRV v B 960 40 10 A i A gkt
RN IR B A A KA, XM AR KA AR
EH T % 1P . 2 40 TR R A M 3 0 R T e ok A
BT RS AN A K DR AT R R s T S IR
(R EREME AR B Fr LA, A i A fieh g s A
R 2y F bR KO T g SN HY A
JigRa 1) — ML B i . AL B IR AL U N
35.9%, 7 J3 e R E J 0 1 R AL R TR (85 %
H189.7%), W45 T AL 2 498.7 % 55—
FTIMP3 8 38 P PR IA A e T H B 4
2, 1 R R e AN R g B
ik, ML LT BRA BRI, Fkgh e
ARTIMP3 A HSEAL Bt A il eg 1 ik e 1 20 7 v,
R AR EW R, AWK
HIg T LA IR R R4 #S. Yegnasubramanian
et al®™ i, 1§ Freal-time MSPX §i 41 Ly 40 ity
A T3BI R RT SRR . 9 VB B iy B B
254 F 4 Al g A SR EAT BRI, TR T A
# 5 TIMP3 AL [ &TAAH G, JF BRIHAEN CpG
AL 5 7 5 s 1R Rk R A K, X —
SR TIMP3 2 R A A 75 i R v b A
EAER. ik, 1E#ACh, TIMP3 CpG S0 1K

SHIME.

TIMP37EN K1 AR 2 I IR R A
PRI R, WHRRAE, Bk, WL, ufh
P 5 (A5 Y, S AR S e BB IR 10 T 3 40
21 L 18 5L Dl A R (RITRE BUR ), JF S )
IR R R B DA DG AR TIMP3JE R 75 J5UR M
P PP AL S DLANRIE B 2D, I Hh R A,
BAT RIGEAL AFAE, $E75 AT RETIMP3 LA 7E
SR AT A R AL, ey L, iR
SN R 28 M CANBUARBILAE i 256 A 58 4% B
SR T BN AL SR, IERIUAELIDN AFTIE(L
AR IR B 2 U, IRAWTFIDN AR AL
L5 R IR I 3 S A FIHLHHE A7 R T e
TABLEI AT S A T IR T
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Abstract
AIM: To investigate the impact of hyperthermia
(HT) on human gastric cell lines in vitro.

METHODS: Six human gastric cancer cell lines
(AGS, MKN45, SGC7901, NCI-N87, SNU-1
and SNU-16) were used in this study. HT was
achieved by incubating cells at 43 “C for 2 h, and
cells incubated at 37 'C served as normothermia
(NT) control. MTT assay was adopted to evalu-
ate cell proliferation and cytotoxicity after HT.
The preliminary morphological changes were

observed by light microscopy (LM) and fluores-
cent microscopy (FM) while the ultrastructure
changes and the specific cell death styles were
determined by transmission electron microscopy
(TEM). Flow cytometry (FCM) was used for fur-
ther quantitatively analysis of the proportion of
apoptosis and necrosis after an annexin V-FITC
and PI double staining. Adhesion and invasion
test in vitro was also adopted in this study to
evaluate the impact of HT on cells” adhesive and
invasive ability.

RESULTS: According to the data of MTT, HT
inhibited proliferation of SNU-1 cells significant-
ly (P < 0.05), while it had no marked prolifera-
tion inhibition effect on SNU-16 cells (P > 0.05).
For the other four adherent cell lines, HT only
inhibited cell proliferation temporarily (d1-d2,
P < 0.05). LM found that HT had no cell-killing
effect on most of gastric cancer cell lines except
SNU-1. FM and TEM indicated there were no
significant morphological changes of AGS cells
at 24 h after HT treatment, while apoptosis and
necrosis appeared in SNU-1 cells. FCM showed
that HT therapy did not increase spontaneous
mortality rate of AGS cell (t = 0.45, P = 0.678 8),
but raised apoptotic and necrotic rate of SNU-1
(mortality rate from 9.71 + 1.14% of NT to 20.05
+2.49% of HT, t = 6.54, P = 0.002 8). Adhesion
test indicated that HT reduced adhesive abil-
ity of four adherent cell lines (AGS: t = 4.86, P =
0.008 3; MKN45: t = 4.50, P = 0.010 8; SGC7901: ¢
=6.83, P =0.002 4; N87: t = 4.16, P = 0.014 1). In-
vasion test also illustrated that HT decreased ad-
hesive ability of all six cell lines (AGS: t = 2.94, P
=0.042 5; MKN45: t = 3.60, P = 0.022 7; SGC7901:
t=4.70, P =0.0093; N87: t = 12.41, P = 0.000 2;
SNU-1: t =3.63, P = 0.022 2; SNU-16: t =4.13, P =
0.014 5).

CONCLUSION: Most of gastric cancer cell lines
used in our study is thermotolerant to time-
limited HT therapy. HT can temporarily inhibit
cell proliferation while had no cell-killing effect
on most of gastric cancer cell lines. SNU-1 is an
exception, and HT can induce both apoptosis
and necrosis. In addition, HT can reduce cancer
cells” adhesiveness and invasiveness.
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BE: R BANAR Bk, 5
ABREW AR A 897 h.

Tk AR FEm Ak (AGS, MKN45,
SGC7901, NCI-N87, SNU-1£2SNU-16)4743°C
2 hey B2, 3T CH IR AR, &
)5 FAMTT ik %4 & K b & 5F FL 43 78 4 )
WL, R THENE @M ERE AT S
% % 1; Hoechst33342/P152 8 3 &ML m e
MR EF AT TN, B4 B4 (transmission
electron microscopy, TEM)ML % 4m feL A2 %
At T AR X A @R (flow
cytometry, FCM) & & 47 2 it 64 28 = Fe 371 5L
Yo fs; Zh W Aedd 20X B VLK B R 4m A0 64 F5 T
FelZ 48 7.

R MTT#R 7, BAXNFSNU-1A £ %6938
75 #7404 A (P<0.01), *FSNU-161 £ B %%
"0 (P>0.05), *T4kkNEAE 2m oL W) & I A 4 ATk
84 3 75 4] (d1-d2, P<0.05); KA L IR
AP S SNU-1%8 e h L5t =, o H e m e
T; G EFEH AR K ILAGS LR
272524 W REF N AT ERE, mSNU-11]
LA T3R5t ; FCMAR iR 4 4L 22 R 3
AGS# B AR TF( = 045, P =0.6788), {2
AeiF FSNU-1L A B Ao 3R 50, 3 et 5L
TH(9.7%+1.1% vs 20.1%+£2.5%, t = 6.54,
P = 0.002 8); &M X I & VIR # AL R F A2
AR ARk s BE 2 B 09 FE Y A8 I[AGS(¢ = 4.86,
P =0.008 3), MKN45(+ = 4.50, P = 0.010 8),
SGC7901(t = 6.83, P = 0.002 4), N87(¢ = 4.16,
P =0.014 1)]; 122X 5 & O % # AL R B A2
JE AR 6%k 20 iR 69 12 2 AL I[AGS(r = 2.94,
P =0.042 5), MKN45(¢ = 3.60, P = 0.022 7),
SGC7901(t = 4.70, P = 0.009 3), N87(t = 12.41,
P =0.0002), SNU-1(¢ = 3.63, P = 0.022 2),
SNU-16(¢=4.13, P =0.014 5)].

B K 509 F JE ek R I3 A2 B 1) IR
WAy At g, PR T B AT A 3G s Ap R AE R 41, IR
It TR A AGAVE R, SNU-1&—AN 58, &
AL FESNU-14m 069 A = Fe iR st; BB, &
AL B R AR Ll RO 0 ZE T An 2 258
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PI7 R BRI YT 7 Nz —, IR 2
W AIE 52 TR 28 s H AT VR T AR, IR
b AE SR — e B T B AT AR A D
R e B g a7 b, R R LT 5B
VA I AR R R B T Y. 5
Tkl Bl v o B2 2R A 75 (high intensity focused
ultrasound, HIFU)Z5ECNE Y7 52 5t 1 [ 2 Firgg AN [+
(R YRTT I 2 I F 2 Tt e SR FH ) A v 4
1MiA243°C A AT AR, JErTRENLHIZE L m d i 4
AR AN S A9 2, LR BT I, AT RIBEAT
HIER D, H5IERERR A A2, R
R T e RAG 280 HAR G 22 4> 1143 °C A by it 44
54, TEARANE: Ky RS HOWL 52 T Il A0 1 e
A0 M A=) AT S, A i PR Y 3 it B i
FEAil

1 #RRTSE

1.1 #H NHEHE4EEAGS(ATCC Number:
CRL-1739), MKN45, SGC7901, NCI-N87(CRL-
5822), SNU-1(CRL-5971), SNU-16(CRL-5974)
P Fiff 4 IS g b 93 Ak AR 50 BT 45 R RE 77 44
f£. %100 mL/LIG4- M35 FRPMI 16408575
(Gibco), 37°C, 50 mL/L CO, MR 5 1F T 1%
ARG, 1 P 6B K 0 kAT S 5.

1.2 ik IRAHET) A HEIEE H43°C, HiR(NT)
H37°C, W HCOMM MR TR I, R+
0.1°C, 43 JICE T50 mL/L CO, YA E 44T
R, AL PR A K2 h.

1.2.1 ZmpeFe g i dp 4K (MTTH) WEEXT
HAE K R A 38 A Ao 6 FLAR, BEAL A
M % 1-2 X 10°, 4481200 pL, 37°C, 50 mL/L
CO 157724 hfFdHAT AL BE, SRl b 4 1
Shy i T FRE R] AT AN I A PR PR T e B, A
S 4k 43 IS 7R B I TR e R A LI
5 g/LMTT 20 uL, 37CH¢E4 h, fIMTTIE RN
It BS0sr B3, BEALINADMSO 150 uL; 7K
SEREIR3TCIR TS min, KOS5 T8 W IR A
Jii, N BERR X (nQuant, Bio-Tek) T-¥%1#:570 nm
RE IR G BEA M, F1ER TS SO0 BTIA 50 R

R R B AL
5ot B s B R A
REAAS A R AT T
2, Aa K B AT AR
Y, B 500G kA&
T—E. RAFRAEE
PTG R IR
M, EARM R
AAWMET B
#ot F R e E
My AT K 0 R,
ZIK %K F
4 oL AR A 4% AT
43°C 2 h#g4aatin
e, A2 HRE W FolZ
R AE B TR,
RETHBAERREM
B9 T AEALR], ALt
T &R ER
#AnE S L F
BIEAAE .
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W2 A

B # (Hyperther-
mia): #5772 W6 R
5B T il it &
Fr 77 ik 52 I By B
RAGHHiE, BE
5% 5 42°C-45°C
wy K 4L AR AR

75 Lt F &

LTS A, 23 )l B A 35 24, 48, 72, 96
120 hi¥IA o fH, HIVEAN A ik, JF L HT S
N TR (1 240 6 25 0018 5 400 1 17 0 CFF 35 T 0T JEL 2
(AEL T 5 0 1, A IICA 5 oo A A
Z LR, BN H BAE IR S5 TR P A5 B S -6 B
fL, TR 3-40%. Lk e 41 ML 3 0 AE A B AN
[i] B 1) 180 B A% (O lympus X 70) F A %%
AR W I RTE SR I .

1.2.2 Hoechst 33342/P1% . 4 & AGSHISNU-1,
AR FR G AR SR R4 h, WOEEAI MY, 4 R
i A\Hoechst 33342(ZKJE5 pg/L), 37CHEE
15 min; B0 7 B3I A0 HY, IIANPI(Z KA
1-2 mg/L), 4CY410 min; &.00FF L3, 5
2 M < B 425 X 10%/L; B 41 Hil &350 mL, 500 1/
minZ 05 miniil R 10 g/L 20 5 g [
%, 4°C 5 min; ZEMKMPUE T 28 R
(Olympus U-SPT)S4MISE R ity 40, W
GLOM T A 45 0 S JAZ A8 Ak, AN I R
g PP AbRE: 155 40 M fi% M Hoechst(HO)#
IR G, WYL BRI Ky BH P, 1E 5 4h P 146
e, Ge B FHPE. Rk, HO(-)/PT (=) A iS40 i
HO(+)/PI (=) A A T4 i PI(+) A PR A1 .

1.2.3 E 4 B AL R 4w A 5t = % X, AGSHISNU-1,
125X 10 R0 75 cm® 38, 24 himiR
AbTH, KB JE AR SR IE24 h, WOAEA IR, B
SHRBIREA, SSIBIR: 20 /L% PBSIHE
WACHIE 2 hy PBSZEMHACELE IR, FHIR
10 min; 10 g/LAkIEPBSIH 24 C 5 i 5E2 h;
LEEB K, BER10 min, 700 mL/LEE(E
30 g/LESIR WA A CHRYL, LB K,
K10 min; FRENKEE #27K, K10 min; 618
AR S PN BEL © 1 2 h, 618 M 54
WRE2 - 1, 4618t Hk37°CHiE6 h; 60°C
HAT N LEE48 h; LVB V BUHHED FHLLF #
MR ET 1 0 FEACTR 4 58 5, HITACHI
H-5005,PHILIP CM-120i% 5 B3 55 8 I F 4% .
1.2.4 AR 20K T 257 2 A 1= F= 305 P45
AGSFISNU-1, ANFLBR R FLEL14-6 X 10*4HR, 4
W24 hjE AL, KBRS Ak FR24 hih AR
411, K H Annexin V-FITC Apoptosis Kit(BD),
Jeto DIR, VEIWLERAE T, S0 )5 ik xU(FACS-
Calibur, BD)R I 3 #r. 45 SLAIRrbRifE: XU &R
A0 B AT AT R B b, Ze T BB A i
g, I A Annexin-/PI-; A5 % R4 T 40
i, #I N Annexint/Pl-; A5 % R 4 M0 1
FIRZEA L, FI 4 Annexint/PI+; /£ F5 RN

BET M, Rk Annexin-/PI+. L b y& Hak iy
WAL BRI R 35 AL, 5 4 R A3 R AL (A,
1.2.5 M AR &2 X5 R A% R Chemicon
8 1) B R R A B (CytoMatrix™ cell adhesion
strips, ECM 105), PFA/ 40 JiGE 41 1 A1 3 J5t 3= 2%
oy VIR SR IR Bf fie 00, HARE BRVE WA T
12281856 K Fl Chemicon 2 747 B KRk 7 &
(QCM™ cell invasion assay, ECM 555), i 7] &K
PEBoyden/NE JR ], FEICHA S pmfLIAANE, i
b SR A AN T, T8 5 O e A I 7 i
A AL RIS o L B3 I T T 1 40 4
VU 40 )= 2 e ), FARA BRVE LR AE T 0T

GitF A R R Hmean £ SDEE R,
i A 0] RO 2 8] (1) LU SR e 36, vk 0 A
HISASHETHARAFA(v6.12) 58 1L, P<0.05I\ 75+
HAg 5

2 BR

2.1 BANFRMIHRIE I FFTH A
SNU- X i FAKb 3805 4y BURK, Il FAZH 15 00) L ZHA
TH I B IR 24 71E50% LA T 5 SNU-161 44, P2 )
ARG IEART A, A HIR X A E
FUAB AR 28 1E90% LA L 0] At 240 B rré) 335 5 W) A7
—JE SEME, AH IS AN HI A — g IR, BE
[ ZERC T 2K, AL LS 120 h, @A
AfE AT T 2 e AL (B D). DB ]
WAGSHNN, WAL E24-96 hal i 52 00— &
T2 (R S G A, 4 2 FEAI TR iR R, &
120 0 i 8 55 5 56 B2 1) 2 0 L 4 /D, il 4
WFEfE24 WA D ERAN AT L EELLAE,
TEA& 5 H R AW AR (82), KR35
DU 20 i ) A7 0 5 AG SZRALL; B TF 4T ISNU-16
WAL JE TG B AME AL, TSNU-145
SRR, WAL B S 24 hED R LS 40 f A8 T IR
S (E3). 9t 5 BT 2 R WL A6
AGSH W Z B, RIS W4l M seT:;
X T SNU-1, i HAbBERE 5 L4 fu s, ET B
A T AMIRTE (K4, E5). mal o fridns:
Fali RO AN B INA G SAI LI PET-3(10.4% +
1.0% vs 10.0%+1.2%, ¢ =0.45, P=0.678 8),
AR A SN U-141 L I ZET-%6(9.7% £ 1.1% vs
20.1%+2.5%, t=6.54, P=0.002 8), {1 FIIK
BEA b — 52 Ll (K 6).

2.2 BT E BRI A 2R N 9w 4
TR U B 40 i I R A 3L S G B g D0 38 RN [A)
PRI PR (B 7A), 5 H X B, 20504
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1.5 - 1.5 - W @ 154
ATt &4y
AGS AGS . 5 B B 5L 5 38 A
1r 1 *F A AR
. % b b 8 AF A B AT e B
; ; T - 4 7 4n B R IR,
0.5 0.5 - HMAR E R
72 s e 5 R L
0 0 FAAN SR, F
EE, TR
or 1.5 - B, AL
., IR FH e
1.5 MKN45 MKN45 FARKP
1 — T
R b b
w 17 o b - R b
{m b K
< S 0.5 -
0.5
0 0 1
3~ 1.5
SGC7901 SGC7901
2 1 _
R b b b
4m m b T T
~ T
S 1 - 05 -
0 0
_ 1.5 -
N87 N87
2+ 1 ‘? T il
= b
o o b
o b -
D G S 0.5 -
0 0 1
3~ 15 ~eNU-1
SNU-1
2 1
=
o m b b
< b b
1r < 0.5 - b
0 0
1.5 1.5 -
SNU-16 BNT
SNU-16 HT
1 1- g _ T
ﬂ
o m
Y05 - _@—NT < 0.5 |-
—O—HT
0 ! ! ! ! 0 ! ! !
24 h 48h 72h 9% h 24 h 48 h 96 h 120 h

B 1 EANEBRMEMREIENEIN. £<0.05, 'P<0.01.

AGS(100%1+9.0% vs 69.3%110.0%, ¢+ =4.86,
P=0.008 3), MKN45(100%*+2.9% vs 90.0%
+2.5%, t=4.50, P=0.010 8), SGC7901(100%
+4.8% vs 65.6%+7.3%, t=6.83, P=0.002 4),
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N87(100% +0.8% vs 78.8% £ 10.4%, ¢ =4.16,

P=0.0141). Fr ok i # b3 517 2268

1) S IAN [R) 2 B2 1) FRAR (KD 7B), 5 il e B L
B, il HAGS(100%+7.1% vs 85.2%+5.1%,
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B 3 ERAMIEXNSNU- 148800 (BB R &5 x 100). A1-A2: NT, d 1-d 2; B1-B2: HT, d 1-d 2.

B 4 BHRAEXNBEMIBERAGSTISNU-TIZIE (RIEEREE x 200). A: AGS, NT; B: AGS, HT; C: SNU-1, NT; D:
SNU-1, HT.

B 5 BRNECSEMERAGSTISNU-ATERBEMER. Bar AGS 5 um, SNU-1 10 um. A: AGS, NT; B: AGS, HT;
C: SNU-1, NT; D: SNU-1, HT.
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251
AGS = I RIS

~ 20
< AT
= 15+
2
&
= 10- L T
1
N e

0

NT HT
m IR T AIERSE
257 b
SNU-1 LH T

—~ 20*
S
E 151
&)
B 10 1
11
S

il

NT HT

B 6 BHRAMIBESAGSFISNU-1FET-BIIELEY. Frifi: 2 AoE
TR EFIRTbRIEZ, *P<0.01.

A 120 NT
BHT

Ta T
— b
Ssg b a
i
4
40 -
'_
=
0 ! ! !
AGC MKN45 SGC7901 N87

Ta b T T I

a

0 [~ . R
| | L
0 ! ! ! ! !

AGC MKN45  SGC7901 N87 SNU-1  SNU-16

o]

NT 9% (%)
D

7 EFENEEMRAWARREENNZIN. HT v
NT: P<0.05, P<0.01. A: Fifft6E77; B: (2228677

t=2.94, P=0.0425), MKN45(100% +2.6% vs
91.6%+3.1%,=13.60,P= 0.022 7), SGC7901(100%
+1.1% vs 87.9%+4.3%, t=4.70, P=0.009 3),
N87(100% +4.8% vs 59.9%+3.0%, t=12.41,
P=10.0002), SNU-1(100%=%9.1% vs 80.3% +2.4%,
r=3.63, P =0.0222), SNU-16(100%=+10.0% vs
74.9%+1.7%,t=4.13,P=0.014 5).

3 e
— S R AR AN T R B, A e I () (i A A
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HEEDRE AT g 4n a2, - B, Buell eralt™
RAEFFEE2 hi42.5°C-43.5 Cilh P Ak BEAE 1S K
iSNU-541 Jitu; ifiiShchepotin er a/ IR 18 3% 4L
4 d, BERFFEED hi42°C AL BN BE 20
AGSHH i FLxH 41 i 54 58 G W] 2510 Goto er al'?
I 46 CHMKN28. MKN74FKATO-I11=#k
AN HEAT15, 30360 minfHAbE], 45 H K
60 minFAKE I T E A IR FE T 155830 minfH)
AL FE A S AN T, SRR P TR
WA 25 5 AEE Y, MR SE et al R R I100 min
42°C Il Ak BERE R B GC-82341 i, R LA
et al""MAREA3°C 30 minfIHAL BRI AE S
MEKN284I i & AP T, ATLLE H, DL ERFsT4h
RIEA—F, TR BT 40 M bk DL I 4 b
5 IR &R G, R RATILIER T 6
PR T P9 AN o i FH IR 40 P, B4 T AN [R] A0 R
B~ AN TRl A S 5 F0AN ) A= A D7 2 S s 4t
PR, DA BT il FAO0) S i 41 B 1 52 ).
[ B ASEAEL 77 I AR R s P d A 7 PO A P ¥R
I 8], 43°C 2 h, IR AL 5 AR T 8K H]
N MEE. T RRHIZ, EFATTIR SE50 41
N, AR SNU-1—RE4H M e 8 1= A2 H e A0
YERZ Ak, i FoAh SR8 M Jo A& i fE L, JLrbost
SNU-16FEATC M, 6 W BE 4 i 3= 25 7 48
(100 S8 G A o 20N, 1 P A T R 07 S e i
F Al ISR, A A AP AR R A X R
IR BRATTAE M PR 1R SEZ B 1 o AR il 40 Ak B AN
B (1), I A2 N 4 G TR T S L ARAE R A VR T
FHTIEAS T ik 15 9 40 5 JE ik e 4 B A i ek
2 5 (R HARBLEN, T RE 5 AN 1] S8 204 40 i oS #40r)
5N AU AN [ A 9%, D F SR 1 B i 1t i
KA, WAL IR 5| ) 4 B P L R
U ARA A L AT A AT IR I S R 215 2. iR
PAE R — P SR, — J7 IRAEVE 2 D Bk DA G
P, 53— 5 T 15 5 — 28 W IORH DG 3 R (19 T 7
Ry fe, HSP™, 4 it 75 40 T E R T-4i g
KRUFIHTIR T3 R IR 1 B 2222,

DA 3 T ¥ A0 A5 988 40 1 %) % XA F5 3R
SR TP, LI OA kil AR A7 i 6 4 i A
51 4 M SR A, B R T IS 1 R BN
WET, H R 22 2% 38 DA kil 3R A7 i 8 4 B e
MU 5 B S PR T-Y Bl DU i b
T 5 5040 M 1 S B R I R
| A0 R Y SE I S, Bk e SO S EAR
FEUH ARG R ) R B T, T 4 R R T g
REAE, PR3 1T 6 A2 40 O 1 (1 4k R i AR,
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AR, TR A0 SR B AN ], EAT IR AR AL B
(1) JSE R RF 2 ] [R] AN [F], AN [ 27 25 41 3 1) 4
WA 75 5. RE WL, TS IRGEAEVE 290 BER
SRR RIEAEE, ALK, T
ML T 1R K 22 ORI i B T S A R
FEANMAET Y ABA T S 25 oK R, 43°C
2 hif R AR AT 5 [EE SN U-1 MR 41 i [F 8 5L AN
JHT, HMOE T M, AR
HEWRAN 2 2R AL

UG P2 A it R A G S R IR e L A I
I 26 g e R Vs PR i e 0 T DR T I G IS
REMIR, 1T AR K45 LA B DI W i 1 A7
IO OB TR 4 A A 7 A i 2 o 4 Y )
SR — AR ) “Fh -3 2
U, TR H N A2 R, T i il
() e[RRI I A R B4 18
FE R KR 2T 4 3235 AT R TR s 4 ",
ST RN R T “Mpy” Bfe g ——H
JIF e T TR R B AT A2 22 R g, DAL S g A B T
R B RS 28 A8 ) A N T4 A R A ) A g IR 2
. AT EIAESE, ZHCE LT, FFSE2 hif
43 “C i AL LA A% e 48 i, {FL3E T 6 B
LA R I FAAE FH G AT A AR [, B4 A 92> 58
AN, A7 AR S W R ARG B L R 2R ) B wT
fig, JIT ARAT AR I EAT T AN, 45 R B 44
Qb PR k2 ARG 5 S s A L 1 6 B R £ 2
Ae 1. BRAE A WS 2R B, LA B A 0 A
ST AN ML TR BE 5 B S R I 4 T R IK B,
%645 B (focal adhesion kinase, FAK) i
P, AT 3 SR A B 870 118 1ot 12 Ao A0 0 24
A1 B BB R RIS R SR, S e R 4
JHO A E B 8 FIMAK P 5 4% 00 165 i AR RE %
RuPAZRIZE, 655 ER 117K A AT 1 ek 2 4t )
B AR, AR BERIHIAT MMP S o, 580
TIMPIREI, FEARAR 22 R85, DRk B e 4 6
i 0452 22 R 7 110 AL T A s P e 2 o 4
ANBEH IR, AHT H 51 o RGENNIT 2459)
A A, kb T TR T EUR AR
Ja NS .

B2, AR T Z LART v R R
A, N5 HARTBURS 1T Hil I aets %
Rt B & I AR 2268 ), AR T Wik FR &
SIS (1)

4 ZEm
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Abstract

AIM: To study the effects of Ganyanping on the
experimental hepatic fibrosis induced by carbon
tetrachloride (CCl,) in rats, and to explore its
anti-fibrotic molecular mechanism.

METHODS: Thirty-eight healthy Wistar rats
were randomly divided into normal control (N),
model control (A), and Ganyanping therapeu-

tic group (B). The rats in group N was treated
with normal saline by intragastrical irrigation,
and those in group A and B were subcutaneous
injected with CCl, to establish hepatic fibrosis
model. Four weeks later, the animas in group
B were treated with Ganyanping (10 pL/g) and
those in group A were treated with normal sa-
line by intragastrical irrigation at the same time.
The histological changes of the liver tissues were
examined by pathological examination. The pro-
tein expression of transforming growth factor
beta 1 (TGFB,) and its receptors (TBR I and TBR
II) were measured by immunohistochemical
technique. The changes of Smad3, Smad7 and
Colla2 mRNA expression were observed by
reverse transcription polymerase chain reaction
(RT-PCR).

RESULTS: The levels of TGFB,, TBR I, TARII,
Smad3 and Colla2 expression were elevated,
and that of Smad7 was reduced in the model
rats. In comparison with those in group A, the
levels of TGFB, and its receptors protein expres-
sion in group B were significantly decreased
after treatment with Ganyanping (TGFB,: 4.18 +
0.17 vs 4.30 £ 0.16, P < 0.05; TBR 1 : 4.24 + 0.10 vs
4.35+0.14, P < 0.05; TBR I : 4.27 £ 0.08 vs 4.37 +
0.11, P < 0.05). Meanwhile, the levels of Smad3
and Colla2 mRNA expression were also down-
regulated (Smad3: 0.90 + 0.41 vs 0.93 + 0.05, P <
0.05; Colla2: 0.92 + 0.03 vs 0.95 + 0.03, P < 0.05).
However, the level of Smad7 mRNA expression
was significantly up-regulated (0.87 + 0.03 vs
0.84 £ 0.05, P < 0.05). The pathological changes
of liver tissues in group B were also markedly
alleviated.

CONCLUSION: Ganyanping has significant in-
hibitory effects on CCl,-induced hepatic fibrosis
in rats, and its mechanism may be associated
with the inhibition of TGFf, and its receptors
protein expression, down-regulation of Smad3
mRNA expression and up-regulation of Smad7
mRNA expression.

Key Words: Ganyanping; TGFB,/Smad signaling
pathway; Hepatic fibrosis
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BEY: A5 50T K P 2FCCLik 509 KRAT 47
YACHTIETGER A AR TRR 1, TRR I /K- Fe
Smad3, Smad7 & A7 Az R a2( I )(Colla2) mRNA
FK 67 ee, AT AU e A e A AL

ik 4EE Wistar K R 38 R KEALH A B 5 % IR
ZA(NZH) . BEAR X BR2A(ALR) VA BT £ 0857
Z0(B4R). N4L43 B A A 3 3 R10 uL/g# F, A
20 B B2 A CCl 4 & K RIT 4 AL B Al B
4 wkis T4 VRF £ F10 pl/gi B 425, A4
FIAF AR &R0 ul/gEF, B 1R 9 wk
ERIKR, BIFESEREFhE, fEHA
M TGFP AL ZARTBR 1, TRRII 49 ik,
RT-PCRA&M| g, N 413 5% & Smad3, Smad7vA %
Colla2 mRNA# &k .

HR: HEFAEMAs, EALATGFR,.
TRBRI. TBRII. Smad3. Colla2 &k %
ik, Smad7R AR TH. 2F LT BTG
K AAFETGFB AR ZARTPR T, TRRIT £k
¥ PR AL 2008, 55 (TGFB,: 4.30£0.16 vs 4.18
+0.17, P<0.05; TBR 1 : 4.35+0.14 vs 4.24+
0.10, P<0.05; TBR 11 : 4.3740.11 vs 4.2740.08,
P<0.05). Af X-F F B FTi#ASmad3fColla2
mRNA#) & iA (Smad3: 0.93+0.05 vs 0.90+
0.41, P<0.05; Colla2: 0.95+0.03 vs 0.9240.03,
P<0.05), _£iASmad7 mRNA#) % i (0.84£0.05
vs 0.871+0.03, P<0.05). 7 5h, I £ -T2 K SAF
JE R EE AL T E

i WA RATFHFLETFIETGFR,/
Smadfz 5B A R HH e, LI RICCL A
F09 KR4 dedl, HAE A AUH 7T 58 A 7 46
TGFP AR ZARTPR]T, TPRII H & &k, T
#Smad3 mRNA, EifASmad7 mRNA# &k,
FRATHET A EZmpesr KR agColla2
mRNA &7 & A,

SEBEVT: F % F; TGFp /Smadfs 5@, FFA4L

feEssh, BB, BE%, . PRFRENCCLIBFSHF
FYHERRBTGFB./SmadESBISHNFIN. BFRLNBILAE
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JIT R, BATE AR R At TR IMIE S 2
ik, 2GRN, Bt T R IPU£F
Pt AEH. F A2 E K R 7B, (transforming growth
factor-betal, TGF-B,) /& £F 4 b ih F o 51221
AR T BRI B A AR IR AT R
TGF-B,/Smadf5 TIEA K, A T HPUHLF
YL AR F ML, AR FHCCLiE T K R 27 4k
PR, ] e e AL FIR T-PCR T VER I TGE-B,
KM ZAATBR T, TRRII & 1 /K F & Smad3,
Smad7, FifiJ5a2( [ )(Colla2)mRNAZK -
ik, WG 2P0 BFAFAEAL I IET GF-B,/Smad
15 5 10 % (1) 5 ).
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11 A 5P e TP 27 () B B2 27 e b
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U A eGP A A H], b A AR 2
R I AL B R0 1 U A B s A
RNAffi#IRFRNArose Reagently [ ik HE%EE
W) TREAT A . 15 S BEM-MLYV, Oligo(dT),s,
RNase inhibitor, ANTPJ | Promega /A &), Taqfi#
T EMBIA . 514 B A T A TRER AR
AR A A A, H = 28K AT 10 pmol/L
TARMRE &R, 5 & Wistar K38, 145
H1180-220 g, HH A R R A W] B 1= 2 e S50
= 22 By o B A SR CCLL il JH 21 4 A A
74, LL400 mL/L CCltafr s i%3 pl/g sc,
F2%, 359 wk. KEBENLS 340 : N (GEHX)
WA, 8 1), AI(BEZXT R4, 15 1), BAL(JH %
PRI AL, 150, NALIE# W R, fH LA
K10 pL/giE . AWl bk rikiss, B4l
4 wkG TFEA LR F10 /gt B 4524, AZLI
I DA ER /K10 pL/gEE, & H 1K, 9 wkia, &b
HER R, EUHE A3 I I 20 2 (4 3K R AN AR T+,
40 /LA R ] 5, A S A, D) R ATHE G (1,
1.2 7k

1.2.1 FAETGF-B,» TBR I . TRRII & ik e94
m - AED) R B 25K, 30 mL/L HL 0,0 &
15 min, PEEE, I MGE A, 1 S0MR
P4 CwmE LR, EWEL _I3TCIHE
15 min, SP 37°CH¥ 7 15 min, DAB%(%. PBSAX,

10N FLET R B 15, FHHPIAS-1000% % 444 %2
053 21 B S AT R G AT UG Y = A, D e
RESR D) BH 2 IA X S8~ 38 06 % P, SR8
O BE R ik V) IR BH T Rk i

1.2.2 Smad3. Smad7%Colla2 ZmRNA K-8
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A FTGFp A&
1E5 sk, AL R
XF 6 BT 4 AL
ERRET R A
8 IR IE, At
— T RN IR
B o 325 g ST
oF YA AR R R A
TEZEH.



154 ISSN 1009-3079 CN 14-1260/R WRIE ) OBIZYE  2006FE18318H 145 287
W @) 5 W A -a:_’;"-.i:;. R il S Yo A {}-?_“;
AHF I ATGF-B, B ASLRORN ‘@,:,?:53'5;-{‘-'“5{‘

5Smad, 2, 34E A
L -
PR
UL, ik
BIR b st 4
whE LR A
A, Ak
FH B EANEA.

o e @, 3
.&‘.arx' 4 ..i:‘a q\ﬁ"

BNEL I Bt N
B ot e Pa
e 3 e et S DTN

) ’\"5:4:‘-;&'5“, Vo 0% on

< KES L 1
EASST e e

T

e

N A
'3,!":0‘3 . -
A {o!
S
‘\P
i
2o
.. S\
TN o
L 7
ﬂ‘l
’.“,,
2
N
Y

1 A KECCLFTEFY5 (HE x 100); B: FFZSFIATTZH (HE X 100).

R 1 KEAFALTGF-B, TRR |, TBR I, Smad3, Smad7, Colla28yZRix (mean =+ SD)

bzl TGF-B, TER | TBRII Smad3 Smad7 Colla2

EEWR 4.06+0.14 4.03+0.11 4.01+0.12 0.85 +0.02 0.92 +0.04 0.86 +0.05
ERTIR 4.30+0.16° 435+0.14°  4.37+0.11° 0.93 +0.05" 0.84 +0.05" 0.95+0.03"
e SvAlA 2 Vind 418+0.17°  4.24+0.10° 4.27+008  0.90+0.41° 0.87 £0.03° 0.92 +0.03°

Fik M RNAHIZIAFIRNArose Reagentffi
FHULBHEEAT. AN YOG FE TR N AR B J 2
JE. BUSMRNA 2 pgfE50 pLik R Rk oy
A cDNA, HlcDNA 4 pLAE AR TPCR %
M. Smad3_ L7 51415'-CAGGGCTTTGAGGCTG
TCTA-3', M55 -CTGGCATCTTCTGTGG
TTTC-3', ¥ 14 7 Wik £E357 bp, 1B KIEAE54°C;
Smad7 L7 514)5'-ACTGGTGCGTGGTGGCAT
ACTGG-3', Fiif51#5'-GCCGATCTTGCTCCT
CACTTTCTG-3', ¥4 ik 176 bp, 1B kil
J£60°C; Colla2 Lijfi51#)5-CAGCGGAGGAGG
CTATGACTTT-3', Fiif51415'-GGCGAGATGG
CTTATTCGTTTT-3", 14 K i K FE707 bp, B
KIRFESSC; SEMRRCYCHE NS, Lifgw
5-CTTCGACATCACGGCTGATGG-3', Rl
Y5'-CAGGACCTGTATGCTTCAGG-3', ¥ 1
Wi f£265 bp, 1B KiEEES56°C. JPCRI N 4
6 uL7E20 g/LIiahliaee b Hik4s min, MLk
80 V, HLIKZE I 40.5 X TBE. EHUZ BT ACKIA,
Bandscan5. 01508 G K FEAE, I LA TR
R 38 By W/ A T B ) CY C IR A B35 B CROR
ORI 84 B 5L KR W AR R IA K,
PE2 e .

it AbFR KHISPSS 1154004, 41
[B) LA e 56, 25 9 hmean + SDE& K.

2 HR
2.1 JREBLL P L IE A0 A LLrb g ik

Shy Lo i) DY JE SRR RS, S5 M. B
JH AL 200 B T, I S MR, IR HE
FUZEHL, HT40 M oA b i A, o 22 5 i 1 A%
PE, /NI AR X B SRR AR, )5 A AT 98 P 4N g
R, B R A B, WA gh AR L RN
PRI TG AR /N TR AL S R AT AR L,
JIT AL R S R IR AN B S5, T &0 B g 0y 2 P R
SE AR, AT 0L D S A R, T4 B A A
AR, D ILET Y gl N A A (1A, B).

2.2 Sk tAALLE R TGF-B{EIE & 4T 414U 52
AT BH PR 1, 5 1EH 4 L B A T GF-B, 3%
1A BH W R (P<0.01), ETAOAL T¢I il R £
Xk DL A X . BRI 8%, IRFEAL 254k, LA
2T 2 b 28 A0 M B T B LR T 2 L, R T
I ) J5 400 & T G F-B, 1) F Bk IR 40 i (2 A ).
JHF 98 SV ¥6 7 2R B 2k G o 7 P58 A ABE 70 A B S i A%
(P<0.05), £ 4B = 4 4 40 it i ot BH 14 % (1 1)
R (FI3A). 1EH 6] AL i Hi I 5T 40
AfULTRR T ATRR T BHPEGth, BAIZHTRR T Al
TRR L BHE By (5 10 25 14 55 (P<0.01), JULALF4Ebg
A2 R A i ) [ 2 WL(I2B, ©). R
AT 2H B G o R AR A Y 2 ) . ek A% (113 B,
C)(P<0.05, %1).

2.3 RT-PCR%Z R HIEH4IAHL, A4 Smad3,
Colla2 mRNARIEHGH(P<0.01), FF R FiHI7 4
BRI A0 20k P58 (P<0.05), JIT 416 7 41 S
A LA W 22 5, B4 Smad 74 E H A K
KRR (P<0.01), T SHEBYA LR, B8 FiRT7
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2  KERCCLATERAHRD BRI ERE. A: TGF—p, (SP X
200); B: TBR T (SP x 400); C: TBR 1L (SP X 200).

20 IR BB (P<0.05), JT 981697 41 5 1A 41 A
LbA B 22 S (KL, K4).

3L

AL E KA F-B, (transforming growth factor-
betal, TGF-B,)/& & 2 M e £ 4ifb A KA1,
FEAGG T GF-B, 45 & T4 e PE 2 A4 5 ik N5
TSR G, RIESLAYFHERDY. TGF-BA2 1A
FAAE T Y T AT 40 A RE &5 5 UG I T G F-B.
TGF-B32 A &8 22 5 1R (Ser)/J5 2 R (Thr) & 1114
sz AR, 4y 3R 1 R(TBR 1), 1TAE(TBR
I1), I (TRII). TRR I MTRR I 2 515 54
. TRRIIZ&—Fh &/ MU, 17 A S BRI
iR, TGF-B,fETPRIIE E/EH F&54 T TPR
II, RJ5TPR [ #il ik 534 | TGF-B-TRRII —
RpRp, B TRR I BRI, BFRIL/S TR 1
FA WO IS 1 A% 1645 5 45 NUFIRA). TRRIT
T80T DX 3 AT 22 SR/ I S BRI S 1k, R T e
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B: TPR I (SP x 400); C: TR II (SP x 200).
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W [1Smads™. 24 ik, SmadfE [1/ETGF-p32
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(1, H47Smad2. Smad3/ETBR I (MEY), M+ 5
TGF-B,f5 5", TGF-B, 3121175 #Smad2
MSmad3 MR SRS BN 2 5T 5
SmaddM HAEH, HEBEZA. fTE%HN, —H
Smad2/3-Smad4 & &) 45 B FEIE A 11 )5 3 7,
AR A0 B S R AN ], S s s &
Smadifl ¥ [ TGF-Bfs =5 i S e s
Colla2, Col3al, Col6al, Col6a3, TIMP- I DL}
PAL-1352 2 AL HE . Smad3 55 Smad4
W E G T RN, IR Ny
TGF-BEEEELR KA B, 4n 21 i b S0 4 il
7fl-1(plasminogen activator inhibitor-1, PAI-1)#!I
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B 4 AFRENISMad3. Smad7BAKzColla2 mRNARIAHVES
J@. 1: DNA Ladder Marker; 2, 4, 6: 1IE454H . FEAIZH | JFFRSF
IGITHNS:; 3, 5, 7 B4, AU T AiT A E D
JELIA A: Smad3; B: Smad7; C: Colla2.

BIHEEAMEM. T B Y g ferh 22
AL, SR EMY, Smad3/2HSCHE
A1 E A > Smad3 IR OIS A A
N T AR R R G A IR, Smad 72—
Tl Smad, fh STRR 1 454 o Pk 4 5%
Smad3 &Rk, M TGF-B,15 5 1L .
Smad7H FEAFE3TZ FIEHMSmurfs 112(Smad
ubiquitination regulatory factors 1 and 2)45& T
TRR 1, B2z FA B AR. 7E12 P54
AR Smad7 A BN, K25 T X TGF-BIH
SHELE AN, 15 S Smad7 K IANY, fig
% 55 A PE IS mad2/3 A% Ay, FHITTGF-B, {5
SIS, Wb T AR i s (e 0k
ARGERL IR, 9B TT AU AR AR B A
R 2 B S, B R P RE 8 W35 I T GF-B,
MILZARTBR I, TRRII (IR IE(P<0.05), F5Hi
W KEE(S 5> T'Smad3, [ Smad7fEmRNAZK

FIFRIA(P<0.05), JTi 240 T Colla2 mRNA
112615 (P<0.05). HETAA"Y, BAWITGF-B, M1
A A SR P VG I I B H AR, B
90RO R, TTRE T AR 2 Rk i
TGF-B, 22k, IX 48 3 40 55 0 4 Ak 71 1
FUS L e R B AP L R e R 2B i
(N e R N RS N e | DS
(1 . FH B2 L R dE s SCSEAZAT BR BT T G F-B,
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Abstract

AIM: To construct a CS3 fimbria-displayed
random peptide library on the Escherichia coli
cell surface.

METHODS: Firstly, a new display vector with
double restriction sites was reconstructed, and
the ability of the new vector to form CS3 fim-
briae on E. coli surface was confirmed by West-
ern blot and transmission electron microscopy.
Then two oligonucleotides were synthesized,
one of which contained a random oligonucle-
otide encoding region (NNK),, and the other
was its complement. The two synthesized oligo-
nucleotides was annealed and then extended by
Klenow Fragment. The double-stranded oligo-
nucleotides were digested by Xho I and BamH

I and purified by PAGE, then inserted into the
digested display vector. The ligation product
was purified and electroporated into XL1-Blue.
Ten randomly selected clones were sequenced
and the sequences were analyzed.

RESULTS: A library with diversity of 1.8X10°
was obtained. The sequencing results confirmed
the basic frame of the constructed library to be
correct and the bases of A, T, G, and C were dis-
tributed randomly.

CONCLUSION: A random ten-peptide library is
displayed on the Escherichia coli cell surface us-
ing CS3 fimbriae display system.

Key Words: CS3 fimbria; Bacterial surface display;
Random peptide library

Liu XX, Yuan SL, Zhan DW, Zheng JP, Liu CJ, Wang
P, Wang LC, Zhang ZS. Construction of a CS3 fimbria-
displayed random peptide library on Escherichia coli cell
surface. Shijie Huaren Xiaohua Zazhi 2006;14(2):158-162
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B CS3IH L. Bt A m2& B TR
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FEAE R DR, PO AT R 3R A3 A0 Wt i o
HAW A HEERIE . P 3 1 7= B ALK
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BEAR IR L 7%, BRI POE AR S SR PR L A
TEACAE ) 2 T e 7 BEATLIDR 2 v, Wk o AR I 22 B
BSR40 R N IR S AR 3L S A Sk, 3L
PEFAE T Br 7 T FH A% 96 1 A2 ) v Dk vk i e A,
B ] FH 58 60T 41 i 43 3% (fluorescence-activated
cell sorting, FACS)F A4 T o PReidt 5 v 2 1) 77
M YA, 6 IR H B S R A AL
5 DA P PR I AR b, A R R T R R A TR A
AH LG AT R I D03, B0 65 AT fibade 48 1) B 44 £
IR R 2, et AN I W DA & o TRt %
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WEICRW], Ao EE A IRE A
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e VE A SN AR (110 R T RILEAE. Lu er al*'E
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JE, N B HTR AL IRED . R R GEE 145
BT AR gl R R A RS L R i e
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AT S SR vk, R & T A g R A T
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JIEE 5 P 2 B D TR, A P SO T AORET P SE
PEDE 7, R 8 25 F0E i 1P (colonization
factor antigens, CFAs). CS3&CFA/ IT BH M B kK 1)
FATHUE, HH60 Muff) KTk g™, A58 = 44
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Z}.‘\ﬁ%“"?ﬁfﬂé’] BamH 1 —-O0ligo 2 . ) o . 57 hEL 2
CS3% £ 2 A& o 1 { Klenow, dNYP'S BEL, 52454 L, 95°CHMAL0 min, Z212[F 5%
B AT B AT R WL Gkt \

A PCSXB72 i, GREEINA2.5 mmol/LEI’JdeP 13 uL, Klenow
—F AT LM 7440 bp Xho 1, BamH 1 KAB10 pL, 10XKlenowZZ 16 pL, 37°C
AU E, B WAy Hind e e . o . s
B 4F 89 T AE S ok 40 min, 75°C 15 min. Xho | flBamH 1 4T
Ao B E IR \K W], PAGE(160 g/L)Jr 5, 5 N M e eI

BRE M T AR . " m -
SRS i DNAJC A £ I H 4, SETRA B
o A BamH 1 N N N
H 3B B A 29300 ng. (3)IER JER I 2liAk. XD E]

WA B FP B, %
B L, 1R
BT ERE, TA
KiH T —F i
EALE-F8

ori  pCSXB72
7 440 bp

Hind Il Cs3

B 1 CEERTEIRELNETRE.

CS3

B 2 XL1-Blue (pCSXB72)FREIFRIACSIEHE (SEM x 30 000).

S AR EEAY. HEEALLSDS-
PAGE(150 g/L%r B M50 g/LBUZIR) /i,
W U 7% FLUK V) 7 V0 8 11 SR B IR 41 4
I L, I HR (550 g/LIIE WK (T PBST) %
IS PR Eh B A1 h, INCS3 T HTIALS 42 h,
PBSTUEME3 K G, MIHRPHRC T R IgG % i i
A1 h, PBSTHEM3 KA, FIDAB (a7 & 2 (1.
1.2.3 MUAUBK 64 My 2 BEALITK A R g 3 A
TR L, FARERAE: (DAL H 4. 42
BUfkipCSXB72, M Xho | FBamH 1 347 X
VI, BEARRE BN I H ) v B, LA etk A
29012 ng, HAFE M. QBENLIERZ BRIEA
Bl & . AR B kp CSXB72 % ki [ X ho T Al
BamH T BT AR50 DL AL i B AL 26 () 22
K, Bt G O A L SEAZ T IR B, BE L7471
HJ5" GGACGCCTCGAG(NNS),GGATCCGC
GACCAGT 3" , HHNNSHFEHLFFIN A

G. C. TWFkIEZ —, SHG. CHMIIE L
—), P R ORI R IE R DI 20 552751045
" ACTGGTCGCGGATCC 3’ , S%E1113" i
T4k, fEEppendorfE 1 AR K 22 M [TE(pH

WP 28 A L5 4 N BEEAT S8 B, 76300 pL Y
MR DUIE M W B LB 508, &=
SR D2, ST LIRS, T S
BEDLHE, F)a 73 %135 uL TE(pH 8.0)7'. (4)
LA AL SR BEMLIBE . PG AL RS2 A 41 X L -
Bluelf) 42 B SCHR[13]. B3 pLlelfcalifh (riE
Fr=nN100 pL A A9 b, A
Bio-Rad /sl (1 B AL OGHEAT UG AL. FLhi 240
g WARIAIRR0.2 em, HIK2.5 kV, HIZ¥25 puF, Hi
FH200 Q, HL5 5P 500 L SOCH:FEAE
TR, ¥R G WFE % 42 Eppendorfisy Hh, VK A,
WAL 300K, FRAn A L se B, 37°C i
Y5745 min, BUE 9 6B S IR SOBFHi.
oA ABILBRE 25330 mLH, 37 CHRE 3%
6 h, TOFEREAT P AOHH. LA H 9 2 29K
4250 mL/L, 73RN, —70°CHRAF# . (5)
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(A AL T XU D) B Akp CSXB72, WP iiE
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FEIREE AT - O AR AL B T AAH LE K T 10065, [
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XFERE— TR 4 DU R 360, TR S IR FZE 1
JA 7% 8 AT R AR A O 3 1 K

2.3 FAAURK B o % MRS U (I BEN LK, AT
BPRE 10 sE BT I 3 (1 6), AR 7 &5
St PUBHIRIE AR (e ). &5 R EoR, DUFR
HEH IO TAE RV NN SAHHAT, RIEEL, 247
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5 MENSZETRNEEIE Q= YHIPAGER X ER.
M: pBR322 DNA/Msp 1 53 F-Fisbritt; 1: FEFLAGEER K
LA (57 bp); 2: (LA PEEEIIG OIS BE (36 bp).
7711 CAG GGC AAC GGG GAC GTC AGC GTC AAG AGG
7512 CAC GGG GAC TGC ATG TTG GGC CTG ATG GTG
%13 CGC TAG GCG GCG CGG GCC GGC GGC AGC ACC
F%]4 GGC GGC CAG TAG GCC TGC CAG GCG TGC GAG
%15 TCC TGC AGG ACC GTG GGC GCG CGG TGG TGG
7516 CTG GTC GGG GCC GTG TTG AGC TAC CAG TTG
7517 CTC ATC GAG AGG ACG TGC TGC AAG GGG GTG
7518 AGG ATG CTG AGC GGG GTG ATG ATC CCG GCC
#7519 TTG GAC TAG TCG TAC AAC GAG CTG CAC TTG
#4110 TCC TAG CGG TGC GAG CGC GGG CGC CAG GTG

6 ERMEREEIINESR.

R 1107 FEPARMHEDISRERSE (%)
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Abstract

AIM: To investigate the protective effect of
prostaglandin E, (PGE,) in endotoxin-induced
acute gastric mucosal injury in young rats.

METHODS: Eighteen-day old Wistar rats were
randomly divided into normal control, model,
platelet activating factor (PAF) antagonist pre-
vention and treatment groups. The model of
endotoxemia of young rats was established by
intraperitoneal injection of endotoxin (5 mg/kg
£ coli Oss: Bslipopolysaccharide, LPS). The rats
in PAF prevention and treatment group were
administered with PAF antagonist 0.5 h before

www. wjgnet.com

and after modeling, respectively. The animals
were killed 1.5, 3, 6, 24, 48, and 72 h after LPS in-
jection. The pathological changes of gastric mu-
cosa were observed by hematoxylin-eosin (HE)
staining. The content of PGE, was measured by
radioimmunoassay method.

RESULTS: The pathological changes of gastric
mucosa were significant 6 h after LPS injection.
Erosion, bleeding and necrosis of gastric mu-
cosa were observed. Swelled epithelial cells and
developing degeneration were also observed.
However, no remarkable changes occurred in
both PAF antagonist groups. In model group,
the level of PGE, in gastric mucosa were sig-
nificantly lower than that in the control (134.5 *
9.3 ug/L vs 2451 £ 8.9 pg/L, P < 0.01) 6 h after
LPS injection. In PAF antagonist prevention and
treatment groups, the levels of PGE, were mark-
edly higher than those in the model and control
group (304.4 £15.0, 315.9 + 43.7 ng/L vs 134.5 =
9.3,2451 £89 ug/L, P <0.01 or P <0.05) 6 h af-
ter LPS injection.

CONCLUSION: The level of PGE, in gastric mu-
cosa is significantly decreased in endotoxemia,
but it can be improved by PAF antagonist. PGE,
has protective effect against LPS-induced acute
gastric mucosal injury in young rats.

Key Words: Gastric mucosal injury; Lipopolysac-
charide; Prostaglandin E,; Platelet activating factor;
PAF antagonist

Liu CY, Wang L], Sun M, Zhao X, Hu Y, Zhao Y], Li
J. Change of prostaglandin E, and effect of platelet
activating factor antagonist on prostaglandin E, in
endotoxin-induced acute gastric mucosal injury in young
rats. Shijie Huaren Xiaohua Zazhi 2006;14(2):163-166
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W& T F AR
R AR A 35,
BAG A & A8
ST o
A I I M FE
E,(PGE,) £ B £5 %
A5 69 4k AP Ao 15
Ao mAE#EEE
A,

0. A NF%(E coli Oss: ByAg % 48)S mg/kg ip
HEDFRAANEZ hEREY, AEFT4ER
HRipA AL, TiEHELS, 3, 6, 24, 48,
72 WA s34, KRR KT BHMETIER
FEIEARAS Hr oL, A AAT o Va7 sk R B AL
PGE, R E. MEH A TR FFipil A izHE
0.5 h Jf o D AE AL E F (PAF) 2 AR 4% 47 A
BN52021(GinkgolideB)5 mg/kg ip*+ & &5 43R
1 A= B ZEREPGE, R 7% "R

R NaFa6 hE BEMHRE, BEA
BT ILKRHA R, B, fkikire, KT
LRBLE, AR B, A B4, A
MR B I, R PAF ARSI G 5 A |
L RARIL A A KA, BT T AR A AR TR
Lk WA 46 hE £ EPGE, /R B &K, sLit
PGE, & £ LPS%0(134.5+9.3 ng/L)5 x+ fE4n
(245.1+8.9 pg/L)A] £ 5 % (P<0.01); £PAF
ZARIE R A TR 41(304.41+15.0 ng/L). PAF
FARFEAA S J7 4(315.9+143.7 png/L)S5LPS
20(134.5+9.3 ng/L)E ¥ £ 5+ 2 F(P<0.01);
PAF % AR FE A TR £8(304.4£15.0 pg/L)F=
B IT(315.9+143.7 pg/L) 5 sF PR 2A(245.1+
8.9 ug/L)Ia] £ ¥ 2 % (P<0.05).

it NFE&F it § 2 PGE, T 4, PAF %
PRFE A T AR & XA PGE, T %; PGE, A
FEERA Y RGN R FERAG AR AER.

XA BRRBG; MER, BISIREE,; M/MRE
L F; PAFZ AR TR

AEOVNR RN B ORI PV RPAFSRISIFTINES
08, HFELAEHRT 2006;14(2):163-166
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HFRE I L IERORE, 76 bl B v R R 0]
1560%-100%; ARLIGTTH KL FIE15%, FH
fe B At FOR A SRR th T AR AL
W55, B3 R 2% A o 44 5 i B0, I AR T R IR
R %1 I 22E,(prostaglandin E,, PGE,){E S Fi 45
15 AR RS 52 5 T AR A F LA . A o ot
25 BN SRR 132 3 (intraperitoneal injection, ip)
N 7 # (lipopolysaccharide, LPS), 7F & 2 ML4E
IS4 RS B R T, IR S R

FP GEIR LA, WITTPGE X Sk H B4
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1 RAISE
1.1 MA E18H W Wistar K i, P4 =
32.3716.32 g, HEFRIL R SRl E B R
SO T IRIR A B SR S ORI, N RER O
BIRZHE N 26 [E Sigmald 7] 7% b, PAFRZAASEPT
#IBN52021GinkgolideB A 3¢ [F Sigma /A w7 .
PGE, /8 %2 1877 S0 T~ b 5 AR T A 2 5T .
WA HRTE 404 (35l BECKMAN).
1.2 Fik BEHL XRG4, LPS 41, PAF3Z
TS PUR T A ANE T A VU A, B A — I
A A(1.5, 3, 6, 24, 48, 72 h)#%-8 H.. XA E
2Kl mL/kg ip; LPSA N E (OB JlF %
P55 mg/kg ip, MCLLIKEES g/L, FHABHEH /K%
fift. PAFSZAAFSHURITHFT 4T N B FRipHif0.5 h.
HBIT AT N Rip/a0.5 h4y TPAFZAARSHI7
BN52021(GinkgolideB)5 mg/kg ip. JH24)5 41
By al U, kel ol TN B Ripla1.s, 3,
6, 24, 48, 72 hAbstENY), MHTTFIEICE, ¥HE K
LEYTF, KRG R O, RS X
KEAEHL0.5 ¢cm>X 0.5 cmE 41 4UE N40 g/LH
BT 224 b, A EE. DI, H-E
Pttt 2 BB RY A LR 4 F AR B ER K sk
3, AR FE-70 CORAE. H REP GE, i 52l
JE ;UG ORAF I B X R 20 mg, Hilp100 g/L
AJH, B, BUETE R, -20°C AR ARAE Wi I
I MR LR LT, RS, B, WL
VB, FA T S U P G E S I R
INCHAR G R, 250 54 b s N T
SENNAT DRI DR, LE AR I BR T H s s
SFPE. AR T A3 PG IR

St AL IR AL E s DLP S E AR
(mean®SD)# /R, {FISPSS 10.0%k/F R 4 X} 5k
5 25 RHAT Gt 2% o Hr, AN LUK T 7 22 5%
Ht, P<0.05U AT Ge it 2 5 3L

2 45

2.1 JAEBEFIE KAEUWENLPSA LS5 hiH
R K, 3 hE RS KM, 6 hEHE
TR BERE i, 40ZRIIE, 5 E AN
HIPPAT, 007 BT X, S D L, i
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FE1978 %
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PGE,

yapic| 15h 3h 6h 24 h 48h 72h
WBZH  22563+21.1  239.2+125 245.1+8.9 263.6 +13.1 246.1+9.7 269.0+23.6
LPSH  2169+66.1  195.7+22.1 134.5+9.3° 236.7 +62.2 250.2+14.0  2234x76
A2 235.0+£20.0  276.0+64.0 304.4 +15.0% 278.3+24,6 262.7+32.4 247.0+11.2
BIFYHE  213.0+345  252.2+21.0 315.9 +43.7% 295.9+43.7 276.4+69.5 267.4+87.4

2P<0.05 , °P<0.01 vs WIBA; °P<0.01 vs LPS 6 h‘A

1 BHERE(x 400). A: 1E¥; B: NEEZKip/H6 h; C: {#HH
AFPIETUE BN Rip/F6 h.

1B BB NS h RO B2 4 K, 3 hdl 2R
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JBET& R MR, 48 hAR R AR, iR
R, 72 Wk WL SR PAFSZ AR BUARI T
HIARYT 206 WX L R 78 MK b, BN LA
JE R 40 b Al L FE I o PR AL R
FeBA s A B IR, AR S5 e 2 ().
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PO 41(304.4+15.0 ug/L). PAFSZARFEHT
FVAIT41(315.9+43.7 pg/L) 5 xf M4 (245.1+
8.9 ng/L) M]3 7 7 W3 (P<0.05) (3K 1).
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Abstract

AIM: To investigate the expression and clinical
significance of high mobility group box-1 protein
(HMGB1) mRNA in chronic hepatitis B.

METHODS: The expression of HMGB1 mRNA
was detected in peripheral blood mononuclear
cells (PBMCs) of 54 patients with chronic
hepatitis B and 10 normal controls by reverse
transcription-polymerase chain reaction (RT-
PCR). The levels of plasma tumor necrosis
factor-a (TNF-a) and lipopolysaccharide
(LPS) were measured by enzyme linked
immunosorbent assay (ELISA) simultaneously.
The levels of total bilirubin (TBIL) prothrombin
time activity percentage (PTA) were examined
by biochemical methods.

RESULTS: HMGB1 mRNA expression was
significantly increased in severe hepatitis
patients in comparison with that in chronic
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hepatitis B patients and normal controls
(0.89+0.06 vs 0.70+0.10, 0.58+0.08, P <0.01).
Marked difference also existed between the
latter two (0.70+0.10 vs 0.58+0.08, P <0.01). Of
the 23 patients with chronic severe hepatitis,
the HMGB1 mRNA levels in 11 unrecovered
patients were notably higher than those in 12
recovered patients (0.93+0.04 vs 0.85+0.05, P
<0.01). Of the 12 recovered patients, the levels
of HMGB1 mRNA were significantly decreased
in the stage of recovery as compared with those
in the stage of onset (0.72+0.07 vs 0.85+0.05,
<0.01). There was positive correlation among
HMGB1 mRNA expression and plasma LPS,
TNF-o and TBIL (v = 0.74, 0.64, 0.71 respectively,
P<0.01) and negative correlation between
HMGB1 mRNA expression and PTA (r =-0.82, P
<0.01).

CONCLUSION: HMGBI plays an important role
in the pathogenesis of chronic hepatitis B, and
HMGB1 mRNA level is closely associated with
the condition the disease.

key words: High mobility group box-1; Chronic
hepatitis B
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0.06 vs 0.70+0.10, P<0.01) F= £ %+ PR 20
(0.891+0.06 vs 0.58+0.08, P<0.01), 12 LA %
20 % T B x4 (0.70£0.10 vs 0.58+0.08,
P<0.01). 236 EE R L EHP, 1146 K
& 8 % %FPBMCs HMGB1 mRNA % ik /K -F 8]
25 T 1240 M S0 % 4(0.93£0.04 vs 0.85+
0.05, P<0.01). v 1247 Stk B #4134 & R AT
X BF, BHWRAHPBMCs HMGBI mRNA
9 R K R TFE K IR B 2 F B (0.72+0.07 vs
0.85+0.05, P<0.01). HMGB1 mRNA % ik /K-
590 E fe 2 1PS. TNF-0 & TBIL3) £ % % iE
£ (r=0.74,0.64, 0.71, 3P<0.01), 5PTAZ
fi A8 (r=-0.82, P<0.01).
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1.2.2 PBMCs# 4 & W Iz pdtim, H
Hank's¥OM 5 7R, ¥ B BESZ 28 N5 bk B2 40
J 2 B B, OREE S 23 2, i
F2 000 r/min#5.0:25 min, W PBMCs/2. NS
mL Hank's{PE 540, %3 F1 500 r/min &5
min, 7 B3, 79 M40, R DR K
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MMLYV, MMLV ¥ & s 28 i, RN ARG 067,
HIDEPCAEBE/KAb 78 B AR 4220 pL. Bk
MNAR'E 137 °C 2 hJe, 95 CHAES min, 9K ¥
. FIR RN TPCRIR Y. iS4 h5'-GT
AGAATTCATGGGCAAAGGAGATCCTA-3"; N
W51 4 5'-AGGCTCGAGTTCATCATCATCAT
CTTCT-3', 7K N 659 bp. MW 4A1F: 94 C
5 min; 94 C 308,60 C 30,72 C 1 min 20s, 35
MG 72 °C 10 min. MRIGPCRI= YIRS S
P25t I B-actin(316 bp) AT 3R 1 LLBI, LA
SEHMGB1 mRNAE&IA KT
1.2.4 LPS#g#m R FHELISAYE, W74 2
TPIA A $ft.
1.2.5 TNF-a#g#m RHELISAL, WF & H L
W IEAR B SO AT BR A w4t dF 1432,
1.2.6 I o ik At fn B JR & 50 5 (PTA) #94am] 5
TN F-ou S50 s ] Aoy B BRI 9080 b A 326 P e A 36 et
F4x A sh A0 .

St A EAEA/ESPSS 10.0%K
10, EHEAT, S50 805 i mean £ SD# R, #4110 EL
B 2 AN FEAR B 1) 2 U, Rk iR
FILSD-sA5 56, P9 4H 5405 8] 1R AH OG O% 28 Y A
SN T R, P<<0.05 K75 S 35k 2= 5.
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ERFKA 11 0.66+0.09 68.87 +37.84 6.21+3.16 44.92 +19.80 76.28 +9.87° Ki.HMG}_'l as
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bP<0.01 vs DERFHE; P <0.01 vs EERFAA. toxin lethal-
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Science 1999;
=3 ERFFANELE SARMEHEHMGB] mRNA, TNF-o, LPSKERAFIDAENSHT (mean + SD) 285: 248-251
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neret G, Voi-
y _ = o ’
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RikEH 11 0.93+0.04° 96.76 +21.78 46.96 +20.11° 476.99 + 163.75 31.64+7.83° ner P, Venet F,
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55 4 SRS A REA S WS EIHMGB] mRNA, TNF-a.. LPSIKIE RAFINAEIEHT (mean + SD)

A% n HMGB1 — mRNA TNF-a (ng/L) LPS (ng/L) TBIL (umol/L) PTA (%)
RIRER 12 0.85+0.05° 101.23 +31.332 31.66+12.10° 412.15+145.30°  44.67 +10.00°
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FRP<0.01, %3, K2), KW EE & Tk
SN JBERWER 1245 DUV S IR 18 P EE 7R A
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B, BEKE WPBMCs HMGB1 mRNA [f) ik
AP R, Z2 R0 B EHEP<0.01,
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2 18 28 AR IE 5 6 UM R LP S /K P (ng/
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1.66. b, A8k 5 R0 28 4 v T 1 P I 26 41N
IEH XA (P<0.01), (A8 M 2 4 5 IE W X)
AL Z (P> 0.05, #1). E31512 M 2%,
0 1 5 ) v T RS P B S I R 4
(P<<0.01), {HAZ Vb 598 VR R I R 412 1)
TZ 5 P>0.05, #2). MHFTNF-a/K V- (ng/L)
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5.00. o, 1E R E R R 2050 e TR R I 58
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of cytokine
and immune
transcription
factor mRNA
expression in
septic shock.
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5 BIEREAAERDH

HMGBI1 TNF-a LPS TBIL PTA
HMGB1 1 0.64° 0.74> 0.71° -0.82°
TNF-a 0.64° 1 0.43> 0.50° -0.58°
RS 0.74° 0.43° 1 0.79° -0.82°
°P<0.01.

(P<<0.01,%1). 7E310M2 M R, 120 EE
e P R RN PR R R AR 41 (P<<0.01), {H
18 Ve b B 508 MR I R A 2 IR G 2 e (P>
0.05, #2). 7E2345 1%t 5 0 I % B, 1141
AW S8 B 120 52 1R S A R ) I
LPS/KY-Z 5 B # (P<0.05), {HIMIETNF-aK
SFHITLEFWP>0.05,5K3). BB L1261
PRSI E T I R, R IR I M KL P S &
TNF-o /KB W] T B, 78 5 i & 1k
(P<<0.05, %4).

2.3 PBMCs HMGB1 mRNA % i /K -F 5 5} fo
#LPS. TNF-a. TBILAPTA# % % HMGBI
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TBIL3 5 25 IEAHC (r = 0.74, 0.64, 0.71, P
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HMGBZZE19704E AR I, DA 7 58 D 445 1k
58 s LUK R AR = T R A 4,
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gl Wiy BFS Bl O L OES) gl
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PERT 98 555 JFF R 4530 I AN o, T 1 o s
ARl N2 27 N R E YN 7B =8 SN DS a ke
FAFLUEBR, MO B AN S, BT A
LPSTEIX24] g 2 Al G W) 2 72 5. ITHMGB1
VE W 2 5E A BT, B 52 BIL P S ™ A4 4b,
TNF-o IL-15540 i DX - J Be il i o6 9 40 it
AHMGBI, MHMGBI1 ik X e H I TNF-a.
TL- 1240 J R 7 0 7= AR 720 At A 2 o)A B 7%
Az, FHEARIE, WIS 20T B AN W73 LATBOK |
I, FEHMGBUK T aE, A E e &4
HMGB1 mRNA7 T IEH A.

BATTE R IN, 7E2340 1 P FE A A v,
TNF-oufE AP 55 V1R 583 1 R 191K
S ZESE, TTHMGB1 mRNAZEIX P20 41 2 [
FIEA 2 . TR AT B 02 R i 52 1 F R T R
A AR ISR E, H AR NI Es, H
TNF-o A 28k S 5 3 0 48 JH DAL -, R 452 )
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Abstract

AIM: To investigate the effects of the blood-
activating and stasis-eliminating traditional
Chinese medicines (TCM), including Yigankang,
small compound of Radix Salviae Miltiorrizae
(scRSM), and Radix Salviae Miltiorrizae (RSM),
on the proliferation of rat hepatic stellate cells
(HSCs) and expression of tissue inhibitor of
matrix metalloproteinase-1 (TIMP-1) mRNA
induced by interleukin-13 (IL-1p).

METHODS: The activated rat HSCs were cul-
tured in vitro and then randomly divided into 8
groups, named A, B, C, D, E, F, G, and H. The
rats in group A served as the controls, and those
in the rest groups were treated IL-1p (10 pg/L),
IL-1B (10 pg/L) plus Yigankang (2 g/L), IL-1B
(10 pg/L) plus scRSM (2 g/L), IL-1B (10 pg/L)
plus RSM (2 g/L), RSM (2 g/L), scRSM (2 g/L),
and Yigankang (2 g/L), respectively. The prolif-
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eration of HSCs was detected by cell counting
kit-8 (CCK-8) and the expression of the TIMP-1
mRNA was detected by semi-quantitative re-
verse transcription chain reaction (RT-PCR).

RESULTS: The proliferation of HSCs and ex-
pression of TIMP-1 mRNA in group A were
significantly higher than those in group F, G,
H (1.291 £ 0.09 vs 1.055 + 0.105, 1 + 0.07, 0.883
*0.06, P < 0.01; 0.591 * 0.064 vs 0.493 + 0.088,
0.458 £ 0.076, 0.356 + 0.046, P < 0.05 or P < 0.01),
and they were markedly lower in group H than
those in group F and G (P < 0.05). The prolifera-
tion of HSCs and expression of TIMP-1 mRNA
in group B were significantly increased in com-
parison with those in group A, C, D, and E (1.575
+0.017 95 1.291 £ 0.09, 0.906 + 0.09, 1.015 + 0.081,
1.097 £ 0.038, P < 0.01; 1.369 £ 0.097 vs 0.591 *
0.064, 0.694 + 0.078, 0.854 + 0.05, 0.898 £ 0.12, P <
0.01), but they were notably increased in group
C than those in group D and E (P < 0.05).

CONCLUSION: Yigankang as well as scRSM and
RSM can inhibit the IL-1B-induced prolifera-
tion of HSCs and expression of TIMP-1 mRNA,
by which it plays a protective role against liver
inflammation and fibrosis. Yigankang is more ef-
fective than scRSM and RSM.

Key Words: Yigankang; Radix Salviae Miltiorrizae;
Interleukin-1 B; Hepatic stellate cell; Tissue inhibi-
tor of matrix metalloproteinase-1
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WA KA 21 FRLE(AZL) IL-1B 10 pg/L(B4L). IL-  SEATHE P T4 /e ™, TATE T 200
g 2 BT 4F 4 sz N Sz Sy g )
R 1P 10 pg/Lr BT /LT HA(CH) TL- 20 BT LA 2R TL-1 BRI K L
FEAATLA 1B 10 R/LHFHS T2 g/LFHADA)  HSCHR % TIMP-1 mRNAZFEI I, Fid 14
@ ()ER B - R AZa(E4 P .

b wmae 1B 10 pgLaAh2 gLFIAEL) ST sy g,

wiewuwnm; 2 GYLEM) TR T2 o/L(GH). BT

(2)# F FFHSC %
A58, (3)F
BECM4& K, &
EABEWHECM
B2 8 o R AR
154, 3, ) e A 4
TGF, IL-1% %8 6
BT K (4)
12 3 ECM 84 4 i,
BiERH AR E
J& & & B (MMP)
89 K A Fo 75 K,
Ak AR R 2 8 &
& & (TIMP) 4 &
e

2 g/L(H4R). #n25)524 h, B A & it HoR
| &-CCK-84 M &-2EHSC3S 74, KA F &
RT-PCRZ %4 & 20HSC TIMP-1 mRNA#
FIA.

R AZEHSC¥S 74 A2 TIMP-1 mRNA & ik 7%
FF. G. HZ1(1.291£0.09 vs 1.055%0.105,
1£+0.07, 0.883+0.06, P<0.01; 0.591+0.064
vs 0.493+0.088, 0.458+0.076, 0.356+0.046,
P<0.05:P,<0.01); HAHSC3E A A= TIMP-1
mRNAF AR TF2AF=G2A(P<0.05); BZLHSC
3 A2 TIMP-1 mRNA kX3 2 5% TAH
(1.575£0.017 vs 1.291+0.09, P<0.01;1.369+
0.097 vs 0.591+0.064, P<0.01)#=C. D. E#1
(1.5754+0.017 vs 0.906+0.09, 1.015+0.081,
1.09740.038, P<0.01; 1.369+0.097 vs 0.694
+0.078, 0.854+0.05, 0.898+0.12, P<0.01); C
JAHSC3% 78 A TIMP-1 mRNA & A AK T DA A=
EZ8(P<0.05).

EIR: BT RS E AL 2h Ak dp ) IL- 184
M A9HSCs3g 78 & TIMP-1 mRNA %A, & 425
T LF e o 3. B AT AT 4F 4 feAk A 5% T
FF AN F Ty Fe A2,

KT AT BN R-1p; FFERAM, R
EREBH-1

XER, KAES, KL, X8R, MAFRF S IR DL
IL-1pRIBEVHS CIZERTIMP-18URIA. HFEL N EILRE
2006;14(2):173-178
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03515

JH 45 A0 1R B e 41 B A 2 i (ex tracellular
matrix, ECM) & ity B R AT ) &5 . IHEAIRAD
Jitd(hepatic stellate cell, HSC) k=4 ECMI¥) 3=
SN, HEA . A AT e R A D R
U H AT R W, IFECMARH 3 2 i3 i 4
i 5 F MM P) A AR 7(TIMP) TS . A
21 A Z-1(interleukin-1, TL-1)FE7E JE A4 5 4
i S R A% O E T I Al R 12— B iR
BHIL-17EfREHS Cib b . 35 S5 I AR rh R 4
YEH], FREHFTIMPIRIZRIAS. 124>, UPHS 5k
s B2y “wHIMEE” « FES/NE R CUE

1 #RIASE

1.1 A4t BTALIRGI AR CFSC H 26 [E Greenwel 2
PEAEAR I I, H AR AL IHSCs, MCCL i
RN AR AL R B 4 29 IRl 15 SR A 4 i 19
AFAAENE, RO AF T IL-1B80 1 5[
PeproTech/A wl; ¥ 4 B 1 £ 71 £ -CCK-8(cell
counting kit-8)J1 [ H AR A 24k R A6 20T 5T
Ft; W S R S I Promega /A 7], RN A$E
IGRAA(Trizol)s TaqDNAZE AR, ANTPIYIHH
JE R FE A TIMP-1F1A4 2 M GAPDHS | #)
H AL P8 H B A T A G RPMI-164015 775606 H
Gibconl, B A ML I F LN DU 25 A4
i A E A KR A TR R E A
P2, g, HE. 72T ARSI M2
NS I HRBYLL.

1.2 7%

1.2.1 P HH & EHRIEHR, REZ =X,
UMD B, BT 2SR AN B ALK Ay
WRARLTW IR B O £ UG #c1 2 3R I
950 mL/L LRE4° CYIE IS, EBRE sy,
T AR PR T A 28 R AN A J SRR A
B PR AE A, 710 mL/L#T A= 24 I 1
RPMI-164035 75 e B T i B, 4 M i
FHUERS I D8, 1100 P00 56 4t FH 5 o W e 65,
A T HOE A UK 195 % .

1.2.2 @iasfc R RO T A T IHS CAl
M AR E 95 5 2R 5100 mL/LF A= 2 1 i

100 KU/LT5% %, 100 mg/LE5% 2. 4 mmol/L
B 1 mmol/L HEPESIFJRMPI-1640%% 7%
W, 37°C 50 mL/L CO,51F FE:FE. A4 i 5
B EUEOIR AN, 2.5 o/LIBER (RN AL R
DAL @ 344K, 24 hifil, 72 hiF AR FLLR
SN

1.2.3 IL-1BA= & AT B T FHS CiX & KALACH)
HSCLL3.5X 10" /LK 100 nLEzFpT-96 7L
5 mLEERNT25 mLES IR, BiRfhin e &
A 180%-90%I -5 I, FEHEFRML, #7510 mL/L
BB I IR PMI-164015 J2 M 4k 8215 9512 h,
g R IE AR L TG, W b3, a4 A8
41 (D)XF I ZL(A4L), I 10 mL/LH A2 i i
BEFEWG ()IL-1B 10 pug/LTTRALBAL), n&IL-
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1B 10 pg/LI10 mL/L#T A4 135 55 980 (3)IL- 2r LGRS
. N AXRR 5 i
1B 10 pg/L+aiftRE2 g/L+Hidl(Ccdl), m&IL- e N
1.5 AFFRIR T WL

1B 10 pg/L. ziATFHE2 g/LI10 mL/Lg A2 1
T BTG (DIL-18 10 pg/L+/hET52 g/L T
AL(DAL), IEIL-18 10 pug/L. /NE 52 g/LIY
10 mL/Lg AR A s (W RE IR (5)IL-1B 10 pg/L+
P22 o/LTT4l(E4]), I IL-1B 10 pg/L.
2 g/LFFZ 10 mL/L# A4 5 B IR (6)
F122 g/L(F4l), In&E++22 g/LI10 mL/Lgi A
A IMH BT IR (7)/NE D72 g/L(GAL), I/
252 g/LI10 mL/LAE 2R i BB F790 (8)
i HE2 g/L(HAL), I a2 g/Lif1 mL/L
WA LS M RE TR, 4R EERE 9724 h
1.2.4 7 m et 6K 5 &-CCK-8#4&MmHSCH
7 AR T 964U 124 h)E, REFLINA
CCK-8iX 10 uL, 4k2:855%3 higfEf bR b
BLEN450 nmIROGEE. FOGIHA KR, TRdl ik
AN EEAL, R ALIAED.
1.2.5 ¥ 2 FRT-PCR&AEMTIMP-1 mRNA % &
(DRNAHEE: HIRNA#HIR A G ) ZK
TEM A D B S MHS CI B RNA, 4>
JEHERE VM ERN AT 8 KA, A /A 1503 7E
1.8-2.02[H]. (2)cDNAM A I K25 nLiidk
SR NARZR, WEFFIIRNA 2 ug, M-MLV 30 U,
RNAFRGHHIFI20 U, BEHLT #7100 pmol & if
dNTP(10 mol/L). 5Xbuffer, 37°C /%60 min,
70°C 10 minKiEM-MLV. (3)514: TIMP-1: E
Hi514)5'-TCC CCA GAA ATC ATC GAG AC-3',
FIE51)5'-ATC GCT GAA CAG GGA AAC
AC-3', F 88 BLK329 bp. WEIRGAPDH: |
H7514)5'-GGC CCC TCT GGA AAG CTG TG
-3, Ff514)5'-CCG CCT GCT TCA CCA CCT
TCT-3', ¥ #8 F Bt K239 bp. (4) Ly #HPCRX
N NARFR 25 ul, WE cDNA4 pL, 10X
Buffer 2.5 uL, dNTP(10 mol/L)1 pL, E. R
S1%)(10 umol/L)#%1.5 pL, Taql§2.5 U, K4
%25 pL. PCRIZ MW AE0.2 mLi#HEEppendorf
HE17, HGeneAmp 96007 PCRAYY 14, PCR W
ZHCh: 94°C 5 min, 2RJF594°C 45 s, 56°C 35 s,
72°C 45 sB5MEIR), 72°CHEMS min. (5)F5E
HOHT PCRAYITE20 o/ LR it i L vl vk
Jii R 1% R BT DN A S HEA TR 25 P 141
W5 K JEAE, FJHTIMP-1/G APDHK A b %R
TIMP-1 A R IA .

eit A3 Kods A £ A ifE 22 (mean
+SD)%E /R, FIHSPSS 1103 MHHEATSe i1 4
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Afl

ab ab
1L b
ol l
0 |
A F G H
B 1 SFRZEMEHRDZAN 2R MIRISENSG. A:
WAL B FFRA: G P20 NE S e 250FER4L. *P<0.05

vs Héﬂ, °p<0.01 vs AZH.

2 -

Al

A B C D E

B 2 HAFREFEIMERPZXNIL-1pRIEIHSCIZTERIR
0@. A: WHIAZL B: IL-1B4L; C: IL—1B+25ATEEAL D: IL—-1B+
F2/NETTH; B IL-1p + FFE4H. 'P<0.05 vs CAH, *P<0.01
vs BZH.

M. 2 1] BL R ] FL N 325 22 70 T (one-way
ANOVA), f7 ¥ 2 H it D M /NE & 7 fH
TRHEAT P LA

2 BR

2.1 Fwm et # XA &-CCK-8¥MHSCI 74 A
AL FE AR (1.291 £0.09) W &t i T F4H.(1.055
+0.105, P<0.01). GZ(1£0.07, P<0.01). HZH
(0.88340.06, P<0.01); HZHWL A B BAK T
F41(P<0.05)F1G4(P<0.05); FALMGHALH Ltk %
TG 25 PE(P>0.05) (I 1), HF S & ¢ 45 3 1l
s 25 e HIHS CI A, 5112 a2
/NST T AR LA 7 20 T A et iy, ILPUIT AT
YA AE FH B, BAIWOGBE{E(1.575+£0.017) 8]
B TAZH(1.291£0.09, P<0.01). CZH(0.906
+0.09, P<0.01). D#(1.015+0.081, P<0.01).
E41(1.097+0.038, P<0.01); D4l. E4l@& T
C#(P<0.05); DAL FEL M b 2 5 6 W& v
(P>0.05)(&12). iIESE T IL-1BHEHSCHES 1, 15
FLAE F BE Bk 2 JHF 58 46 0% i Ak Jis v 24 B, JF
Hoai HERIE SR T P2 5025 Lt 2 /N5 7

T &b 2
2 & B HSCHY
HEAE A, &
#—FWRT &
2+ 4h R PETL-1 4]
#AHSCs ¥ ¥
vy, FEAT 5B AT
£ Yt fe B 89 )
B, HE S T e 3%
A A1 AR LF YAl
B F 89 A T
1B ARE R K
&, B A E
T MG LF YAl T
RER — B0y i A%
YER; 78 ST A 3
BT LF LA AR A
o) R AET R 5 A7
HAL L de L A T
IL-1894E A A £
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KRN E f A
#P 2% HSC S
R A R
kG EETIMP RS )
FRARH T #F AL
B P 25 0 I A
Y ey puh), ST
— i T ek
LECE R
e, 4R A
40 7 8 3 A Y
AR BA 3G 3%,
EIEFAT AR
R E S A
B BN AT
AL 2h ik — 458, A
FHF S YA 2%
AT FRBA
.

A Marker

329 bp
239 bp

3 BLAHSC TIMP-TMRNAZRT-PCRFA=#)EBRE. A: %1
4H; B: IL-1BZH; C: IL-1B+zafFREAL D: IL-1B+ M2V NE T
2H; E: IL-18 + M54, B M54, G M2/ NE T4, He 280T
FEA.

o
®©

- ad
bc
II II |
0 | l
A F G H

4 ARG MR PZIIHSC TIMP-1 mRNARYEZ
0d. A: MR F: S, G P2/ NETTH; H: 2T
'P<0.05 , "P<0.01 vs AZH, P<0.05 , ‘P<0.01 vs HZH.

I
)}

TIMP-1/GAPDH
o
N

o
N

TIMP-1/GAPDH

B 5 HAFREEMIKHEPZANIL-1pRIBBIHSC TIMP-1
MRNARIABIEZNA. A: X FHAH; B: IL-1B2H; C: IL-1B+24/F
FEZH: D: IL—1B+FH2 NE T2 B IL-1B + FFE4H. "P<0.01
vs BZH, “P<0.01 vs C4H.

2.2 ¥Z FRT-PCRAMTIMP-ImRNA £ ik
TIMP-ImRANZKIEAZ TIMP-1/GAPDH(0.591
+0.064) 5 T'F4(0.493+£0.088, P<0.05). G
2H(0.458+0.076, P<0.01). H#1(0.356+0.046,
P<0.01); HAML TF4(P<0.01)FIGL.(P<0.05);
FALRIGALAH LE 22 7 0 16 35 PE(P>0.05) (K13, 4).
I B f R A5 5 1Ak 955 b 25 1] DU H S C&
IETIMP-1, i JH AR H 5 T 2 2 it
Z/NE 7. BH(1.369+£0.097)0 B A4

(0.591£0.064, P<0.01). C%1(0.694+0.078,
P<0.01). DZ(0.854+0.05, P<0.01). EZ1(0.898
+0.12, P<0.01); C41W] BALFD4L(P<0.01)
FEZ (P<0.01); DZLFEZ AT 8 2 1%
FE(P>0.05)(F5). UESE T2 HSCRIATIMP-
ImRN A M TL-1 B RE AT EF 44k ¥ & S (AL 2
—, g JHF RS I AR5 24 R g AL 1B
XA R R PO i eEH, OF B4y
T RERAE W 2o T PSR 2/ N T

3 171E
BOGMHSCREA S T o IR . R J5UpE
EE. EAZHSECMM 40 ks, #
JF £ A0 1R R 2R B v ke B AR Y. HS C
(W0 52 22 Tl 4 M DR 1R 42, A A AR K A
F(TGF). MIEIRIERF(TNF). A%
-1(IL-1)s 141 E-6(1L-6) I /MR ATAE
K7 (PDGF)%, HSCs X ] 70X L4 ffa 5] 1
IRl E R BUR AR R AOIRAS. IL-1F 250
Tk SRS I 98 SR s 2 PR = A= T i3 20 AR £
YAk 1 e, JEHLH 3 228 (2 HEH S CHE Ak Fr 4
Az, FHIECMBEfiR. MMPXTECMA | i [ [ i
1EH, 2 TTECMZ) A 47 1) f B 21— Kl
2. HLC R IN202 FMMP, 7] 501 i i il 3 524
FiMMP-1. MMP-8HIMMP-13, LT[ T .
1. MIEYEE I P B (MMP-2. MMP-9)1: 5
WA A 5 DU M T il o AR IV IS Ity WAV
RIS, ARG B FE i, e SRR LA T
JORE I T« TIRY e Dt oAy 3, o e b 288 8 D ) g
N ELEMMP-1, i {2 EMMP-13.
TIMPs AMMPsHEFPEFIHIE 1, 7] 5MMPs&
A, LA D T ER IR MM Ps-TIMPE &1K, M
M BLWTMMPs 5 R4, & — e s fa AL
il F 22 AR DS A Al i R R LA SCIEMMPs
TIMP [ RE R 5%, N2 o 21 e Ak dE 7. =
PWHAHIL-18. REAEKETF. PDGF. TNFa
2 BRI et al” WU RILIL-18 1] [ I 458 K
FHSCHIMMP-3. MMP-13. TIMP-13£ K ik,
AR K MIL-1BATHS Cs BB AITIMP-15E K % ik
KA TIIST, 45 RIL-1841(B4]) 5 x|
(AL EL, B4IHSCsH%i(P<0.01) A TIMP-1
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B X TIMP-1 mRNAZRIA 5% DL K Houf ok
IL- 1B K HS CHs M. 45 R R X HSCs
G AL TR 25 P F 2 (F ) P2/ MR T5(G
A1), FEATHE(HAL)JEHS CH G BI% T4 B 41(A
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KLt Dk, HEZEPLHE M HIHSCs
WFHATIMP-1 mRNARIL. AERFET4Etb 8%
o, MLVETL-1B7K T Fifi 5 BT 21 2 A0 R BE 1 o 1
JHF S 250995 B0 21 4 Ak 199 7% R R v S = 0
PATTAT CAHEM, 35 A5 b 2 n] fE S i I TL -
1BHIAE L R AE LB R 4ty 3%, A et —2
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Abstract

AIM: To investigate the role of all-trans retinoic
acid (ATRA) in the early stage of alcoholic liver
fibrosis in rats, by observing its effect on the
expression of transforming growth factor 1
(TGF-B1), connective tissue growth factor (CTGF)
and pro alpha 1 ( I') collagen (Collal).

METHODS: Twenty-four rats were randomly
and averagely divided into three groups, named
J, A, and N. The rats in group ] was given the
mixture of ethanol and corn oil, and those in
group A were added ATRA [0.15 mg/(kged)]
after treatment with the same mixture for 8 wk.
The animals in group N served as the controls,
treating with the same amount of normal saline

www.wjgnet.com

plus corn oil. All the mixtures were given intra-
gastrically. All the animals were killed after 16
weeks. The histological changes of liver tissues
were observed under light and electron micro-
scope. The concentration of hepatic retinoic acid
was examined using high-performance liquid
chromatography (HPLC). The expression of
TGF-B1, CTGF and Collal mRNA were mea-
sured by reverse transcription-polymerase chain
reaction (RT-PCR). The protein expression of
TGF-B1 and CTGF were detected by immunohis-
tochemistry.

RESULTS: Ethanol intake led to alcoholic hepa-
titis. The swelling mitochondria and expanding
endoplasmic reticulum were observed under
electron microscope in the rats of group J. The
damage was partially alleviated in group A.
The concentration of hepatic retinoic acid was
significantly decreased in group | than that in
group N and A (76.7 + 29.1 pmol/g vs 182.6
37.2,182.8 + 273.8 pmol/g, P < 0.05), while it
was not markedly different between group A
and N. The expression of Collal mRNA was 0.10
+0.02, 0.18 £ 0.03, and 0.14 £ 0.03 in group N, |
and A, respectively, and significant difference
existed between either two groups (P < 0.05 or P
< 0.01). Ethanol treatment elevated the protein
and mRNA expression of TGF-B1 (gray level:
105.9 +10.1 vs 149.3 + 10.2, P < 0.01; mRNA: 0.53
+ 0.17 vs 0.34 £ 0.05, P < 0.01) and CTGF (gray
level: 130.8 + 5.7 vs 158.4 + 6.6, P < 0.05; mRNA:
0.41 £ 0.13 vs 0.17 £ 0.05, P < 0.05) markedly, but
up-regulated expression were decreased after
ATRA treatment (TGF-B1 gray level: 130.8 £ 6.2,
mRNA: 0.41 + 0.06; CTGF gray level: 149.2 + 6.6,
mRNA: 0.30 + 0.04)(P < 0.05).

CONCLUSION: Small amount of ATRA can
interfere the development of the ethanol-in-
duced liver fibrosis in the early stage through
suppressing the expression of TGF-$1, CTGF
and Collal.

Key Words: Alcoholic liver disease; All-trans retinoic
acid; Transforming growth factor p1; Connective
tissue growth factor; Pro alpha 1 ( 1) collagen
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By @ LR A R X 4 T BR 212 M B Af M
B 545 K RATBETGF-B1. CTGF#=Collal &
R ee, IR IZ 2 Wy 3T B AR VAT AT AT AR
EORGDE

Tk KR4S K320 IBARA(A), 4
TEM-E R RERER; BTAAL), &
F LR RERERTS wkismA0.15 mg/(kg-d)
AR K FTRER, *HBANL), 4TF
AR KRR HET. 16 wkis 4t
KR . RETURIFALRELL, 55
TR A8 &3 ik (HPLC)M AT 2022 W 25 W B 9 4
T, RIRAFHAANATER P EKRRA T
BI(TGF-Bl)fess 2 A K B -F(CTGF)# %
G K, %5 FR A B4 B (RT-PCR)# ]
FF412% # TGF-Bl. CTGFA» [ A R AT R
o,(Collal)#mRNA K-,

R R TIEAAER G TN ERRARE
BT XK T, WA T EFETEEA
KRR, R K, BLBE, 0697 41K
T THAE. FARPHETRAS: BiA
A& T B 40, 87 A a2 R 4A KT, Collal
A mRN A Kk 75 78 A 20 P 23 % B4R 238 5
(0.1840.03 vs 0.100.02, P<0.01), & J7 L%
B AR K T 4(0.1440.03 vs 0.18+0.03, P
<0.05). TGF-B1#ImRNAR & & & ik f£ B4
20 % 3% £(0.53+0.17 vs 0.34£0.05, 105.93
+10.12 vs 149.27410.17, P<0.01), 7457 2848
*t T B AL A BT T %(0.41£0.06 vs 0.53+
0.17, 130.80+6.23 vs 105.93+10.12, P<0.05).
CTGF#¥mRNAR & G kA £ BATAPIEZ
(0.41+0.13 vs 0.17£0.05, 130.84+5.72 vs
158.371+6.64, P<0.05), 74 /7 4L5F T B 20H
P F#(0.30+0.04 vs 0.41+0.13, 149.23 £
6.65 vs 130.84+5.72, P<0.05).
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T, % ¢ R A RS S5 v 1 1 LT 5 ) 4
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SEM, DAPR ST A IR RS 1k JHE 2 4 0 T 1
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PR 2 7). 35 [ F=Waters 2690 = ZR0BAH (4 35 KL
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TaqDNARG AR E 2. 5195t Lifg
A T Ak
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W, T oK CEEPRERE. S AR EHPLCIY
TAIAE R R K(ARRELT0 © 30, K510 g/
LES R, W A)VHI I IE (RS 77UB). B et T~
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10 minZEPEAH ) 45300 mL/LIEFAFI700 mL/L
BB, 20 minfZERRE A1 000 mL/L¥ 7B,
FREF20 min, FLL2 minfIPERLE 41 000
mL/LIEFIA. K% K340 nm. 4k F PRI i ik
PR (R U T AR R AT 2 5

1.2.2 %9 LR F A M TGF-B1#=CTGF & & K
P G die 224 S P, HAE D IR ek 771 & 1 .
TGF-Bl. CTGFHUAMEEI AT @ 200, HIPBS
AR —PUEFI XTI R FHMias-2000& 4 55 #r
ARG ai R Bk U AT R 104 X 8k, 71
2005958 T W BH A S5~ 35 K P

1.2.3 RT-PCRAMTGF-Bl. CTGFA=Collal
mRNA K& mERT-PCRIEK, LAB-actinhy
WZ . BRNASLE: HU50-100 mgfF4121 55
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WIE . CEREDUE, o TR — SR AL 3
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W SR AT SO HEAT. KR Collal 5147
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GTATTCCGTCTCCTT 3’ (304 bp); KR CTGF
515 E375° CGGGAAATGCTGTGAG-
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GC 37 (326 bp); NidB-actinfI51#)T41: L
5" TGTGCTATGTTGCCCTAGACT 3", Rilf5’
TCGTACTCCTGCTTGCTGAT 3’ (442 bp). PCR
2 B RE B HL UK 5 G D S-8000 2L ¢ 12 B
BARGIRAG I B EHR B R AL
FHXRIEAE. H IR RAIRRIAE = (H %
25T K FEAH) /(B-actindi R 45 7 K FEAE).

BiitZ AT KR4 SPSS 12,09k Ab #,
KA AT 9347, Hmean+£SD#IR, L
P<0.050 i 2 57, P<0.01 ] &k 25 25 S5 1A
KR

2 #R

IR P AT 4 FUR RSB T, T4l AZ1&FET:
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xR 1 FARHPEESE, TGF-BIRICTGFERXKIE (mean

+SD)

HEPRES TGF-p1 CTGF
£ (pmol/g) (REE) (RER)
NIRZH (N) 8 182.6+37.2 149.3+10.2 158.4+6.6
TEE (J) 6 76.7+29.1" 105.9+10.1° 130.8+5.7°
BT (A) 6 182.8+273.8°130.8+6.2° 149.2 +6.6°

papi:l

°P<0.05, "P<0.01 vs WIBLE; °P<0.05, “P<0.01 vs JESLE.

R NEHERRDIAR, VOV 3. AR
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W0 K5 TG B R, AR TR, TG W ROk I
G W TH Y TN AR FE k. NAUEB RS /1 155

2.2 FFLLRF 4 TR 69 &% JA SN L4 H
TR & B W R [%(P<0.05). A414E IR & BN
HIK-(P>0.05)(#1).
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BANE VA DX 0T R ) o 4 B f o N A 2D B3R
K FETALR TSN g R DL R A ST
At T WAk, RN TR, M L
HbmRik, WA ATEAL T RIKE I kb
(RD).

2.4 TGF-Bl. CTGF#=Collal #ymRNA% ik J41
"ITGF-B1, CTGFAICollal A W & i TN4L, ifi
AL R IAIT > (P<0.05)(EI 1A, B, C, £2).

3 171E

vk R RSN 2 P BUF A 2 rp 4 F iR
IR, AT RERIMLEIAT: (1)4E IR A B>
JHFELZA T (P 44 FH R 3 22 e VItA R AR T R, 1 8
55 Vit AR A EAT AR I i, #0228 d 2t
SR A AT (K, TR 2, T i 5 VitA
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A 1 2 3 4
D4R n  TGF-pI CTGF Collal
p-actin WHBLE (N) 8 0.34+0.05 0.17+0.05 0.10+0.02
ToF HfE4E (J) 6 0.53+0.17° 0.41+0.13° 0.18+0.03°
Pl BT4E (A) 6 0.41+0.06° 0.30+0.04° 0.14+£0.03°

600 bp
500 bp

400 bp
300 bp
200 bp
100 bp

B-actin
CTGF

600 bp
500 bp
400 bp

300 bp
200 bp

B-actin

Collal

100 bp

B 1 KERFFLAELRTGF-p1, CTGFFIColal mRNABYRIA (RT-
PCR). 1: Marker; 2: NZH; 3: J4H; 4: AZH. A: TGF—p mRNA; B:
CTGF mRNA; C: Collal mRNA.

5 4 1 AR e i S R A Vit A ) 2 R 1)
FEAGIL. [N 2 I T2 Vit A ) JIFAM LA
o, Mok b 4 B R F 2 iy (2) 2k F IR A i 4
I 40 i 5 25 PAS02E 1] i 4 2 H R A ok Atk
PR, PR ) RN TT 5 T 40 i (L 3R P4 50
(06 B, A R (A AR ), 4k R R AT 2Bl
ORI 22 A AL, T 3@ 40 iz DN A &5
£ B VR T AT DGR R R IA NI R 35— R A 2k
Wit Davis er al'™ e BLYE R AT SR
Y0 A, P TGE-BLI 2. HAT, E A
Y RRAE A et R E IR G A —. 1
N RINYE PR s SR T I 4T 41>,
A N RIABA TR PR e, LR AT A

°P<0.05, "P<0.01 vs WIBLA; P<0.05, *P<0.01 vs JTEH.

LY RN L SN ] LA R AR 2R R S5 T 32
(AR — B0 5%, BT b 00 %2 /)N 751 Bk 4 PR )
TSRS A FEF2 7 K BRI JOE v i £ 4 e DXL (1 g
R/ A R LA S R AR R A R R
IR ELEI T A 4k F R EI TGF-p1k
5 TP CTGF A Collal [ 263 K K 45 HoAm
LT AE . 4EHF IR 52 ARARo. RXRa 5
T - LAP- 1) A ELFEPU/E S, 388 Jin o F
i S EL sz AR ) 25 BT 9D AP-1 K S IR TGF-B1I
FAAN CTGFJE R Z A DN, fECTGFHEA
15 R A AET GF-BIA 2L #5 04-(TGF-B
RE), £ T B 81F%1-168 bpHil-128 bp [,
BUAAR 545 R £ Ak & A C TG F s ik H-1E 4
TGF-BI¥ R U7 A A5 40 i 40 JE i 1) A ™.
Collalj& [ MK IR ol BERI aiBRE R, HmRNAF)
Bk IRZ TGR-BIR #1202, ol B n] i 3 1ok o
/DTGF-B1IFZRIE s i A T (R A1 4R A0 AR k.
TG T /N7 2 F ) P 1 T 4%
195 e JFF AT A TR R ), 1T AS () 571 42 4 F R T A
I7i) it DAL S30RF 4 40 B 7 Ak P A P S AT A gk —
A
BOS: P HEKXRFWERFERBEHZR
RBIE AT A FWym 2 5 Oy MR A0 X, LA
BAR ] 25 PR ) AR P R R 2
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Abstract

AIM: To investigate the effects of 5-Aza-2'-
deoxycytidine (5-Aza-CdR) on the proliferation
and apoptosis of Lovo cells and the expression
of tumor suppressor gene RUNX3.

METHODS: Human colonic cancer cell line
Lovo was treated with 5-Aza-CdR (0.4, 4, 40
pmol/L), a specific demethylating agent, for 3 d,
and then cultured in RPMI 1640 medium for 5 d.
The growth of Lovo cells was observed by MTT
assay before and after 5-Aza-CdR treatment,
respectively. The expression of RUNX3 mRNA
was observed by semi-quantitative reverse
transcription-polymerase chain reaction (RT-
PCR). The apoptosis of Love cells was analyzed
by flow cytometry.

RESULTS: Lovo cells treated with 5-Aza-CdR
displayed a slowed growth in comparison with
the control cells, and the growth rate decreased
accordingly with the increase of 5-Aza-CdR
concentration. RUNX3 mRNA was expressed in
Lovo cells after 5-Aza-CdR treatment, but it was
undetectable before the treatment. After 0.4, 4,
and 40 umol/L 5-Aza-CdR treatment, the level
of RUNX3 mRNA expression was 0.46 £ 0.06, 0.71
* 0.06, and 0.84 * 0.07, respectively, and it was
significantly correlated with the concentration
of 5-Aza-CdR (F = 168.4, P < 0.01). The apop-
totic rate of Lovo cells treated with 0.4, 4, and 40
umol/L 5-Aza-CdR was 10.95% £ 2.09%, 17.61%
+1.51%, and 26.60% *+ 1.89%, respectively, which
was markedly higher than that of the controls
(2.92% £ 0.93%)(P < 0.01). The apoptosis was
also notably correlated with 5-Aza-CdR concen-
tration (F = 145.7, P < 0.01).

CONCLUSION: 5-Aza-CdR can inhibit the proli-
feration and partly induce the apoptosis of Lovo
cells by inducing the re-expression of RUNX3
gene.

Key Words: RUNX3 gene; Methylation; 5-Aza-2'-
deoxycytidine; Colonic cancer; Apoptosis

Ni Z, Liu NZ, Li LF, Zhang Q, Li XM, Hong W. Effects of
5-Aza-CdR on cell proliferation and apoptosis in colonic
cancer cell line Lovo and expression of tumor suppressor gene
RUNX3. Shijie Huaren Xiaohua Zazhi 2006;14(2):184-188
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BE: AR 7B ARRUNX3EAL W R
an e WP 8 ROR DL, IR S- R-2'- LA
(5-Aza-CdR) A2 1 & Lovodm A3 58 8 T A
RUNX3 £ 3A 69 %576,

Fik: R4 T AR AL B 4 77 5-Aza-CdR
0.4, 4, 40 pmol/LAt 32 A4 i 5% 49 bk Lovo
3.d, kg FHIERS dE, RAWEEMTT)
Vb & WL Bt L% 2 AL BT UG 0 A KR, L
F % FRT-PCRA M 2 At 4L 2277 J5 37 5% X B
RUNX3 mRNA#) & ik, o 7K AT
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am e, R T e e A

R ALBHEmELovoZ A G, 5
ZHY64R, 5-Aza-CdR 0.4, 4, 40 pmol/L3% A8
R HI MG am e kK, F5-Aza-CARIK E 3
Jm, tm e A Kaig BT st 4ELovosm B R L
RUNX3 mRNA%R A, Z2hp /22 )5 609 ta e
i iZ A mRNA® T3 &k, AmRNAKM &
kAgRF & 5 A A0.46+0.06, 0.71+0.06, 0.84
+0.07, 554 H £ SIRBEF = 168.4,
P<0.01); %+ P8 20 20 joL )8 = 5 £2.92%+0.93%,
5-Aza-CdR 0.4, 4, 40 umol/LA 22 FLovozn
R T 5 A 410.95%+2.09%, 17.61%+
1.51%, 26.60% =+ 1.89%, 5 %} B8 2048 ik 34 A
% it 2 & L(P<0.01), LA =% 55-Aza-CdR
7% 2 EAR X (F = 145.7, P<0.01).

Zib: EAGEHBEmEARLovoY, XA
RUNX3 T4t B id ¥ AR A i - 84 5k R 7,
RUNX3A B &4 Ak sbdpdl anfo £ K, SHak
e Pl U e

X888 RUNXSER; BEN; 5-R-2'-BHEHE;
“EhndE; W

1775, XEatE, M55, KK, 518, Hb. 6-Aza-CdRWAL
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JHP IR 6 R A N i ek AR e, e I DR K
FHEN 2 —. HATHF R, 0 I R T )
FH ) AR B . AR E 3 X )
R SR S -2 i AU TR (S-A za-CdR)
& —FIDNA H LR B i 570, 1R 2 A4k
FUUESE, 5-Aza-CARIERLE & AL F g £ Fl
CpG ik FHE A (41 35 R B R 0A, Pk &
T BES . RUNXS AL —Flog &I 4 3L [,
TP SIE S X 7 98 40 R F) A K H A B S A el
H, A3 F X B CpG & {3l 34k AT i I
75 3R, G i i DR I R IA R 5 i . TR
IR 5-Aza-C AR W3 41 AR IEA T AL 21, 4Gl
RUNX3IERIRIE, FFo0 47 8 40 i (1) 2B 4 2447
AU, CAER S 8 16 A AR ML O 5 ROBT R v
I

1 #RRTSE
1.1 #4 NEIE, RPMI 1640557755 (Gibeo 2y
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]); 5-Aza-CdR, MTT, DMSO, RNAJiA(RNase
A) M WAL BEIE (PT)(Sigma/A ); RT-PCRIXH
HOREREY A F); TrizolMRCAF]). H
MREHRIRUNX3 KN Z I GAPDHI 5 4% th
Primer5. 0% {1 AAT¥CUE, Bl AE T A R4 AL,
SIFF N RUNX3 Ei514: 5'-CAGCC
AAATCTTGCGACTC-3', Fif5|¥: 5'-~ACCA
GAAGGACTGCCTAACC-3', ¥y Jy Bt K Ji
852 bp; GAPDH Lii5|#): 5-CCATGTTCGT
CATGGGTGTGAACCA-3", Fiisl¥:
5-GCCAGTAGAG GCAGGGATGATGTTC-3',
P B RE251 bp. N4l A bk Lovok
e rp RE B R 2 [R5 1= 27 5 B 8 ol R s 2 0
100 mL/L/N M35 IRPMI 164035 7736 5%
F7(37°C, 50 mL/L CO,, WAL, b H #, 41
K 1 TR RER0 %6-90 % JiT, 51 1 2-1 ¢ 44EAR,
HO AR AT 40 g b AT S 56

1.2 7 ok A0 M DO B % R, N 5-Aza-
CARRPMI 164035552k, A H 254 29K & 531
40.4, 4,40 umol/L, £F24 hHE e kBt 259, W
FEIRITT, L3 dE s E25, BLE100 mL/
L/ L RPMI 164015 7534k £ 15755 d. LA
KLY T K Lovo i L /F g X 4.

1.2.1 HERaT/ELovotm g i iE . LiRE
)RR B AN i Rk A 4 i, DAREFL3 X 10°
A R T 96 L0, A BSAS AL, TegE Rl
o, fratifiie hWikE s, K&H S RERE24 hiELH 1
B, BEFLIMANIRIES ¢/LIIMTT 20 uL, EHFF
FNIFE4 hfg, N0 EEFE, IIA150 uL
DMSO, 37 CHaif/KFRERYRFE LS min, 1554
ARG, B4 HSIEEFR T 570 nmigk K ib
BLHUROGEEA), FIRSLIG R 3. 41 i E
BE 7 LF-BIO6 BE (A MBI #T, DLATE I PARFR,
IS TR) (d) AR A, 252 T 2B K R 28,

1.2.2 A JERUNX3 mRNA# &k iR 254)
AbF S PR AN i Bkt AR 40 Y, $% Trizo A3 A
P DR BUSRNA. Gl AN e
TRNAMI260 nm5280 nmW 6, 15 HIRNA
WL 1 pug RNANIAIS 55 S ik 2, AREALS ]
YJRandom 9mershy 5| YT L% [ N, 100 4%
SN S S AR SR . B2 pglfi B X
R4, AR i B S LU BB %25 pLIYPCR
SNVAR R, PCRIY 451 94°CAZPE4 min, 1M
IR, 94°CAZPEAS s, 57T°CIR K45 s, T2°CHEAHI45 s,
JE3SANMIEIR; FELA72°CHEMHT min. ¥ 3721+
15 o/LEBt Tt ik, MBI e R et AT 2
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RESY 7 F
5 RUNX3 & ik 89
8 % MAF AR E,
AL PR T
RUNX3 £ 2 W 5
Zm i Lovo ¥ & &
ik W U T 4R
K FEMH, AN
RUNX3 T #t B id
VR T F 5
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F B F A
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mi AL 3[ T Ouma Shzercer FEABLovo, T-5-Aza-CARANFEHT 4 £ 1%, &
RUNX3# 4 — /A cee@e-- umol/L 5-Aza-CdR
R I 0 9 T ot ShCdR AN 2R EE3 dJs, T WLANMALE, %58
N ERRRRG 2 TG AH T BN, e s dJ, ] Al

A A= am fie < N N
R LA S FEA, F5> A0 MARRL 4/, JET- AN % . 41
IO g L83 TR [ 5-Aza-CARAD TR, 402 1 K
RUNX3 7T 4 &, % . AR 52 B AN [FRE B2 PR 400, BB 2 0 T 1)
— ANHA R B
ﬂ%%éiifh%i‘jh 1 2 3 4 5 6 JnFRIAE H 3G 1).

Ao ik JE K B s
JF e ek, A
BN B S
Wi Fm b 7 B4 T
— KA iRIZ.

t/d

B 1 LovoBiER5-Aza-CARAMNEGHIEK EHLZ.

1150 bp
900 bp
700 bp

500 bp

852 bp

300 bp
251 bp

100 bp

1 2 3 4 5

B 2 5-Aza-CARALMELovoZBIIIGRUNX3 mRNARYRIA. 1:
Marker; 2: % BE2H; 3-5: 0.4, 4, 40 pmol/L 5—Aza—CdR.

SE /AT, RUNXB AT R IA /K- = RUNX33:
IR T-PCR ™ P LUK 45 s 1 %85 B /G APDHAE [
[FJRT-PCR ™4 B 7k 45 15 11 35 5L

1.2.3 fm o8 g ml IR & 254 dh 3 s (1) 40
P S kot B 4L 40 i 24 U L2 X 10° A3 T 75 1L
B b, BA 100 mL/L/NA- I (IRPMI 164085
TG T4 d. TR AR 40 e, LAPBS
PVEIER2IK, LL-20°CTIvA 11800 o/L LN &, 7843
PIHI L], E-20CURFAIRAF24 hEL EL R0y
Z0(1500 r/min, 10 min), 3+ L K7, LIPBSYE2
UK, LAPBS T4 4 FE A2 1 X 10°/L, YESk T A
150 mmol/LEIRENA125 mmol/LMIAGER 42 A FH
Eb9 @ 1A IIPCEM(pH 7.8)50 nL, &K
H15 min, JIPBS 0.5 mL, PI 50 pL(100 mg/L)
FIRNaseA 10 puL(5 mg/L) T =il WEAbE 3
430 min, LA MAC(BD 2 w])BEAT 40
TARASI.

FitF A 2K T mean £ SDE IR, £
FEA B8R FH 5 DN 35 07 22 00 A, P43 5K
LUK Fef 3, P £l FHSPSS 12.048 114k
PEET bR, P<0.05 0 Geit24 122 7y

2 BR
2.1 Lovom et & A& A Kk & Es P4

2.2 Lovoza BRUNX3 mRNA#) & ik RT-PCRK;
I HF IR ZH 40 AR IR UN X34 A fm RN A %32,
5-Aza-CARAF G A MIRUNX3EE A FImRN A
FoFRIE(E2), A FHHZ0.4, 4, 40 pmol/LIY)
5-Aza-CARALFANNS, 41 BRUNX3 mRNAF]
AR IE T 435 40.46+0.06, 0.7140.06, 0.84
+0.07, H AR R E = 168.4, P<0.01).
2.3 5-Aza-CdR*fLovom A = £ 6% L0
L0 A ARSI 53 B, 0T FECAH A0 B 0 164 2.92%
+0.93%, £4:5-Aza-CdR 0.4, 4, 40 pmol/LAbFE 5
E 20 1 4 391G 1A iy L 30 S P O T, 4 i 0
TR, T TIE 50 0010.95% +2.09%,
17.61%+1.51%, 26.60%+1.89%, 5%} f 41 A Lt
B G L (P<0.01), NPT % 55-Aza-
CARK LKV B FI R K RF = 145.7,
P<0.01).

3 e
25 1 e R0 G A b Rg —FF, HORAERUR JR e A
LN 2D BRIRERE, Ji 3 DA ARG A/ sl A
it 2 DRI 1) 2R 2 3L 7 1 2 . bR 2 R
B, DNAF AL 7E JE DR A v . 4 a3 5
SN R R DR 4 i )y T T B
VEH, JE5 R kAR R R DN, DNA
(10 ok PR A 2 5 | 0 9 i R 2R 1) 7 2 5 oL
DN A AL FEAS I FE R P 91 A g, i A
JE BN 0] e A H IR A A, X T S )
SRR T LU A g,
RUNX3& — o B e 47 T-1p36.111)
P LR, ) RIA T A R A R e
M. AN AR gl i ST RUNX3 2
RUNTHEPR Z 1 i 22—, RUNTHEDS 5t
FHRUNX1. RUNX2. RUNX3% =/ il B4 ik,
HomiEAE 4DNASG SN T, £
TN SN N3 = D8 RS U el o =i o (R
P2 P WP R B, RUNX3-/-F ' B L
A P ok R G AR RN TR S A RN T GF-B i
ST I RUB R B AIGE 0%, TGF-BAE N7 4l
B AR s S I TR E - AERUNXS-/- 1 B 5
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T (S mad VB 20 MO ) M Cancer Res 2001; 61: 249-255 AR AR %
e . 2 Attri ], Srinivasan R, Majumdar S, Radotra BD, Wi B 2 —
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Abstract

AIM: To explore the distribution of Toll-like
receptor 4 (TLR4) gene Asp299Gly, and TLR2
gene Arg753Glu and Arg677Trp polymorphisms
in inflammatory bowel disease (IBD) in Chinese
Han patients of Hubei province.

METHODS: The polymorphisms of TLR4 gene
Asp299Gly, and TLR2 gene Arg753Glu and Arg-
677Trp were genotyped in 120 patients with IBD
and 110 healthy controls by polymerase chain
reaction and restriction fragment length poly-
morphism. The association between the poly-
morphism and IBD as well as its clinical pheno-

type was analyzed.

RESULTS: The mutant genotypes of the TLR4
gene Asp299Gly, TLR2 gene Arg753Glu and Ar-
g677Trp were not found in both the IBD patients
and healthy controls.

CONCLUSION: TLR4 gene Asp299Gly and TLR2
gene Arg753Glu, Arg677Trp polymorphisms are
not associated with IBD in Chinese Han patients
of Hubei province.

Key Words: Inflammatory bowel disease; Toll like
receptor 4; Toll-like receptor 2; Gene polymorphism
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Arg753Glu Arg677Trp % A PEfe P B kA
BEP g oA, KT L KM R 69 48 Kb
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B 5 AN, BN 1204 F B #H k%
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A HAsp299GIyATLR2A H Arg753Glu’k
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%8 TLR4A B Asp299GlyATLR2AH
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bR AR K PR 97 0 By b AR A
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B 1k B Ig 2 Hl (lipopolysaccharide, LPS)H)3Z
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1 TIRZERDESMURFLIPERRIE. W05 s lipife 2 &1, PCRF=YIA340 bp, BikHTHe ABRGIEANTIEEAC 1 H)E]
B, FlAc 164302 bp (TLR2-11), 265 bp (TLR2- 1), 843227 bp (EFLEA).
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YEH, K LPSL ik ({5 5 0l BN, B
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FER R W, 1 HAi% I TLR4Asp299Gly. TLR2
FK Arg753GlufArg677Trply S 2 A PE T g 5
K EIBDIJE XK. Manefff 7T I AIBD 3 TLR2A:
BRI A, JURILATABATA riA = X, WM AFIE
AR LB PEARGE. AR50 25 0 5 2 AAA.
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Abstract

AIM: To investigate the role of thyrotropin-
releasing hormone (TRH) in the rat ulcer
induced by cold-restraint stress and its possible
mechanism.

METHODS: The rat model of stress ulcer was
constructed by cold-restraint method. The
changes of gastric mucosa, gastric juice secre-
tion, and gastric motility were evaluated after
injection of TRH or TRH antiserum into the lat-
eral ventricle.

RESULTS: Three hours after the administration
of TRH, severe damages were observed in the
gastric mucosa of rats fasting for 24 h at room
temperature. As compared with the control
group, the volume of gastric juice secretion (5.5 +
0.7mL/2hvs2.7+0.6mL/2h, P<0.01) and total
acid output (539.4 + 50.5 umol HClI/2 h vs 317.7
% 45.3 umol HCI/2 h, P < 0.05) were increased
markedly. Gastric wall mucus secretion was de-
creased (1.35 £ 0.08 vs 2.21 £ 0.11, P < 0.01), while
the frequency of gastric contraction (1.2 £ 0.2 vs
0.4 +0.1, P <0.01), the width of contractive wave

(172+ 200581 £ 1.1, P <0.01), and the motility
index per minute (90.3 £14.2vs13.2+ 3.1, P <0.01)
were elevated significantly. The administration of
TRH antiserum significantly inhibited the gastric
mucosa damage caused by cold restraint stress
(ulcer index: 10.2 £3.9 vs 30.3 £ 5.5, P < 0.01).

CONCLUSION: The injection of TRH into the
lateral ventricle can induce gastric mucosal ul-
cer, which is similar to the stress ulcer. The en-
hancement of TRH synthesis in the brain plays
a crucial role in the gastric mucosal damage in-
duced by cold-restraint stress.

Key Words: Thyrotropin-releasing hormone; Stress
ulcer; Lateral ventricle
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Abstract

AIM: To observe the morphological features,
temporal-spatial distribution and differentiation
of hepatic stem cells in the early stage of human
embryonic livers.

METHODS: Paraffin sections were prepared
from human embryos of 3 to 12 wk by routine
method. Immunohistochemical staining was
used to observe the development of human em-
bryonic livers and hepatic stem cells as well as
the expression of a-fetoprotein (AFP), c-Met and
cytokeratin 19 (CK19) under light microscope.

RESULTS: Liver buds came into being in wk
3, hepatic cords formed in wk 4, and primal
hepatic sinusoids were found in wk 5. The he-
patic cells of the 3-5 wk displayed the typical
features of immature cells: small size, a round
or ovoid nuclei with dark color, scant cytoplasm
with slight blue and a high ratio of nuclei to
cytoplasm. Moreover, they were positive for
AFP and c-Met. At 6 wk, a part of hepatocytes,
whose numbers increased as the growth of the
embryos, became larger with nuclei of slight
color, which were negative for AFP and c-Met.
At 10-12 wk, the AFP- and c-Met-positive cells

were mainly found at the periportal region. The
CK19-positive reaction began to appear in some
hepatocytes which were similar to the AFP- and
c-Met-positive cells at 7 wk. At 10-11 wk, the re-
action was confined at the hepatocytes adjacent
to the portal region, ductal plate and biliary epi-
thelial cells. At 12 wk, the positive reaction was
only found at the ductal plate and biliary epithe-
lial cells. Furthermore, all the cells were positive
for AFP, c-Met and CK19 at this time.

CONCLUSION: Hepatocytes of 3-5 wk, pheno-
typed AFP"/c-Met', are homogenous and belong
to the hepatic stem cells. At 6 wk, the hepatic
stem cells begin to differentiate to hepatocyte
system, and then to cholangiocyte system in the
next week. Like oval cells in the adult liver, the
hepatic stem cells mainly locate at the periportal
region at 10-12 wk. The cells characterized by
AFP"/c-Met’/CK19" belong to the progenitor
cells of biliary epithelial cells.

Key Words: Human embryos; Hepatic stem cells;
Proliferation; Differentiation

Jiang JY, Zhao LM, Zhang ], Qi AD, Yu SN. Morphological
characteristics of human embryonic hepatic stem cells.
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Abstract

AIM: To compare the gene frequencies of 15 STR
loci between patients with colorectal cancer and
healthy people from Xiamen in order to search
for the genes that related to the colorectal cancer.

METHODS: The genotypes of the sample DNA
were analyzed by multiplex polymerase chain
reaction (PCR) combined with 4-colored fluores-
cence-labeled method. All the polymorphic alleles
of these 15 STR loci in the unrelated healthy locals
and patients with colorectal cancer were inves-
tigated. The sensitive or resistant genetic factors
were inferred according to the statistical difference
in the distribution of allele frequencies.

RESULTS: There were statistical differences

www. wjgnet.com

between the healthy controls and patients with
colorectal cancer in allele frequencies of the
three loci: D5S818 (0.520 0 vs 0.219 5, ¥ = 36.69,
P <0.01; RR =3.8521, P < 0.05), vWA (0.050 0 vs
0.2927, v*=53.99, P <0.01; RR = 0.127 2, P < 0.05),
and FAG (0.09 vs 0.243 9, 4*= 37.58, P < 0.01; RR
=0.306 6, P < 0.05).

CONCLUSION: It is very possible that there is a
sensitive gene for colorectal cancer near the area
of D55818-11 locus, and there are resistant genes
for colorectal cancer near the region of vVWA-15
and FAG-23 locus.

Key Words: colorectal cancer; Cancer susceptibility;
Gene scanning

Huang RX, You P, Chen CR, Zhang ZY, Ni HY, Liu GF,
Ren JL. Sensitive and resistant genetic factors related to
colorectal cancer in patients from Xiamen. Shijie Huaren
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BEY G, B, ik, BT R ALK
1 B Bl W A BE A

1.2.1 PCR¥ 3% Z[HPowerPlex 16 System PCR
Amplification Kit User' ManualW i eit: 7 [A]
SOV N IR 1SN BRI AT A .

S WAKR R 25 pL, HPowerPlex16 10X Primer
Pair Mix 2.5 uL, 72g DNAZRK 4 0.8 uL, DNA
B22.5 uL(0.5-1.0 ng). FHEEAWIR: 96°C Fil#i
10 min, #296°C FAE 1 min, 94°C 30's, 4268 s
AT )60 CIAEE30 s, 2250 sARIR B 70°C 1A FF45 s,
BEAF10MIG3R, FH4%90°C 30 s£860 s75iH £160°C
15530 s, 450 AR F70°CHR4F45 sHEAT20 MG
R, #5¢J5 160°C ZE 4130 min.
1.2.2 73 =g b ok 54n RHABI37T7ALE
DAL 23 AT A B B AT FLIK 43 2 R R DRLRS U, 9 Y
DNA Bt K/ Genescan 73 HT AR (hiiAS 492.1)
52, 1 HGenotype(UAR 42.5) M 44 " SE4L
SER

F#RR=Pd(1-Pc)/Pc(1-Pd) 2> AT HIX & 6
FESMTIFAE G 22 LR R R ARG K, Pd: B
FHFERIE; Pe: KRR IERIEK), RR>1NFH
W], RR<1UNAT HUrEMm Y,k H# STRIE
D] i 5 A i A D i TR ) 5 J B A bk 3
(10 25 (0 FE A

Bt fMicrosoft Excel@ft i H A
by DXl 58 R R K i g A N T R TR A 2.
FEANASARS TRIE [A 8 W AT 24N S5 A7 S AR, A
BN E R Al G 7. Wb 5 A A S A
(S PRSI, 0] Ak R N AR 1 55 407 55 DXL A 26 53
AiifFHardy WeinbergVJ) &5 & 6 56,

FIAT BB TE 7R 7 R 5 (o A 560 ) 70 7 A Hh
DX At S TR K s 2 AR 154N S TRAEE A
JAE AT JE DR 1) 43 A 5 . LA 43 T fESPSS13.04%
ARG EEk.

2 #R

2.1 AR RXAFHFIE B Hardy Wein-
berg “F4 45 D3S1358. THOl. D21S11.

D18S51. Penta E. D5S818. D13S317.

D7S820. D16S539. CSFIPO. Penta D.

vWA. D8S1179. TPOXFIFGA 154K o5
LRI T TG K A Hardy Weinberg W5 &
K5 P>0.05, 1t WIIX 154N 1K 4 AT 45 Hardy-
Weinberg V- iy it % 52 . R IASHIF 5¥ 3% 35 0] i
HAABARAERNE.

22 EITHR X% 5 15/NSTRA B & % B o7
X TUKE AT G v 27 PO A S 23 R e () A4
GrATR Y. R 1-353 TR 7 1T H X K g i
B NFERME O ABEAEDSS818. vWARIFAG
STRIE A Jas | [y 5507 Jk PRI 73 A

www.wjgnet.com



BN, &. B X Kpe N\ B RR et ZRASFTIME SBVHAR 227
%1 B I XFE ABIRERTT % ABED5S818 2 RAE IS IR RIS 7 A% A 5

D5S818EREEHVEMIER

ABEER ait 18 PlE
7 9 10 11 12 13 14

o AR 7 22 54 54 60 46 246 36.69 <0.01

EAR 0 3 11 52 14 20 0 100

Bit 7 25 65 106 74 66 3 346

. VWARRBZEHEER \
ABER &it V1B PE
7 12 13 14 15 16 17 18 19 20
N 0O 5 6 46 72 53 40 22 2 0 246 53.99 <0.07
R AR 0O 0 1 19 5 16 26 24 6 3 100
ait 0 5 7 65 77 69 66 46 8 3 346

xR 3 B MXFEASNERRITAASEFACERE FHFIERMM D™

FAGERERYFNER 5
ABER 8it (E PFE
16 18 19 20 20.2 21 21.2 22 23 232 24 24.2 25 25.2 26 26.2 27 28
fEEAZ O 4 1318 031 05860 025 033 0 1 2 0 1 246 5399 <0.01
fpEAZ 2 2 57 114 1239 215 113 23 00 0 100
= 2 6 1825 145 18169 240 146 2 4 2 0 1 346

K 5.P<0.01, FrLART LA A D5S8184k A J4
5T DR 1) AT 5 s N R BT 2 R AH
KIE. ol N5 4 e NPT 41 D5 S8 18 1) 2547
FERIOr A AT P22 5 (5 =36.69, P< 0.01). H55 2
FEA 5l 88 A7 Bk R LL A, i A FD5S818-11
(3L R 40,520 0, fil RE N BE 12 554 2 IR 1)
FERAIE N0.2195, MEGLITHEEER
(P<0.01); RR=3.852 1, P<0.05, $¢/~D5S818-11
55 g A DG I, SL B mT Re A7 A W e B KL TR
(E1D).

K .P<0.01, JIT A W] BAIA v WA K D] e 45
7 PRT 1R 43 A1 55 Mg AR ANAg R N TRE 2 T AH 5K
. Mg N HE 55 FE N 9 20 v WA TR 45 (7 i [R]
I B EPEZE () =53.99, P< 0.01). FiHi 2
TEA AR HE R LU b, s ATV WA- 1556 A
$51220.050 0, WA T4 He A HEv WA- 151 56 DA
A#0.292 7, #H A G2 7% 5 (P<0.01). RR=
0.127 2, P<0.05, $#&7nvWA-155 s Aok, H
B30T 1] BeAE A i P B IR (. 2).

K 2P<0.01, Jir LAAT LA i FA G D] A 55
7 3 PRT PR 43 A1 55 g N AAg R N TRE 22 T AH 5K
. e N5 4g B NP ZHF A G & (o 2[R
SYAAT S 2 (5 =37.58, P<0.01). 45 2
TEAN A FE R LL 8, e N HFFA G-23 1) &
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DRI 012 245 0.09, Ak FRE N 12 55 37 5 [R] [ 25 [R] i
HA0.243 9, WFEA G 57 (P<0.01). RR=
0.306 6, P<0.05, $2/"FAG-235 [ AH o<k, I
BT 1] e AE AR R P DR (3R 3).

3 1YiE
FI19904RARLIOK, Bl N JEIk K 21 1A% [ 1)
B Z LR af, UFJehrid. £ HEPCR.
- B ERAE R RE U RS 4 L DR 2 4 i
AR HE 24 g Bk BRLE A7 1) 22 TR AR
S 77 1, R O 22 A MR TR 3R AT BE D 4 4,
R AT B AL B A . BB 6, &
WP i 1) — L8] GE IR S I IE K7 AL 9l Wivon
Brevern ef al"% 3507 ik M £ 18 WDk 41 o g
(esophageal squamous cell carcinoma, ESCC)H#
T I 53 AT IF IRAE £ 9 L D (ty losis oesophageal
cancer gene, TOC gene)ffiT 11612 &5 B2 b
LA PEBR S (LOH), HEMTOCHERE 51 Y
RN I R0 1) Ty SR TR

T STRZL & F & 2 a1k, Frbln] -5
RIPEL. JE M elE . SR FHE . Im LR 1%
B BT LS Ao . BRI AR 2 R AR
P EFE. SR FIPCRECAR, FER 14 B H
REA T RE, EH 2SR A MSTREE

ARHER B RK
D3S1358, THO1,
D21S11, D18S51,
Penta E, D5S818,
D13S317, D7S820,
D16S539, CSF1PO,
Penta D, vWA,
D8S1179, TPOX
FFGA¥ 15N %
AMEGHHSTR
AW EE AT H
Al By B R
FagrR, KINT
D5S818-11 M ¥ 7T
BB B R ) B
B vWA-15H
EATRAES
K W A8 % 6 4R
WA E; FAG-23
My 35 T 56 A 72
T LA
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;%lﬂ %zm% DR JRE ] Ji e 8 BEAT AT A BB K AIN APA) KRB SEESLEE &, K HIDQB1*0301 1]
5% R A . g v N Sp 2 . N N e -
ma st a  [.Yue er al M FIFIPCREARA AR (il RS S KL IR, T 46 VL WF i — A SLEBH v,

B E, A
Y S T
o it —F T AL %
[ERBET — 28
KR ABTHT
¥ QRO i
# % /NSTRAZ K,
H#AT AL R A
b, BE—F RN
M.

[ PG X4
5% EFH A
(STR): STR XAR
M E AN S
A AR A H E
FIKE % &K
STRA % =& it
HARIR, 20T
TR¥. A4
AR CH
ETAREMGIE
Yy B X Fo Je &, 4K
Wk EE X, W T
oS 5o A&
B8 RE, Bk
BEAK P 2L i
CEFYE

(DHPLO)H AR i T ECRG2IEF 4 & 74w
X 1 22 A5 MR B S TRAE R g8 Ji5 7 H, ECRG2
STR A HE & B R 41 f s (ES CO) I 2 K] 5 gk
A7 Tseng et a/™ FIHISTR . SNPZis AL FRic
HEM R IEN-2 I LR Ll (Glycine N-meth-
yltransferase, GNMT)[¥) &K m] GE 2 e 11— A
T BRI N Zhang et al® RT3 (0,58 Y6 kx
WIS DA S P8 SEAH N B STRAZ 4, PCR
P IPRISMB 770 A A T HLVK S Genescan Al
Genotype K F 4347, f4H APC, MCC, CTNNA1
FITL S0k PR 55 25 i 1 g R A 25 DD AH 5K 1) 45
. Peng et a3 BT IEH NFI83451 45 i 1 e
Jieg e B 2 AP DR R RE, RILIEH A
LOHMHR NS A W& 2. A 115 H 4518, 1t
RS I H e BB 2075 G (AR A A W T 2
RIANER e P, AR 57 5 45 B W 1 R A 55 0]
FHOG. B DR bR G 2, 5P OC 5)
TR R e 1) v A R . A8 SR MR A OC 1
JEREE DS IS, 22 R FH 1] B 5 47 (interval mapping)
%, BIVESE A1 E — R i i AR &S A s
P R I AT A S B RN I B 1) LU
% LA R0 BRI 05y %5 " LOD " (log
odd score). E8{5 L LALODH 7, —#LALOD
E>24 R4, LODMH>3 15 ¢ %8, LODfE<-2
e

SCIGIE I, SRR HRER, 45 &tk oy
W75, A ] e TR E B DR A 4 T
Je R IRAT R ISR BE . AT TR £ D3S 1358
THO1. D21S11. D18S51. Penta E. D5S818.
D13S317. D7S820. D16S539. CSF1PO.
Penta D. vWA. D8S1179. TPOXXFGA 154
5 DRI A, 558 Vi 4 T e A R AT ik DR 28 A e i
oy, B AR A A 2 S A b BRI
e ) S DR A6 1 W 5 Pk 2 S, v O A ) R A
A7 FE PR AT Wy T 5068 AH S S DRI AR 2 — 28 5 7. v [
RANWEI, A T8 A i 8 95 1R A LBl v 1T
FURAAT 2 (A5 ).

STRAE A Y A4 By Nt (B B3 A5 8 5ok
FRUD, DR ST gl N A H X A B AT STRA
PRI R AU (1) o3 A, HETITAR 4l b S A 5
i A e A HE IR S T RAE PRI 2R %6 2 15 A7 7E I
FEZE e, IO H B AR R A I, 45 AT
REM 22, HE 5 AH X Arnett et al"IF5T T 2061 AT
PV IR PR (Auto-antibodies to phosphor lipids,

DQBI1*0301 Z1 1] feJ& R FE N, 4518 IEFAH .
KUE B, 5 15 5 TR st A DG 1 55 N A (RGJ%)
(AL T 5 06 2R W AR FRATT7E 6 A b X7 b s
Jigeq F8 2 EAT S DR 2 /T, S R AR 1234914k
TR NBEMAE, 6 LB TDNASS R, A T A
Hb DX Db % 1R N RGBT 5%, I A AN Tl ) i
IR

D5S81847 T et fh5q23.3-32, HAZLF5
JAGAT; vWANL T4 Ak 12p12-pter, 1ENKAR
ML A& 99 K73 K (Human von Willebrand factor
gene, HUMVWFA31) N, HAZ L7 HTCTA,
FAGHL T 4t 1k4q28, fE4F4E R 1 ila iR A
(Human fibrinogen alpha chain gene, HUMFI-
BRA)W, LA LFFIATTTC. ITLAFES. 12, 4
YR BT REAFAE R I 1) B IR, A G
RN T e 5 DR ) B T B 22 ASS TRAV A, HEAT
AHE AL, ok — PR . SNPAER
HoAREE, H5STRILE, ©HARMEE. Mk
SE RN Gy T4y BURT I R, R T e s,
il A2 22 ke DR A 9 AR S o T B R IR A
EAE NSRRI A R =, PR
500-1 000/ MRS HafiAT—A~SNP, Attt H S 2
7E300 /5 A LA DR kbt T DUAR s i 1 — A~
SN 2y SR P BB I A SNP &5 A
TEH R NTEREAT AHOC 34T, 52 HESNP ) A
FEDRIAY L LA B AR AR SR HE 5 I R RN
TP IR 22 5 0 AT, MMl e 5 5 DR AR e 5 7Y
JIT PRI AN AR S g 11 2 J k.

W 5 DR 22 R PR AE DAy i AN e ) P PR A
DUFEAR, VT T AR i 988 5 S A4k 1 — 4% T
B77 DA B33 5 R 2R 1 Ak e 1) A g L.
ST AT IR, 4 T T g v R b DR i
B2 T Jie 8 s 8 e TR R D8 22 367 1A
D, SR 5k R DGR Ty 5 e, XA T A
SRR N TRE T i 1 R R TR, el 3
DN 22 A RUHEAT A1 R B DR 7 R 2 — MBS

— ARSI 1]

AR K i g S Tk S5 DRLR e 3 DA 3
1T TR IR ER . AR AN JUAS AL L R )
A B HE W2 T 2 K i 2 B b . 45
P IXBE LR (1 NS — s # 4s JBOK e, AN
7 X BE LR (1) N AS— 8 A & K . G
JE R AE T A 20 I s AR e Z I3 . 2
B R 2 B AE g B A Ak I
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Abstract

AIM: To evaluate the clinical effect of endoscopic
sphincterotomy (EST) and endoscopic papillary
balloon dilatation (EPBD) associated with
mechanical lithotripsy (EML) in the treatment of
common bile duct stones.

METHODS: Sixty patients with common bile
duct stones were enrolled and randomized to
EST (n = 30) and EPBD (n = 30) group. EST or
EPBD associated with mechanical lithotripsy
were performed in the corresponding group.
The success rates for duct clearance as well as
the frequency of short-term and long-term com-
plications were evaluated.

RESULTS: Duct clearance was achieved in
93.3% patients of EST group and 90% of EPBD
group, and there was no significant difference
between them (P > 0.05). Short-term complica-

tions, including acute pancreatitis, cholangitis
and hemorrhage, appeared in 30% and 13.3%
patients of EST and EPBD group, respectively,
and there was no significant difference between
them, either (P > 0.05). However, the rates of
long-term complications such as cholangitis and
recurrent choledocholithiasis were 26.7% and
3.3% in EST and EPBD group, between which
significantly difference existed (P < 0.05).

CONCLUSION: EST and EPBD were approxi-
mately equal in terms of successful clearance of
bile duct stones and short-term complications,
but EPBD is more superior in the prevention of
long-term complication, indicating that EPBD can
protect the papillary function to some extent.

Key Words: Endoscopic sphincterotomy; Endoscop-
ic papillary balloon dilatation; Common bile duct
stone; Complication

Li CM, Liu ZH, Jiang GL, Zhang ZW. Clinical evaluation of
endoscopic sphincterotomy and papillary balloon dilation
for removal of common bile duct stones. Shijie Huaren
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EE’J N2 mémtﬁéé’wwﬁr;h(EST)ﬁu
& ¥ K R(EPBD)H A B A4 & (EML) % 77

}]Efé;%’ééz 8916 FR T 2L

Tk REGAAREEE L L B Z6ON),
#m/\)skESTéﬂ(n = 30)#2EPBDZA (2 = 30), %!

Sk A ESTAEPBDIX A WU AL & #E 4T 4% T B
B MR AR, LR A . S
K IE.

ZR: EARESTHASEPBDAM I G &R
£ £493.3%A290%. TR FMEEF(P>0.05);
7 2L O R R R R (AE MR K 2
B, i) A30%A13.3%, LB EFEEF
(P>0.05); MM FF R JE(LAEME R, S 5
5.%)26.7%%23.3%, A 2 F M £ 57(P<0.05).
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- % Lol HE L FE AT
- . e EST4l 30 56.2+27.4 149 10+49 15+12  @&HL, 25%
181 o 3 4 = . = > -
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W30 ask, WBLH AL E AN AME R T IS I K
J&, fEIF MR B 1R 2 W AR 7 7 T H g
RAEAEEAEN. WE FILRFELNIIFAR
(EST)FIFLLFEL RS T AR(EPBD) PRl
A H i A AME ST IH B 45 A Bt i i)
5 N i = JES A PN R e 2 O S M W A L LR TS
(R3E NAIE 7 B H I RAEEAT T KR I IR
MEE, SRIMEPBDAE T KA 1R U8RI A
HA R AR FEL W) B AR RUTI AR 32 AT
(PSS

1 SRIAITSE
1.1 A FE IR BE2002/20044: 5 0 JIH 52 45
60, L 4, Bl EST4l(@ = 30)A!
EPBD#(n = 30), — 41 B H HANEH AL FEFES
SR HEL G FEAS A B, T W
ZEF(P>0.05)(FE D).
1.2 Z ik 5K FHESTHIEPBDI. & WL A7 12t
113697 . ESTRH HAOLYMPUSH AV IT ],
EPBD X Wilson-Cook’E =S HEH kT4, 4
HILA4, 6, 8 mmAMEZE LY HKILLFELINL, Fk
[k 17400 kPa, £:1k45-60 s. HUBHEAT K H] H A
OLYMPUS BML-4QHUMHE AT #5. —4115°R I HL
AT, B R, RS 2540 RN R BA
K BUBIE AT 25 Ry Ty A i JRR R 48 1 2, 3.
ATTXF 73 R R ISRy P JE A S A N

SE AR, B AE AR AR R I VA A
1wk IR ACE R i W19 F ACRE, 1 apd tHER
() 3T I Az 31 9 e . I IO F RIE ARG AR
R AL PRIEEG . S5 a R, b
Yl arf LI T AORE RS 2R k.
SRS

Syt JE A B R, 6L R
o T W R R AR IAT G .

www.wjgnet.com

R 2 ESTSEPBDISRA. ILHAFHAIEXIR DR 7 (%)

MIDE  fRARE MBERER LM &if
EST 28(933) 2(6.7) 2(6.7) 5(167) 9
EPBD 27(90) 3(100 1(33) 0 4

A7 U K FHS A SEE T AT J7 2400+ efa %
By I HE, P<0.05 44 G2 3L

2 BR
2.1 4B E R I F, L IE A g AT R AT EST
MEPBD 4 HUA i 243 711 °h93.3% . 90%,
TRETEZER (S = 0, P>0.05). A RIHEST
HA215, EPBDA A3, J& i T IEFEPE N E 4
B IR BB e 2 A PR A K 5 A LA R e AN T 52
L 48 TIHE SR SR AR (ERBD) S5 R ERATE, 1
AN BT A R AR S5 R B R ES TA 2451,
EPBD413%1. EPBDAIAT34115 mmbL FH#CK4S
A B, BT IEAR G R 2R AR, BRATRE T
By PRI S AR ON, SR TF B e 2 AN £
AR, DA SR T BL AT . R34
T RAE R, PR />, EPBD i B P
SCHEE N B IO A G R 2 (W R RIS A R T
HE—BWF5Y. PHIERYLES T2/, EPBD4L14).
fhiR . B asT SRR R, HIEST
RS, 2R 2 S EIR R UK ER K &
/e A A R kA, T EPBDZH P A AN
FLUk VIR R AR AL, S5 A i
FRHBIL. A TFESTALE M & 5E1(30%), EPBD
Y14%51(13.3%), Loy K50 0 5 VE 75 () = 2.45,
P>0.05)(£2).
2.2 & B K IR A BB AT AT A B
TT1 alfERERRAE VT, RILIHE EGLES THL541
(16.7%), EPBD#11%1(3.3%), 412 KESTH
361(10%), EPBDAH 45 A H R L, Aitic
W IF RE R AR ESTAL841(26.7%), EPBD4]
161(3.3%), Sy fitfs W20 = 4.71,
P<0.05).
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;}igﬁ%e N 3 ik WL, TR VR BCE B SR LA /DEPBD
W8 B R 3.1 BRE R IEE BB B R BRI, DL E 45T BAFG ], EPBDIE

EST, &£ 2 i |
X, 8k @ EPBDI%
ST T
B R0 L BT
T RAFAIECR, W
H A AR5k
I 2 WLy 6 K
BV i B ot R
WA S, RHE AT
A d A

FREZELE
A2 BOdditEY
AL Ak VA B HE
KIXE k&
FEAHER AR
)RR 84 5 R AT

PITFAR(EST) 2 5 5 T 88 T iy IR 45
A IEEA. 19744 HiClassenfllDemling W F 47 38
PIF VAT K YT, AT RE T XA
W Bt N BT R AR IR R, I 25 ek, i
G FFAR (Pre-cut). F % AR(fistulostomy). #l
PRREAT(EML) S HOR, 15D AW m.
SLER ATV ZEY K AR (EPBD) & 19904F AL T Jig 1)
—IiH AR, EPBDJ& K AR S REAT FL P 7K,
FEFELI AT Pk TF 9 T BEAT R4 Y
£ BN EH TS AR /N<10 mm), —L&
ESTZE 2 i, Wiy i i o 408 e e o
TR OddiFF AN g LA A HE G TT X D) B R
%[2,3].

Natsui er a/™7E—I 14041 0 58 45 7 B
HEST. EPBDMHISH, 45 R KIL/Nf
(<10 mm)H AT KR BEPBD SESTIEALL; 4K 1M
W TR 45 AT EPBDIA i 5 T EST(2.4 vs 1.6,
P<0.01). NIFRAEKRE, HILEIRAEFREPBD/N
TEST, BRI % . 4 iR AESR P H L.
IBA5 H 4516 EPBDRET O — R B N BE R
TBIT TR 5 T 05, Arnold et al”'{E
— LA 601 JIH 5 2 A R M E ST, ESTER
EPBD i #4) LA 5 J /8 < 8 F A UA . T0A 11 A%
YIZEEST. EPBDZ3il 100%, 77%(P<0.01), 1fi
NG B B3B3 B LR ES TE: A7 4 Bl e, 4RAE+F
SEISFE] 23] 417412 min, 29415 min(P>0.05);
WHOZF K 2-4 K T RRE AR 5 . IHHE 52
I Z4EST{L FEPBD. K73 458 ESTIL T
EPBD.

HHI AT W, EPBDX T8N & A7 2AN
EST, $E2 LR K A, SR 1MEPBDIK & HoAth T Bt vy
ITRKINSE A AR T RIEFIIRCR. Yasuda ef ai™”
E— 1404 5 BA R KIS E 44 (12 mm
B R A HTHE TEBEHLSE S, SR DU A, 45
AT BRI # R 100%. Minami e al%F3541 [0
B GO B A AN HEPBD. MU A A
12 57 111 AL T 33451 (94 %) B HE 22 MU K 45 4
H 2424 # Fujita e al™ ALK 282091 IH S8 45 41 i
F(H#E<14 mm)5 4241, EST4IFEPBD4L,
BN A R UM AT . P ALAE 45 41 58 AV R
R EAIERIR . BRE R AR, I
RAIEM R AZ L TETZF LI 6 mo IH RAEIRI
KA PR FEER. NERABIR RN KL
FEPBDARESTAL =1, 73 k9% M12%. 5T

A AT B MU A g8 15 31 S5 E S TAHAL
IR

3.2 EPBD#E# £ — A2 E LAR AP SU k3649 L)
ft Sato et a/" WL P B I IO M EXEPBD
Jil wk, 1 mo Oddif&EZINITh RS, 1 wk/i5 B
BT, 1 mofF Bk, N7 5 KA
[FIMLEE. Yasuda er /" 704% IRV 4547 1R 5 oy
NMESTZFEPBDA, K A &I R L AE AR
RJE1 wk, 1 alllOddifF L LTI fE. 45 B gl
H3SBIHAT D, 1 wk)aOddifE LT gty
2R HFE, ESTAKE. 1 allJ50ddifi L LLhhE
ESTAIEPBDZ ] 2 [ M. MIiuEHEPBD#K
ESTREA FHLERY OddifE £ VL) BE.

PR R VE T BB ok b 322 391 1 R 119 A A2,
Hrh R dE A IR L A R R AR 2 I
Ochi et al"™'E—I110BIEST. EPBDI1IX] A
FOH ORI TS BR%(92.7% vs 98.1%) ik
LT 2(2% vs 5.6%) A geit 2 2 5. Kkl
V723 moRILESTALAT IHHE 45 41 1) & 2k
5 0 R AR (P = 0.03). BRI B
FEEPBDJGAAENHE . + 4Rl I i Bh R, X%
B R4 FL Sk Dh e T LA R A1 A IR S 45 40 1 J
KA SRR SE R (1) XS . Sugiyama er /" [IIIFSY
WAFH TAH 2518,

E STz W JE RIS 1IE B i 2, —LEaf
UGk 2R W IE A B 0 AL R RN 1-24% 11
X5t N Ol T e W I R I LR (K
PeA5 5. ESTARJG A 60-100% A A HH 1 41 14 Jgk e
U820 ESTA G B A= 5 BUIRIE 5 [ AN SRR -
FUR MBI 2K (1 R N, ESTAR 5 5Lk 4
AW A R A 40.5-6.8%", il % K EAEEST
ARGl 720210 SRR ALY TF AR 78 49 7T R
JEESTA G BRAE KN KRR 712, E JE IR A
FHH CATES TN OL T R A IR K FK Ksine
materiaflH 5 %, Ho& AEF N 1.9-3.4%"7",

IR, X BEIE 1) R AR AU R Fsk
FRAWLI) R RIE A fr Fab— 5T

B2, grh P A SE A 5T A R DA A
g8, BATANTES ARG, B—RH
EPBD/E Al FH M % . % 58 A AL D) &
fi%, 1M HL25 5 B0 LSk 38 LU= A JF . 1T
EPBDEL G MR A, LR TR P ) JB 4 S 48
BN R YIE — B, 5B A AR A
K IFRAED, IF H AW A FL L AR L WL Th g
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TBIT AR, UHST T40% LU R IR, X R R
1 I Be 8 ek /D azs B 9F RRE 0 R A, Herp R dE 45
FTRA ISR I w g, FLLIa4
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Abstract

AIM: To prove the inhibitory effect of vitamin
A (Vit A) on the formation of liver fibrosis in
patients with chronic alcoholic liver disease (ALD).

METHODS: Fifty patients were assigned into Vit
A and Huganpian treatment group (controls). Af-
ter corresponding treatment for 6, 12 and 18 mo,
the levels of serum procollagen III peptide (PIII
P) and hyaluronic acid (HA) were detected by en-
zyme linked immunosorbent assay (ELISA).

RESULTS: After 18 mo of the Vit A treat-
ment, the levels of PIIIP (16.9 + 6.8 pug/L vs
28.2 + 9.7 pg/L) and HA (132.3 £ 71 ng/L vs
210.0 £ 87 pg/L) were significantly decreased
as compared with those before the treatment
(both P < 0.01), and there was also significant
difference between the treatment group and the
control group (PIIP: 16.9 + 6.8 pg/L vs 23.6
9.6 ug/L, P<0.01; HA: 1323 £ 71 pg/L vs192.0
£97 ug/L, P <0.05).

CONCLUSION: Vit A can suppress hepatic fi-
brogenesis of ALD patients, and the mechanism
may be related to its inhibition on the release of
collagen.

Key Words: Vitamin A; Collagen; Procollagen III
peptid; Hyaluronic acid
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cirrhosis in patients with chronic alcoholic liver disease.
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ik %

BHHY: £ 4 A T AVit AR LR AT 95
(ALD)® % 69 FF Rk 45 AT s A R AR,
B 45 He A o 8 77 P4 — e R AR A 2 ey #1812,

Fik: ik AF58HBIALD B &, KA e R 7

%, @A SMRPERY T Vit A, VABREE S 0% R

& ALDE F f i A TR (P ITP) &
A i A R BR (HA) 9 AL,

£R: Vit ATABKAKALD B % 6o i A a7
ﬂxmﬁ&m%ﬁ%ﬁ&m% Vit AT
18 mo, i I A A7 A R Ak (16.9+ 6.8 ng/L vs
28.2+9.7 ng/L) A& W Bz (132.3£71 pg/L
vs 210.0£87 pg/L)K-F %048 77 il B F K
(39P<0.01), H& IR LA4H 2 AP P:
16.9+6.8 ng/L vs 23.6+9.6 pg/L, P<0.01; HA:
132.3+71 pg/Lvs 192.0+97 pg/L, P<0.05).

ZEi8: Vit AT 3R ALD & FIFIE S 41k
é’ﬁ/ﬁk HEAAUHF TAA Vit ARSIFEZ KM
(HSC)#94X. 34, Mo 34 B R 8 B4

KA ALEBERR; BJE T8 IR A A AR I 7 1%
B i

X, XA, TEH. MEBEENEH BB RE ST
LRECEVIHINER. EFRENBIZRTE 2006;14(2):234-237
http://lwww.wjgnet.com/1009-3079/14/234.asp
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JrRSRA IR, HANT- PRI B, A28 25 inikoK
Al Bz i e A 25 B UK. Vit AZ
L5 IFFELIR A0 (HS C) 1ty AU 328 1w 5 w0 JEF U 2T 24
T 1T T IETT H 28 32 BIAAT IO E AL, R
WIVit AL FFHELT 4EAL 1 D% R T FET 4EAL i
T AR TR R B g 12,

1 RIAITSE
1.1 #H %$2002-01/2004-01FI1ERE A2
2 B TP RS PRI (ALD) S 58 35
H R PEEE, FERS35-76%, TR (E40-80 g/d,
5-10 a. ZWikRE S ST IR IS Wiks ik, B
MLAF e 40 X B 2261, v67 203201, & ALM4E
WA R Y G S T 2
1.2 7k XRAL TR, IT A% T Vit A,
£ H25 000547367, 415 3 T 5 g A s
6+ 12+ 183l 5 M3 T2 i e s ok (PTITP) Al
L3 37 B IR (HA), SEAT FH 2500 )5 (¥ B 55 R
DA AL TRDAS S 0 5 H00 ) Wik £ 7 A i, A
RE s TR &k Sl i 491

I 375 LI iy g J5 Tk (PIILPY) A MfiL 375 38 1 ) PR
(HA)YM & J7id: SR B iR s 25 A ) H R
OB, T S W PR

St i A R SASGE R ARk
170722000 R, P<0.05 43 Si i 247 3L

2 BR

294 B B AL It PILP YA YT R A 2T 43 530k
28.2497 ng/LAI2514+10.2 pg/L, W4LAIT %5,
MIAIT)E18 mohill h16.94+6.8 ug/LA123.6+9.6
ng/L, 553 P<0.01), Z9WHI6I7 W E1T H
G, 7225 B3 (P<0.01), 6 4187 il e
AT B SR, JE2E (R D).

29 B AL I T H AR T BT 07K 743 51
}210.04+87 ng/LA1198.44+92 ng/L, Pidllal G
25, M7 IE18 moiiilh132.3£71 pg/LAI
192.0+97 ng/L, %5 2 #P<0.05), W4iaI7
HIJEAT B SO0, A7 W R B (P<0.01), XA
1T AR, %R (R2).

31718

3.1 AT &R 4e 6 7 LK HHEAL H A 09 va I SR
BRI — e 0 [ N A B AT TR
WS, HH AT Za T mAOK AR T
T R TSR RER B S T
R B, [E Py 4= e Eer al® Wi O
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AT THIESE, 45 F R I 5 e I S 410l 4 e
DNA K JE A &, 1HK Vit AN T ALDII IR
TR 7 TH R BIFFEE Y AR WARGE.

3.2 f A MA AT R AKPIIP). & RERMHA)S
IR 21 e A KHALISK, JFIE 21 4 A0 1612 W 44 it
JHAEZHZRAS A BECARAT N AR I 5 F i S A 1
G ERETT U S B R i R A
A BT IR ET 4EAL RS T, AH DR 808 B s ek
B2, L HIR. Tk, E N AP K= R
PIIIPAE R 5% M S e JFF U 2T 4 A (1 R B NG Bk,
SEMEEHUT AT £T4EAb 0 FR AR i SR 2R (1 78 P ET
YELL I T I 2R 50% A0 A7, JErp DL T BRITITZAY 2
F, ERFATEAL R T AL, TR 5 T 414k
V) B 1) R, BT R T 2R T fie JsUTE ik
Y, VX LN i A ECIR A, T RGHTIN
CRYEIIRE. Siab, G T AL TIZAL R Js el F-4m
AR YRBE TS0 R 2T 4 S 281 B b n
TP, 3Em W R (HA) & K 2 HE
KT, TENFEFYEATEZN I, 1035 b & =
ZIEHA, HA W I S5 8 2R A i e S 41
YEIRE SR, e s e 20 50 R R A A, Rk
IR 14 7 IR A i . HAXTHS C4l i %
TEVEH, RICAHSCAN M B (3 n SR i
G . DRI, AT A sz R U (3 2 e 5 R
YR AR, I R IHAT = e 5 5 T
JIF T 4 AL SR FE P 2 IR

3.3 Vit AT £F A0 % vhr T LT 4EAL 1) 52
ST H T s JEUR L Ath 41 458 5 (EC M) ) A5 B
5 o, BT IS ORI,
ECM&G BN TFefR, IEe Mg &R, b 1
TR D 38 0 8-104%, TTTZRL i St 344 in 3-443%, 1 IV 23
I J5U 6 22 155005, AR TS 8 (LN FN).
H A ZHEPG)H £21410-201%.

41 ff A0S I (ECM) B 53 2 BRI T T AR
MI(HSC), THSCXAEHUAVIt Aff A7 ARG
EE AR, Vit ARPALSEE, H1 8RR 2 Vit
ATERN AT AR, IEW ST, TR A6
80%LAh EIIVit AZK, M H180% 4 4290% LA 11
Vit A DAL IR e A A7 THSCH, VitAS
HSCIIE R H i 2 B EM, EIANKE TR I
KAREHY). LA N LHSCA Vit AR &
TR Bz Vit AnTUUEEERT T 4E1L, g0k
FEAE AW 4 3N ™, Hodh a1 WUVLSN
WA R ERAE, A ROKEECMAERED. HRiA
JHS CHE T ET 4EA IR E C M) 52 5 2 (14 SR 5 40 i,
by PRV A 2 A7 4 A AR R DG T Vit AZE AT RR
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KSR 4 A
x4 1% b I A P B
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[ PACE T4 R 1 BRIGIE Il BYRIAERBAP Il P) (mean = SD, ug/L)
MEZBENG: Vit A
JEAK 8 AR AT

A, EFHE L
T, FREAL A A AL
K 80% vk E #g
Vit AKX, £&0L
AL B g 09 7 X
Gtk B T E K
LA

;8935 (mo)

B3l SBIS Al

6 12 18

ALYz 28.2+9.7 27.6+9.1 22.1+99 16.9+6.8™
(n =32) (n = 30) (n=27) (n = 24)

WIRAE 25.1+10.2 246+9.8 24.1+11.0 23.6+9.6
(n = 26) (n = 25) (n=23) (n = 20)

BITIEP<0.01 vs WIRAE; ZIWRIBITIS P<0.01vs SBITHD

R 2 ;873 RIBINEZEISFAER (HA) (mean + SD, pg/L)

;8935 (mo)

B3 SBrsa s

12 18

aSLYe] 210.0+ 87 201.2 +68 167.6 + 83 132.3+71%*
n =32) (n = 30) n=27) n = 24)

IRA 198.4 + 92 190.2 + 89 188.3+97 192.0 + 97
n = 26) (n = 25) (n = 23) n = 20)

SBITE°P<0.05 vs WIRAE, 29463 5°P<0.01 vs 38I5 AL

IEFFEF AR IR 1, RSN 2 B, BTG 1)
HSCW Vit AZE 5 5 FAK, #h7n S Vit AZ AT AT
HSCHRAFVit A, LGS . WoE M FEKECM
=

HSCH )T 18764 Hkuffer>K H 54k & Y 4
TR E ORI, LAE RS0 R IMHSCAN IR /E
TE I, 34 2 7 21 4 A IR I O 5 10 s A i %
REY]. Pt BB RIL S BT #0UE S T 412
PEIFE « FFREAR AR (0 BE I T Vit ARG S T B

WA B A M A7 Vit ASHSCH K
JR S AR DG, ML AT B8 B T Vit ALLIE T
(T 3y 95 T 4 I 2 ), A At 4 B 25 1
T B0 52 BIBR A, DR AT 4 00 A RS o A B2 3 BR
. R XTH S CHs 1 45 B 2B 4 2 2808 1)
FARZ, N2 30 B4 S A= R 26 o,
SRR Y R A, TERIIAY, & Ay
WK (40 AL FU(ECM) LAY, Tnfie)st . e
W BEEASE, MR SEMEEREE N
FLAG RIS (R HELTHT P9 5 X R 5 2R 35 52 45 R 1 i &1
O 0 JFE 40 B UL £F 4 4, 1E T e
HSCALT# BUARAS, BB TEARAR, 80 A &
Tl 1 FHE I B 8Ty, R R AR s E
AR S REAT A0, SR 5 e A R WL 41 4 4
REAN A TS T H S CHOH T 52 JHF 2T 440453
DL B [ s R

B2, Bt ) R AN E — AR R
eI B R, W R VF 2 AN AP, ok

2 7 R HHS CAECMIT) ORI, 76T
B 07 T HS CIR & A £ bl 58 045 i) 34 i, v fg
SENTE YA R AR O R 3. ATk, TENTET4E
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Abstract

AIM: To investigate the relationship between
nuclear factor-kappa B (NF-kB) and the
occurrence of ulcerative colitis (UC), and to
explore the role of NF-kB expression in steroid
resistance of UC.

METHODS: The activation of NF-kB was investi-
gated in the UC biopsies from 15 steroid-resistant
cases of the 20 steroid-sensitive patients with an
acute episode of moderate or severe UC. Sixteen
normal persons were used as controls.

RESULTS: Before the steroid treatment, the ex-
pression of NF-kB p65 were significantly differ-
ent between the steroid-resistant patients and the
normal controls (6.1 £2.9vs1.1 0.8, P <0.01), as
well as between the steroid-sensitive patients and
the normal controls (5.9 £2.7 vs 1.1 £ 0.8, P < 0.01).
There was no significant difference between the
steroid-sensitive group and the steroid-resistant
group before the steroid treatment (P > 0.05),
while there was significant difference between
them after the steroid treatment (1.3 £ 0.8 vs 5.4 +
2.4, P <0.01). The expression of NF-kB p65 in the

steroid-sensitive group has significant difference
before and after the steroid treatment (5.9 £ 2.7 vs
1.3 £0.8, P < 0.01), while no significant difference
in the steroid-resistant group (P > 0.05).

CONCLUSION: The expression of NF-kB p65 is
closely related with the occurrence and develop-
ment of UC. The changes of NF-xB expression
before and after the steroid treatment may be
helpful for the identification of steroid resistance
and can be used as an index for the early recog-
nition of steroid resistance.

Key Words: Nuclear factor «B; Ulcerative colitis;
Steroid resistance; Immunohistochemistry

Liu YP, Li YQ. Expression of nuclear factor-kappa B in
steroid-resistant ulcerative colitis. Shijie Huaren Xiaohua
Zazhi 2006;14(2):238-241
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FiE: EBEHH T EL LUCE K356, ¥
T%%é’)*z}«éf(m 40 mg/d)4 wk. RAEE TR

NG E R, AR R
/—‘éﬂ ML E BT BT EEMBRES
B2 47 o 69 NF-«kB A& ik K-, 1% 5 0B st B 40
164 .

% E/gi"%_/ ﬁﬂ‘l, ﬁéi'?ﬁi 2H /%l"%"f&#}i
éﬂNF kB p6SE XA KTF R L5 EF AR
B, EFARFEGIE2T7, 61129 vs 1.1+
0.8, P<0.01). FEHZ &7 3T, B FH B AL
2RI ) i, £ R E M (P >0.05).
EEESBTG, LERBR AR E RN
Z ki, 2FA ZFEMH(1.320.8 vs 5.4+
2.4, P<0.01). B Z TG, SERBRAA
Gk, ZF AR EMH(G.912.7 vs 1.3+0.8,
P<0.01). Mgt ZIRIAA AT G 42 Roh e P,
E R EZ P >0.05).
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w45 % (ulcerative colitis, UC) X AR
AERE S PR S 58, ZR SR LAWY 8 K i &
I (1 02 P 48 S R 35 PR AR . AR A kI
10 aRMiR 5 BT, e 2N % H 7«8
(nuclear factor kB, NF-xB) & 7E b 2% I AR
SEI) R 7, TR AFAE TSR Z T, A
TS RRE SN A ARG i BRI e Je Rt
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1 #RF5E

1.1 A

1.1.1 54 %48 2002-10/2004-081E F Ik e i 112
JAT e (5t 2 1k 465 1 4% s 35491, Herh 3 18441,
LATH, FERE20-65 % (CT-1438.4%). FTAT i)
s s A DL RS (S B Truelove-Wittskr
HETY), 3555 N R B B I AT, R R 4
THRIAFATRYY, B HFE20-40 mg, J7FE4 wk.
MRYEBER I N5 A AN T 1 2 A
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318 AN At Bz 294 (glucocorticoid
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FIALACT. RN AL IR H R IR AL 1641, 35k 451
Bi. BN AR A IR, RIE R 45
B 23 [NF-«BZR L KT

1.1.2 5t 45 B K35 Wi A7 2000441 e
TSR 25, AR 2o A 57 53 5 T AR
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F(CAI<4), Hl A 2B FE UK (glucocorticoid
sensitive, CS); 4 wk NI 1% AR 22 id, CAIFEHC T %
AMIET5(CAIZS)ECE T AMRHFEARIGIT &, BIAA
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KB IE [RAT .
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12 min, PBSHM¥E; DABYLE (4; PPE, HAZR
2L, WK, hPER RS . PBSAUE - Hi/ERIME
pagiics

1.2.4 R 37 A V) 378 A — S A1 62
WA N LR, 2 B DL R B 5Tk IR B
0 B T JORLIR P 5 4 B 12 48 IR (N F-k Bp65),
P31 o6 FELRY: G B 0 S N P ). SRR BAR G

[ e
iR R R T,
NF-xBX ¥ s %
mk REW,
FEUCHE A
Bt EAEE
Wiz, mUCH T
AP R A E
IRIAL NG R
8% W) R A il
J7 A B



240 ISSN 1009-3079 CN 14-1260/R HWREICENZGE  2006F183188 145 524
;@;g i E R 1 BRBTRIRGILSIHR SERENF-«Bpo5RAK NI EIF: & 1% M /N e W5 | K5 7 - 7355
A A ~NF-xB . N N - .
PRIVl - c2 HAIN T AN AB LN R AE L Z0 Sm, h
8 LA A RA MR 7R TR, H iTNF-«BfEUC
A EAAE A pg) n NF-«Bp65 S S s AV A TS S A :
il L AN PRI N I AR 5B R R R AR L
n’:’j*ﬁ%?ﬁé_\@ B4 16 1.1+£0.8 VNS i n 23 I
HF AR HEHRA 20 59+2.7° i, “X i ﬁ\j*)ﬁﬁ,ﬂ . . A
HEHRA 15 6.1+29° FATTOI 1513 HEP TR0 25 U U C

°P <0.01, vs [FE4E.

R VPN B UEN: Qe By K4g: 0 =
PERfE, 1 = SPHMER A, 2 = PR A,
3 = smBAPEGe ;BRI D) de B D 4 v
FEI o> J 54 0 = BIPE, 1= BHPEZI M 5 1-25%, 2 =
FH A 40 26-50%, 3=BHPE4NHE Y 51-75%, 4 =
FE 40l 7 76-100%. F5K V) 1 G e A LA
TR IR,

HitF AR 25 R DI H E bRt ZE(mean+
SD)EIR, FT A Hi s AL, N SPSS10.048
THRAPE, FU CALR 15 1E 6 B2 ) FH 1 40
Lt R oy BT A g N e, AT AR . Bk
FURTEG. P o3 Hr B 7K Fa = 0.05.

2 #R

FEIEH iR 2, NF-«xB p65 JLa A 59
B IE. TRV, B I 45 R
SR R APUAL S 0 1 TR AL R A K
(FIELER, 72 547 W ECP<0.01)(F ).

PEWEIBIT T, NF-xB p65& ik /KF-1E ¥
FIURA RS RE P 2 W) e T B T 2
(5.9+2.7 vs 6.1£2.9, P>0.05). LI ZEIRIT A,
NF-kBp65# ik K A s U 4 A = il
Z IR, HA R EEZEF(1.3£08vs 5.4+2.4,
°P<0.01).

TR RIS, PR BUR A IMNF-«Bp65
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+0.8, £<0.01). I = HPUAH AL 1 45 R0 Lh
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3 111E
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PR R R BT 1/4 7545 I C |8 38 5 B35 VA T AN

R RAT A AIEST, 22 s T4 wkIRIBEE (SR
FAYIRTT, IEST R, HAEME T i G AT 45 W
RETEAS, W e U 2E Y BV EAS MINF -« B
Tk, &R KIUCHE A TNF-xBRIL K
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