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Abstract

Crohn’s disease (CD) is a chronic inflammatory
disease of the digestive tract. Its etiology and
pathogenesis are still elusive. Abnormal intes-
tinal immune response, dysregulation of intes-
tinal microflora, defects of intestinal mucosal
barrier, and persistent intestinal infection may
be involved in the pathogenesis of this disease.
Therapeutic strategies should be typically based
on disease severity, affected extent, complica-
tions, and postoperative status. The therapeutic
purposes are to control the clinical symptoms,
induce remission, enhance endoscopic mucosal
healing, restore intestinal physiological function,
postpone surgical intervention, and prevent
postoperative recurrence and disability. This
paper highlights current strategies and novel ap-
proaches for medical therapy in CD patients.

Key Words: Crohn’s disease; Medical therapy;
Standardization

Liu ZJ. Standardized medical therapy for Crohn’s disease.
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Abstract

AIM: To construct a eukaryotic expression vector
encoding a mutant CDK4 protein and to inves-
tigate the effect of transfection of this vector on
POLD1 expression in SMMC-7702 cells.

METHODS: The mutant CDK4 gene was am-
plified by RT-PCR from total RNA isolated
from the human hepatocarcinoma cell line
SMMC-7721, digested, and inserted into the
eukaryotic expression vector pEGFP-C1. The re-
sultant recombinant plasmid was confirmed by
sequencing. After the recombinant plasmid was
transfected into SMMC-7702 cells using Lipo-
fectamine 2000, the expression of fusion protein
was observed by fluorescence microscopy, and
expression of CDK4 and POLD1 mRNAs was
detected by real-time PCR.

RESULTS: The eukaryotic expression plasmid
GFP-CDK4 was successfully constructed. The
mutant CDK4 gene contained 5 base mutation
sites, 4 base insertions and 2 deletions, which
caused 7 amino acids to change. Compared to
non-tranfected cells or cells transfected with the
PEGFP-C1 vector, cell proliferation was signifi-
cantly higher in cells transfected with the recom-
binant vector (0.826 + 0.08 vs 0.596 + 0.06, 0.609 +
0.10, F = 7.033, P < 0.05). The expression levels of
CDK4 and POLD1 genes in cells transfected with
the recombinant vector was significantly higher
than those in the two control groups (1.94 £ 0 .11
vs1.01 £ 0.00, 1.05 + 0.12, F = 54.046, P < 0.01; 0.54
+0.04 95 0.30 £ 0.07, 0.25 + 0.06, F = 11.788, P < 0.05).
Similar results were also obtained for the protein
expression levels of CDK4 (0.65 + 0.03 vs 0.41 +
0.03, 0.39 £+ 0.05, F = 14.665, P < 0.05) and P125 (0.54
+0.04 95 0.30 £ 0.07, 0.25 + 0.06, F = 11.788, P < 0.05).

CONCLUSION: Tranfection of the eukaryotic ex-
pression plasmid GFP-CDK4 significantly increas-
es the proliferation and invasion of SMMC-7702
cells possibly by up-regulating POLD1 expression.

Key Words: Hepatocellular carcinoma; Mutation;
CDK4; POLD1
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16401537 B Thermo scientific2y a); JIi 21
B A BN DAY TR AR R A
al; KWK BE coli. DH50., B R ILEAKPEG-
FP-C 1 Ay A UL 512 5 =5 AR A7 2 (1R (Tryptone)
Je PR BB (Yeast Extract)iy HOXLIDZ );
e (Agarose)ld H L Yito AT =k ELH
(Prime STAR). T4 DNAZ . pMD 18T#
AL BRAE A YIEE(Sal 1, EcoR 1) Takara 2y
75 TRIzolik 57 A Invitrogen 2y & 7= iy I [BIIL
WG RN EARI & . SYBRGreen”¢
e EMIXAA A B R (AL ) A . PVDFJE
&) 26 EMillipore A A5 /N il ACDK4AHLIA
L E i ADNAZ A HES(P125)Fi4& S Santa Cruz
P RBIANGAPDHIL T PRI [ 5 T 1T i
Y HARAT BRA 75 2 41 4059 ks id Pt
AR WEEPTR. Pl e Ul B 2 EKPL
NEIR

12 7k

1.2.1 fmfesg e FHE AN RSMMC-772 1 F1 IE # AT
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| BN
CDK42 MG,

HERESWR SI¥EBI(5 - 3) P E bp)

CDK4(£EK) 515 GGAATTCGAATGGCTACCTCTCGATATGA 977
T ACGCGTCGACGCCCTCTCAGTGTCCAG

CDKARRAES) 5 GTTCGTGAGGTGGCTTTACTG 145
T35 GTCCTTAGGTCCTGGTCTACATG

POLD1(RYEES) 51 GCTCCGCTCCTACACGCTCAA 109
T GGTCTGGTCGTTCCCATTCTGC

B-actin((RHES) 515 AACTCCATCATGAAGTGTGA 247

s ACTCCTGCTTGCTGATCCAC

M ISMMC-770255 7% 11100 mL/LAiG 4= 113 1)
164085753, ££37 “C. 50 mL/L CO, 51 FRi5%.
1.2.2 FaMaE: FTRIzol. G473 BUI % 41
fISMMC-772 1B RN A J5 Wi 4 5% Jjc DN A, Ff:LA
I A AR, FH CDKARE S PESI#)(F DIEATPCR
3540 5 CDKAG# 5 X CDSIIFE R F B ¥ ks
pEGFP-CUHIPCR™# HIBRIPE N VI BSal T

EcoR 1 HHAT XY, SR )5 HITAIEHmGHER:, ¥
A 21 52 2540 Mo s i ik HE A TR GFP-C DK,
1.2.3 smpase g (1) gy Hgvhi2 dff
SMMC-770241 a4 P l6FLAR, 441 hH JC i
15164055 77 5557 K 4711 p 02000 5 Tk
PL2.5 uL © 5 ughit sy, =EFE, 15 min/5350H
ANFEFEANN, 6 hfmHeH 78 k5774, 48 hifithit
AN, Q)F e e e KRt L5 dJE e fLAR 4N
i, TR LI ZKEE 500 mg/LI)G4181E
TR, 3 wkm 15 20 Fe B Y 4i .

1.2.4 MTT4#7: ¥ Eae # J GFP-CDK4 )5 4k T
X BRI SMM C-770240 - 5 b - 96 F LB AT
KA, FEE H YL PEGFP-C1ISMMC-7702
PEA ST REAL, R A B FISMMC-77021F h 7% [
AL P IREAL2 X 10° N0, BE4L40 s B
AEIAL. MG 124, 48, 72, 96 hiyjl
TIAN20 pL MTTHK, 4 hJg /NI R 7R 58
MTT, £:4LI1150 pL DMSO, 41 & HIBEhR AR
WI490 nmAb #-FLI RO L (A)E, 2l A=K 4.
1.2.5 SEaF % %2 FPCR(QRT-PCR)#& M : i i
primer primier 5.0 LT IIERD); K
W I e R 40 M FH TR Izol . S0 VEIRBURRNA,
FH pglHA T A3 BcDNA, BAL B AR
ABI75005E I 58 5t € A FEAT 9 e 85
Bipik S N, [ WA ZR A 9 L PCR Mixy 9 L2
B /K. 1 uLs14¥. 1 uL cDNA. PCR&A}N:
95 ‘CHIAEYE2 min; 95 ‘CAEME20 s. 60 CIBk
30 s, 72 CHEM30 s, 40MEIR, KA A

www.wjgnet.com

Cti%, W B-actin h N2, 4517500 Software
v2.0.57 Hr £t
1.2.6 & & A ¥P i (Western blot)o#7: Kifa e %
Y 1640 P P R TP A S AR v S A i B HX A s B
1, BCAVENE S IR FE S, IU70 pg s 8 11 I
[ESDS-PAGEJR /) & J5 ## BIPVDFIBE . 248
i 5 FH 5% 1 i 0k I P B S T 1412 hJi4 C
PEIRIEE —Hi(CDK4. P125—HIMBE 4 Wik
1:5000. 1:3000)id#, PBSTUEMI3IK, &Kk
10 min, =i FFE Pil (PR Rbil
L THURMBEE N1 1 3.000), PBSTYERN3 K, £HIK
10 min; # Yk FIPVDFEHLI-COR Odyssey
LLANO T AR R G HE, Odyssey V3.0% 1
I KT G B A

it A0 32 HISPSS13.048 A3k 4T
ANOVA K ZT; 250 #t, LSDIEREAT 4 LL
5, @3 Hmean+SDE R, MK Ko = 0.05,
P<0.0515 Ge i X

2 BR

2.1 %% & 4 4. GFP-CDK4 ¥ PCR™ W4T it
JBEHLVKAE9TT bpAb AT ek e dc iy, B 4 IR
— 3 RG] OB ) 5 e A5 RAT R UK, 7R
£J5 700 bphk. 4700 bpkk fz1 000 bpkb sl
B 22 4 (B 1), RIICDKAEE N L% ApEG-
FP-C1%¢4&. DNAN P45 5 5UCSCEHh &4k 1)
CDK4/7 5 5 ¢ 7 4|SEQ#E TBLAS THL X} J5
5, Expect = 0.0, Identities = 619/630(98%),
Gaps = 5/630(1%), SMHIETEAR, 4N IHIESG N, 2
AMRIEEUR (K2, K2). X T 85 RICDK 445
(1) [F1CDK4X} LL B 2 R C DK 4415 ) C DK 44
AT 52 LR I 3.

2.2 MTTH#r4m el ¥ 58 %2 5+ #5J*GFP-CDK4
(256 ZHSMM C-770241 il 5 %% JPEGF P-C 1%}
T2 41 R SMMC-7702 145 [ X i 21 SMMC-7702

XA EE
&, 12,2CDK45
POLDI1/P12545
AR EGER
i, ARXARL
I % m e B R
CDK4ARER,
4 2| T 0 B0 F
J& ReAk I35 5h Ak
HREm X5
CDK4 % 5R 3%
POLDI/P125% %.
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miREE B s Ao ATCO 44D :
ATt B & P R 510 520 530
g\‘; ﬁ,'_] C D K 4 XTI— T &€ & T & ; TG 4 € L T & G & G G 4 &7 E &
POLD 1A 4 AL |
BAEA AR s R ROCWE SRk f . i A
FE 9 69 KA A K i Y I |' LA ]
Riprare gy 470 GA GGA - N QL (L ||| Ul
Fo 3 HAR 516 CT cCT = | li N -|'|| | | (11, ||

522 TCG TGG Ser—Try | |I [ | | || | | [ | | l | |
524 GAA GA_BE - i VUYL UL | |
583 ccT C_THse - o VL0068 8 ORI O R AR f_a' RNV A AN
605 GCT GCA Ala—Glu B . .
606 _IT CTT = .10 62.0 - 630
610 TTT TAT Phe—Tyr
620 ATG AAG Met—Lys i . :
622 _AT GAT - ' | 1 | I i'-l
633 AAC AAT Asp—Asp | 1 i|| |'| i
LA
LT
I_Ll.._l e —ll i I| = _AI...-.L..'.";JI__.ll_’_ll_..!:...-u..n.-.;L

B 1 ZEBFRKIGFP-CDKAEFLDFIPCRIA=HEBIX. 1: GFP—
CDKA4JikSal | MpEEUIF=1; 2: GEP—CDKA4TRiEcoR 1 B
BT, 3: GFP—CDKA4JFRSal | /EcoR 1 SEFIIF=1p; 4:
CDK4fOB—actin PCRF“). 1, 2: #ki8 T RGFP—CDKA4JFTHL
BERVIIEIILRIEBTRLAL T4 000-7 000 bp 2 [i], FFETIITHL
FE5 708 bp; 3: Pk BB A IR 457 GFP (4 731
bp)FICDK4(977 bp); 4: vkiEFIN B/RCDK4FIB—actin(247
bp)PCRYFEF=4).

20 MO EE, OB EARA oo fEFIRUS 124 48,
72 hZE R gk 5 5 L5 i /£(0.279+0.040
vs 0.28340.030, 0.282+0.030, F = 0.010, ¥J
P>0.05), (0.37240.030 vs 0.31020.040, 0.325
+0.010, F = 3.145, #P>0.05). (0.50240.110
vs 0.405+0.030, 0.41020.060, F = 1.603, ¥J
P>0.05), 11596 hze s HATGe0t 2% 5 (0.826 £
0.080 vs 0.596+0.060, 0.609+0.100, F = 7.033,
11P<0.05), 5256 2H 20 I 5 GE 0 T 0] B4R
2 R IR 2 (E13), 3X 55 5250 20 40 i ¢ D't I
Ko Fn B A — 3 (K4).

2.3 %% FPCRAMMRNA & K& 5256441
M 7E 5 G 5 48 hEG I C DKAJEN FIPOL D134 A
AR FIA T, 45 R BRS04 gn il 2w T
Xof FEZH [ o) B A RN 25 6 B 41 (1.94 £0.11
vs 1.01£0.00, 1.05£0.12, F = 54.046, P<0.01),

2 GFP-COKARIIBERTAIRENTRE. A: B
21X (516—524 bp); B: ZYAREEEEX (605—633 bp).

09 - YRR KLk
0gl 7702
07 W 7702-CDK4

0.6 —&— 7702-C1
0.5

0.3
0.2 -
0.1
0.0

24 48 72 96
t/h

3 SMMC-77024BfR A< E.

(0.544+0.04 vs 0.30£0.07, 0.254+0.06, F =
11.788, ¥JP<0.05, [&5). i WA 541 ook 75 1E 5 JiT
41 N Ry AR IACDKAFE A, 1 H s Kk ICDK4
FEPA AT LM HEPOLD 1 35 PR ) i 2k

2.4 Western blota>#7%& & # & iA ¥ SLK4ICDK4
R A T X6 R AL RN 25 o) B 4 R R R (0.65
+0.03 vs 0.4110.03, 0.39+£0.05, F = 14.665, 1
P<0.05), XM [HP1255E H R IA I m, 55X 4l
2 (o I 2H 2 5 0 1.(0.54 £0.04 vs 0.30+0.07,
0.251+0.06, F = 11.788, $41P<0.05), % HLAF145
o AL TA) U A I B 25 5 (P>0.05), 45 IR A 4t
EE X, HICDK4E A ik v LM EP 1258
F R R IL, 4518 5 mRNAZK 32 ((K6).

3 e
HC CRA R LA 117 35 ek 98 1) A A R % 15 02 DA
P e e 8 B kg RS PR T, U ) I 8 D)
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4 SMMC-7702[B1HRGFP- W@ 17 #% 4
COKAGRERHNBE . A: L5524 AT ENT B M
h; B: FEULE48 by C: BEET2 by D RF AT AT
FEYLE06 I, CDK43 B 5t 5f b

MKABPOLD 14wt FIP1252 5 & i Z HIDNA,
HXAN R 5 0 o e B R 2 3 AN T gy R A
I B R A o DKL 40 oL ek 1 AR P
b 5 AN ] 1 40 P B B B R 2 M A, AR
FH 40 i A 3 PR A TR s A, e s 6 4 i A 390 1)
BEFM. I CDK4/cyclinD 54 Mt A2 T 5
G/SHIM KR AE Y, b LMFRbE FH
22 G BRI R BRIk I R AE R AL, 7E TR AR
FRbE A TR AR, I 5 sk R FE2F
g5, BERALJG MRbE (17T G BE2F 1R,
BRI IE2F 7] LA S eyclinEff #3%, cyclinE5
CDK2H B E AW G T IR b 1R AE
WAL, E2F ScyclinEMIiEMEAEG /SRS F ok
ARG Iy, 1 RS G/SIIATHER I
OF TR IR, (R AT40 ML 5E DN A S 1

B H TR 1k, BRE FATLE 2 i 4 o kS
M FCDKAKER KA T R4, PilottiZ"™ ek
I I5 A% P SR I 1 R 8 3R M N C DK A4S IR A7 7
(F1e e 9848 2R, Plan5! V7 L i A e s b b
KRILT 5845 [(JCDK4. Miliani de Marval 5P Hj
FLCDKATE I T i IR FH ) & IR, fECDK4
B /N B P, RIS L Al 40 R An P53 5
Inkda/ArfRIERIE LT, 7N AT SR AN 23 T i
Je, 1X 150 W] CDKAZ hed T BT AN ml dofe 2> Fé 6 R
FATVRIWEFCUE ST 40 i 40 il RSMMC-7721
AR B R R S A, I HE W H AH Y 2 L R
AR, A, BFFEN 51— ER REIIE SECDK4Y
GEAR FIGAE g 2 [) (1) B4 R SR O R

www. wjgnet.com

R SE I aE Y 4k S g SR U e
(chromatin immunoprecipitation, ChIP)F12¢ ;%
BfE A 75 3 DR S B IR 52 T PS3 LA B — S 4 iy J& 34
W AAEAN BN (Gn vivo)fit 5POLDI1JA
B EE I EMPOLDLE 81 s ER. Greeve
EIIFFTAE 52 T M C -7 40 0 43 52 4 BEL b ]
fit 5 CDK2MICDK4AWE P AL 5| EEp21 5 CDK2
RICDKAE AL A R k. R4 B
HE— 20 DRI 70 T Ik 21 24 i S0 40T DR ) 6o
et 2 358 0L BEL DT RS A D, A o 248 T 3 4 1
POLD LKA TP 1257 TEIA £, Kk, WF5T
SRR 1) 20 P R 45 R 1 FPOL D 1S BRI R L
Gt B TP 125380 R At S0 A9 IR 0 ) AR
ST AEAEAG T 978 22 1) G 1 JM g v (1 C DK 456
POLDI (1) 42 18 s AHLHI RIS, H4 A 0] fig A
BEL L 8 2 A= B B f FE e

ARV T IS AN SMMC-7721H 58
AZAICD KA AT 41 i SMM C-7702 34 55 AL
RE IR . R I RA I CDKATE 2 HAZ R
EFRIGFP-CDK4Z I DNAN P LLXT, R IL
SMMC-7721 1 5845 74 () C DK AAFAE L R AR
R, S 5 A Y 2 SE R B R 4, IF K
T4 SMMC-7721 91 (1) C DKATE £5 K Dh fig
RAET SH . MR 1 5] & I C DK 4% A
PG B, DL R I 26 5o ik 440 it ) 39 v 4 i
Je) 3 DKL 4 5 6 0 45 R R D i (R AT D e A B
fify, TEEE—DIRARIT. A= W, A1
GFP-CDK4# L2 JF 4 fluSMMC-7702, MTT

KR ey R T AT
T oM, Aik—F
FE T P BT R
ERRBETHA
W LA,
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A Melt Curve
290000 -

240000
190000
140000

90000 -
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40000 -

Tm: 86.28 <—

65 70 75 80 85 90 95
Tempertaure(°C)

B Amplification Plot
600
500
400
300
200+
100

O,

ARnN

T T T

246 810121416182022242628303234363840
Cycle

7702

GFP-CDK4

pEGPF-C1

LIP02000

4.0 - L
35 -
30 -
25 -
20 -
15+
1.0 | T
05 -

0.0 i

CDK4

E B OO

HERT 5 B (CDK4/B—actin) ©

7702
GFP-CDK4
pEGPF-C1
LIP02000

(8]
T
E R OO

FEATFA B (POLD1/B—actin) ©
N

0 e

POLD1

B 5 RHXESMECDKA/POLDT mRNA FIENKIE. [
SMMC—770240[EZH X IE, F45L 548 hiGISLEGZH CDK4/
POLD 1BHT & T B 4 B ZH pEGFP— C1 A2 4 R 4H
lipo2000(P<0.01).

gE IS, RATICDKAFE N f a8t 71
s 41 i SMMC-7702 ({385 . %4 YL 545 1 CDK 4
Jii 40 AR ) 2 AT S T AR Al R T
CDKAHE DA g 1k 41 Jfa 458 58 A0 23 24 1) Dy e — 35
YEIDNAK il vh 91 F ST R A, &
ATTHEWT C DK AT 40 it 384 58 RIT A% 1) 2 1A 2
L EPOLD 1 R A H: 4 AL U P 125 4k WY it
SEIL IR, X 4 O ART DU R R e B
R ). S22 )t 52 P C R 45 JRAIF 5L 71X —

P125(125 kDa)
CDK4(34 kDa)

GADPH(36 kDa)

B 6 Western blotfICDK4/P125FBBORIAE. FafLGFP—
CDK41ISMMC—7702418CDK4/P12588 [ K BEAEH e Tt
TEZHSMMC-7702F0BA M I 4HpEGFP—C1(P<0.05).

091 5 sMmc7702
0.8 - = pEGFP-C1
0.7 | = GFP-CDK4

0.6 -
0.5 -
04+ I
0.3
0.2 -
0.1}

0.0
CDK4

08 1 & sMmc7702
0.7 - = PEGFP-C1
06 | m GFP-CDK4

FEX FEK B (CDK4/GAPDH)

0.5 -
0.4 -
0.3 -
0.2 -
0.1 -
0.0

FERT A & (P125/GAPDH)

HH

P125

#Ei8, CDK4{EHE TPOLDI £ IA, HPOLDI
FILN 5T CDK4, XI5 i W POLDI/E R
CDKA4M) iR %2 #ICDK 4R, 5 — 7l
KAIE T CDK4FIPOLD I/EF TN i) 4 g Ja 1, 4
[ 7&K P14 flu DN A S Hil 4145 Western blotf) 45
AR E E FUKE B Ui B T CDK4AXIP125 1947
FEIE AR H.

WA WP NIE S ey clinD-CDK4 K &4
A0 . G, 39 vh SU1RT 6 3915 R A6 R B A RS TCE 2 £-
Dpl, B2 % PR (1) 3 25 A 40 i ik R s (restric-
tion point)7¢KDNAK FlFHEE, AT —41
FIASI. X, DNAZR G H#S(DNA polymerase
S, pold) T AL IV FEP 12578 BE 5 41 iU #% Pi(pro-
liferation cell nuclear antigen, PCNA)F1& | [H
FC(replication factor C, RFO)IZ5H N EME
F Y EAL T W, LU -SSR
PRI [ 20 DN A S I, Oy 20 i 11 189 A 4
L) AT, R, H T8 28 1 ik s
CDK4HE N HILS Y T RAPOLD1
K 31 W R R A B 5, X T s
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P 525 W1 7 0] 45 4 5 CDKAFE IR (1 538 A8 e 15
AR R B AT LI I E . X LT F IR A
WEIT.

A, AR ARz E 2S5 Y CDK4/cy-
clin DA N A4 M A% 20K, AHAE 2 Rl e 1) S i
I B AR 50 %2 & B, CDK4/cyclinD4) 7] 7£ i
Ferhkik, AFRIEMEYSHBER A . o
5L CDK4/cyclin DFEAS [r) 4H i i 19 (1) e o7 % i
0 0 SR AR D950 1) e AR MU FE AT F LI
B TAERE AR M R e A T 1H, G ER EA
WA 29I R B f 7 # (fluorescence
resonance energy transfer, FRET)%5 5 5 A )45 H
Y FCATR 5 A0 R0 8 1 PR A ) TR

B, BATTE T S g AR SE T R AR R
CDK4EHE T HF 40 i SMMC-7702 {15 fE 7, I
HLHZ W 4 POL DAL FIP125 88 (1 1) i %
ARSI, DRSO R 4 i C DK 4%
POL D17 0 i AN A FIASE O8I PRLRT 2 1 7K
S E A e A T 3 B ) B AR R 1) SR, R R
R _E R IR VAT A B

S
~T
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AHR AT SCE RN RS . IEAMES R AR, #kE v, WP im, s Hip, 5
R se, I Siov, Bk ta, FRpo, #E Big. s AHEE S, kg M He S iKg, mLAHES BML, lepm(RY.
5 A 1/min) -+ E%({X#5 0%) + 60 = Bq, pHANE S PHELP", H pylori ANAE™S FIHP, T1/2ANG6 S fitl/28K TL, Vmax
AfieVmax, uANE A F o THRMAR SN ST, HRMALR. Wby T A e 4 54, iGwE.
PR, ARFR. U R AT R (Helicobacter pylori, H.pylorr), llex pubescens Hook, et Arn.var.glaber Chang(fiy %%
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R(CEAR), D(HAR), Taxs Conaes VA, Ty CIAE. FEFF 5305 /NG RME, Wlras, c-mye; T YIRS IEAE, WiP16
HH.

www. wjgnet.com



R EARMLRL®
wcjd@wijgnet.com

(44

TR
Jaishideng®

R NI ZYE 201282738H; 20(19): 1713-1719
ISSN 1009-3079 (print) ISSN 2219-2859 (online)

L #477F 52 BASIC RESEARCH

AT S S8 [ F — o R i3 B B 18] 72 5T T 240 Aol J= X BT 21K 48 Al

HTRREEH

% By, BRI, EikT, B, BRER

BPEH, S EERAGERAEERECHA S BEKE S
X &7 530021

FEIEWE, FREE, S B P EHRFE—MEERELAF S
Wik B8 R & T W 530021

i, BEUY, FrAERKRELE —WEBEERELAR 8
Mk BB K dT W 530021

BHE5, TEEIN, ML, BFEE, MEBCEUNORE, B
HRIDANTDRBIEST AT 4N IHBIBATR, YN B
ARBDERONZEERS0VEE, TEASE XA EDY
BT BEENRY; ARSEEKERELMMISATBEEHE
MEBHNRENAMEZSE.

S5 A KAF AR BFA B, No. 0397008

1 RkoA: INRABSE5. MEENEZTAT AR
RIMBEONTBSER. FHIEE. SWYNRERIRIERN;
NENEIEBE TR,

BIAEE: ZE(T, FUz, BTASID, 530021, [TFHEEBX
FATTONERE6S, | ENARSFE—MEEFDE AR
jihaxi@263.net

E81F: 0771-5356501  {£H: 0771-5356725

IWASEEE: 2012-05-30 (BOEHA: 2012-06-20

ESHEE: 2012-06-27 LM EHR: 2012-07-08

Bone marrow mesenchymal
stem cells stimulated by TNF-o
enhance the apoptosis of
hepatic stellate cells

Xian-Ke Luo, Zheng-Feng Lu, Hai-Xing Jiang,
Shan-Yu Qin, Guo-Zhong Chen

Xian-Ke Luo, Department of Gastroenterology, Minzu
Hospital of Guangxi Zhuang Autonomous Region, Nanning
530021, Guangxi Zhuang Autonomous Region, China
Zheng-Feng Lu, Guo-Zhong Chen, Department of Gas-
troenterology, the First Affiliated Hospital of Guangxi
Traditional Chinese Medical University, Nanning 530021,
Guangxi Zhuang Autonomous Region, China

Hai-Xing Jiang, Shan-Yu Qin, the First Affiliated Hospital
of Guangxi Medical University, Nanning 530021, Guangxi
Zhuang Autonomous Region, China

Supported by: the Natural Science Foundation of Guangxi,
No. 0897008

Correspondence to: Hai-Xing Jiang, Professor, Depart-
ment of Gastroenterology, the First Affiliated Hospital of
Guangxi Medical University, Nanning 530021, Guangxi
Zhuang Autonomous Region, China. jihaxi@163.com
Received: 2012-05-30 Revised: 2012-06-20

Accepted: 2012-06-27 Published online: 2012-07-08

Abstract

AIM: To observe the effect of rat bone marrow
mesenchymal stem cells (BMSCs) stimulated by
TNF-o on apoptosis of rat hepatic stellate cells

www. wjgnet.com

(HSCs) in a co-culture system and to explore the
possible mechanisms involved.

METHODS: BMSCs from SD rats were isolated,
cultured, and purified by the whole bone mar-
row adherence method. BMSCs at passages 3-4
were stimulated by TNF-a and then co-cultured
with HSCs in a Transwell co-culture system.
Cells were divided into HSCs blank group, BM-
SCs blank group, normal co-culture group, and
TNF-o-stimulated co-culture group. Apoptosis
of HSCs was detected by flow cytometry; expres-
sion of RhoA and HGF mRNAs and proteins was
tested by reverse transcription-polymerase chain
reaction (RT-PCR) and Western blot, respectively;
and concentration of hepatocyte growth factor
(HGF) in cell supernatants was determined by
ELISA.

RESULTS: Compared to the normal co-culture
group and HSCs blank group, the expression of
RhoA protein (24 h: 0.864 + 0.006, 48 h: 0.688 +
0.013) and mRNA (24 h: 0.809 + 0.004, 48 h: 0.494
+ 0.010) in HSCs was significantly lower in the
TNEF-a-stimulated co-culture group (all P < 0.01).
The expression of HGF protein (24 h: 1.032 £ 0.003,
48 h: 1.060 + 0.003) and mRNA (24 h: 0.857 + 0.004,
48 h: 1.195 + 0.010) in BMSCs was significantly
higher in the TNF-a-stimulated co-culture group
than in the normal co-culture group (all P < 0.05).
The apoptosis rate of HSCs was significantly in-
creased in the TNF-o-stimulated co-culture group
(24 h: 6.583% = 0.091%; 48 h: 29.960% + 0.223%)
compared to the normal co-culture group (24 h:
4.700% *0.168%, 48 h: 23.140% * 0.115%; both P <
0.01).

CONCLUSION: BMSCs stimulated by TNF-a
enhance the apoptosis of HSCs possibly via para-
crine production of HGF by BMSCs to down-
regulate RhoA signaling in HSCs.

Key Words: Bone marrow mesenchymal stem cells;
Hepatic stellate cells; Tumor necrosis factor-a;
Hepatocyte growth factor; RhoA
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W4T B A

B A7, B Wtk sT
B 1k & 5+ 4k BM-
SCs# & 97 AT
g 84 BIF 0 AR Rk A
%, e KR M I 2R
5% B F-o(TNF-a1)
2 #BMSCsJE 5
HSCs 3t 3% 7 649 #F
Y.

mesenchymal stem cells stimulated by TNF-o enhance the
apoptosis of hepatic stellate cells. Shijie Huaren Xiaohua
Zazhi 2012; 20(19): 1713-1719

B

BH: WA JE 35 H T -o(tumor necrosis
factor-o, TNF-o)fl ik X 5B 88 18] 7 T 4a e
(bone marrow mesenchymal stem cells, BMSCs)
HUTF, £33k 2 PBMSCsx X HAF Z 4k
4@ fig(hepatic stellate cells, HSCs)/8 = %9 % %)
IR AR,

Fik: A FHMBAEESE. 44SDKXK
BMSCs, ## £ % 3-4%4& 0. i& A 63LTranswell
Mk TSR R, FTNF-04 BMSCs)s
L5HSCs##5. 1 4HSCsT @ 2T B4,
BMSCs® @ s 40, EF 3R, A%
3Em; RAAX @ ARENHSCsA T,
RT-PCR. Western blot% #]# M RhoA 5 HGF
mRNAZ & G kA, ELISAN & afe3s 7 L&
% PHGF 4.

ZEER: Rl k32024 h, 48 h HSCs RhoA%
B (24 h: 0.86440.006, 48 h: 0.688+0.013)%
mRNA(24 h: 0.809+0.004, 48 h: 0.494+0.010)
Rk AFH TS, 5 EF EEAEAHSCsE
G 2 B4 LAl B35 M £ 57(P<0.01), BMSCs
HGF%& &(24 h: 1.03240.003, 48 h: 1.060+
0.003)ZmRNA(24 h: 0.85740.004, 48 h: 1.195
+0.010) & A 2 0F AR B 3, 5 B 3%
TR AR £ 7 A 4ot 5 & L(P<0.05); Al#ak
¥ 77424 h. 48 h HSCs8 = %4 %] 4 6.583%
+0.091%. 29.960%+0.223%, L5 E % ki
22824 h: 4.700%+0.168%, 48 h: 23.140% +
0.115%) 4z £ F A %o it 5 & L(P<0.01).

£ TNF-ot3% BMSCs/& 5 HSCs2 3% 777
FATHHSCsZ T, HEHLH 7T 48 £ BMSCsif it
% 4 3HGF 4741 HSCs RhoA £34 S 344

SR HEIR): BB R TR T 40, BT 2 AR PR sE
B F-a; FFAEREA K B F; RhoA

BEre, MiElE 287 810, FER. MBATE S -ouliE
SRR THRENTE2RMBIRBIRHIER. BREA
SRS 2012; 20(19): 1713-1719
http://www.wjgnet.com/1009-3079/20/1713.asp

03I

JiE 2R 41 o (hepatic stellate cells, HSCs)¥J3E
55 ST AE A3 A b R AR R vl DG B A
‘B ) 78 T 40 g (bone marrow mesenchymal

stem cells, BMSCs)# A A] {05 1 48 1 55 JiT 21 4
1. SZAR P ZA 0] 5 W B R AR - au(tumor
necrosis factor-o, TNF-o)&5 4 K7, TNF-ouil
W) 78 5 41 o (mesenchymal stem cells, MSCs)
Ja B ML Z AR TR . AR ), {2k
T4 o A K R F (hepatocyte growth factor, HGF)
s, WA R, HGFH: JeMSCs i 3l AT
LA IR, Rho AT AL HEH S Cs it AT
BP0 7 AT IR ST IE A T, K TNF-oufil %
JG IBMSCs SHSCsHLH IR 1 UL T, MEBMSCs
XTHSCsI 150, PR TNF-o Rl i BMSCs
P FHSCsF TIHLEL Il R I T 25 44
BEBRR AR,

1 MR

1.1 A ER AN R(HSC-T6) W H il K2
B e Jr R 2 2 40 i ; DMEEMU [ 55 [ Gibeo 2y
H); FEUIG A I Y B 3 [E Hyclone 2y w5 IR
BERF-allt) H 35 [E Peprotech /2~ ] ; T4 g A= 4 (X
FELISAFA & 1 K [HR&D system/A ml; /)M
PIHGF R EEHUA, /N PTRho A e
HRPFRICHIIEST/N IgGIE H 6 [ Santa Cruz
/N5 TRIzollW H 2 [F Invitrogen /A )y 3% ik
& B 55 EIMBI 2 A ; Transwell insert}: 17 5
H 3¢ [E Corning Costar/A 7 ; 100-120 gii i 28 e
SDARUE A PHEERFRE S5 P,

1.2 7%

1.2.1 BMSCs# 48 . 355 %52 2% LHk[4]
TETCBE 4T T oy B G F%, SUAEIBE F1iE AL SES DK
B, JCRR 2 B Er, BT ET, S mLE S A
L-DMEM#ZH 88 2 88 E 42 . 1000 r/min
I 25004 mintSCHEAN Y, 57 B3, I E5100 mL/
LAG A% FIL-DMEM &40 i, & T37 C. 1
FELE . 50 mL/L COBEFM TR, 24 hia &
e, LUG5E36-48 hAa S 4feylii— Ik, frafi ik s
80%-90%/5, H2.5 g/LIE/GHAL, $41 © 24648, &
UAEARI ) 756-7 d.

122 HSC-T6#93& 7~ 454X HSC-T641 il T'L-DMEM
R FR(100 mL/LAG 1) 37 ‘C. 50 mL/L
COIEFEAET L, 2 dJ 40 AR K 80%-90%
HIRE T

1.2.3 fm ek 3% I S SCHR[S-7]777% T 6L Tran-
swellti N JZ4HMBMSCs, b2 #FIHSC-T6, Ff
BRI 1.5 X 10° cells/well, 5 55548 h. S
5434 (1)HSCsZ [N H4]: aiHSCshsI%;
(2)BMSCs™ X Fi4l: HBMSCsiiF%; 3)1E
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BEw, 5. B RS - RS RTAR e NH 2R MR BT eHe = A 1715

1 BRERER meERE

FBIEFEA(x 50). AL EF, TNF-o

A BCRES dfF;,  RZBMEFAR

B Efthgpary, AN ERRE
B F, 4 RALE
FHA R m R
(MSCs) & # %%

W LR R4 BMSCs+HSCs LR 7%, (4) it 5%
Fi4l: BMSCs+TNF-a+HSCsHt 77 (H0.1 pug/L
TNF-ofll#BMSCs 5 )i 7 L 17 775, D-hanksif
VR, OB IR IR AL S HSCsIb R 7). fHE
FHZE MBS N B A WLGETE 1A 4 M T A2 UL
1.2.4 7 X, 2m A m) 2 i 8 = A &-41HSCs,
T3, $% 8 Annexin-V-FITC/PZ0 oA T3R50 &5
WIERAE.

1.2.5 ELISA% M 332 7 AR HGFRE: W
24, 48 hiff BtBMSCs, % Ut W] oA, MRIEFRUE
inAE 2 bR AE I 2, THR AL IIREA Eis
HHHGF I .

1.2.6 HSCsZBMSCs % RNAR I A=RT-PCR: I
££24 h. 48 hifBXHSCs &BMSCs, ERNAFEHL
FZTRIzoNA ) & i W HEAT 84, HSCs RhoA |-JiF
51915'-TGGTGATGGAGCTTGTGGTAAG-3', |
5145 -AACATCAGTGTCTGGGTAGGAG-3";
BMSCs HGF L5 145'-AGAGGCGAGGAGA-
AACGCAAAC-3', Rif5|¥)5-ATCCACGAC-
CAGGAACAATGAC-3'; GAPDH Liif 514
5-GCCAGTAGACTCCACGACAT-3", Fiif5]
¥)5'-GCAAGTTCAACGGCACAG-3'. RhoAFI
GAPDHZE N 14 412 95 CHiAEHES min, 95 °C
P45 s, 55 CiB k45 s, 72 °C 1 min, 35MEHR
JA72 ‘CHEHS min; HGFEEH Y 44 95 CTil
APES min, 95 ‘CAEYE4S s, 58 ‘CiB k45 s, 72 °C
1 min, 35MEHJE72 ‘CZEHS min. HL 6 uL PCR
P16 uL DNA Marker#E471.7%5 fi bt e
HK, K H B G o AT G ATAE G, LLH
(1135 /G APDHFI K 5 LA Z 7R ARG H 1S [
mRNAKF-.

1.2.7 HSCs%BMSCs %% & 42 B #=Western blot
Hoiml: FH AN AR E R 24 hy 48 hA R AR 1,
Z s et kil e s A i, BERERN LS
ug, &7 15%SDS-PAGERE HITK, PVDF4%
JE, AR e AL 42 B3 i I ARhoA . HGF
—PORI —Pt, W5, HQuality One s Hr ik EXS 4%
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AT UEAT AR 3 RO B LUAB I 5

Gt £ %R imean+ SDEER, 41
H) LUBCR ek 36, N G805 SPSS13.01E 4T
38T, BAP<0.05 A 4eil % % 5, P<0.01 8 i
EMES.

2 B8

2.1 B AR F@b 5. BAAMEF
ML A i BEEE LR IR I BMS Csid 1t RLAF, Ji
BT IR SR AN M BRI W3 2, BRI EE
RAEA), AT IR Z 240, 6-7 dRITATARAR,; ££4R
R 2 3G M S A AT —3%, Mtk
K, Proethar, K ameR, ek A K&
1B).

2.2 BHLIE LR T A @ Ar & e 58 ik
S B SRS I 4 M 3R AR & #C D297, CD347,
CD44". CD45SHIRIEE DM H99.45%
97.91%- 99.52%-. 98.42%. WHEEJ: AT LLSRAF 4
T4l (R BMSCs(1412).

2.3 HSCsH & F LA 157748 him, HSCsZS 1%}
WAHS CsHOGTESR, MG, 40 M Ik R4,
B LR IR AIHS Cs H LA 2 40 M 4 i B %%, 4
MR THORLRE . ProebE2e . MpRAR /N, il Ry
7 2L 2 Al A 0 35 T BT S S04 o Y S 0 4 R
(E3).

2.4 HSCsiE iy 52 i AU 2= g th BoR,
17724 h HSCsifa-SMAFiA 2 BHVE, I pld
PEPUAR S R ER A1 4 ZRR. HSCs 2 A B i fk
Ky BERRAME. hERK. a-SMAHTERIA
H95%LL F(El4).

2.5 HSCs#49 78 == % jlifdt5 974124 h. 48 h HSCs
(PT3535 496.583% +0.091%, 29.960% +
0.223%, B T IE W LR 7R 41 14.700% +
0.168%, 23.140%+0.115%(P<0.01), HHSCs%
FIXF R ZH (1.347% 4 0.042%. 2.933%+0.086%)
LA 22 e AT gevh 27 X (P<0.01, [#15).

2.6 RhoA%Z & ZAmRNA# &k HIEILE A

P ) T A 9 K B
B F, BBt g 5%
MSCs ) % 4 28 4%
# i, A A
ZEMYEE A
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WA #H g 5 A 101 B10*r
AL RHETN-
F-o#l % BMSCs
J& 5HSCs 33 7 10°1 10°F
ok, AL
#THEBMSCs L _
@it F 4 HGF  $10%F +107F
#4#/HSCs RhoA I . z
Ak kgAY, - .
10'+ LE 10'F
- - . -
100 o B % 10° ‘ ‘ ‘
10° 10 10? 10° 10* 10° 10 10? 10° 10*
CD29 FITC CD34 FITC
c10'r D10*r
10°F 10%F
it
T
10'F b
Ps
! | 1001 — ] r I
10° 10 10? 10° 10* 10° 10 10? 10° 10
CD44 FITC CDA45 FITC

2 SBIRBFEEFTRTABREIRMCHVRIVESR. A: CD29"; B: CD347; C: CD44™; D: CD45 .

3 BLAKEFA8 hiGHSCSTEZSMER( x 50). A: HSCs2S AN AL B: T R3340, C: iRl

4 HSCs a-SMASZRLRUEERE( x 50).

24 h. 48 h HSCs RhoA%E 1 fxmRNA KL HEAT
PR R, 5IE M R4 RHS Cs 4 0 IRZH B
A TR P<0.01)(E6, #1).

2.7 BMSCs HGF%& & ZmRNA # £ & H 3t 5
Fedl. IEW LR IR424 h, 48 h BMSCs HGF&
I AxmRN Ak S I AR g 1 s 1, 5 BMSCs
2 DN R LA W 3 1 22 59:(P<0.01), 24 h
48 hfil LB R 5 IE W LR R A LR E R
Giil R L (P<0.05)(K7, &2).

2.8 Li#FR PHGF®R @R ey ml 2 flItR 7%
124 h. 48 h HGF A IS 0 2 v TAH N I B E
LR A(P<0.01), BMSCsZs % 4124 h.
48 h HGFH IR FE i T AN IEG 774, HLBEI R]
FEK PRI 22 (3).

3 118
HSCs e T i —FhlES2 i 40 B, {7 T Dissell B

www.wjgnet.com



SR, F. BN RES-aREIEER TR TN 2R B8 T oUeHER 1717
Aq0tr B 10 ¥ [ F AR XA
1.40% 0.65% 0.39% 0.43% 0.51% 0.63% KR % A TNE-
3 : o# M BMSCs /&
10°F . . 10° 10 : £ 5 HSCs 432 7
| w 3 4 -3 ; S AT H#HSCsA T,
— R WA — il e T A =102 Aok M £
1027 ==7 _. = 102 e g ————— 510
o i L o . - _ll. FEER P kR
: 2 ﬁ 1 BMSCs 6 L it
10t B 7, 10" : Et’ﬁ b 10 o s BIRE, BA
e i Pl g - - ; 0 TR R A%
d : .31‘0/0 0‘.650/0 ‘ o : 4‘.080/0 ‘ 10° a4 5‘-94 %o | &L
T T T TR 10° 100 100 10° 10 10° 10 10° 10°  10°
Annexin-v-FITC Annexin-v-FITC Annexin-v-FITC
D 10" E10'r Fi0'r_ . 0
1.76% 0.59% 5.67% 15.19% 7.87% 20.54%
10° [ 10° = 10°
By &0 ®10?
10! 10! v 10' -
o - 2
(P93.15% | 149% | 7133% | 7.82% : | 9.24%
10 10° 100 10 10° 10° 10° 100 102 10*  10* 10° 100 10° 10° 10°

Annexin-v-FITC

Annexin-v-FITC

Annexin-v-FITC

5 BIZFIBHSCSIET . A: 24 h HSCsZS IR IRZ; B: 24 h IEHHREFRA; C: 24 h BIEIERER4; D: 48 h HSCsZS A%

EZH; E: 48 h IEH ISR, F: 48 h RMILRETRA.

A 1 2 3
20— —

48 h

A,

GapDH W S

B
24 h
RhoA
GAPDH
48 h

M 1 2 3

6 SCs RhoARBEEMRNARYRIX. A: Z5H; B: mRNA; M:
Marker; 1: HSCs%s FIRTIBZH; 2: (E 5574, 30 RS FRA.

W, TSR, HSCsit IE W M2 2T Y40 T vh 41
A #h 3 )i (extracellular matrix, ECM) & B J5i(col-
lagen) 1) 3= 245 B4 M, A (1) 30 15 8 58 7 21
YAk & A R R DGR A 1 Y, DR B
HSCsI T2, BETMIRDECMS: b K B 5 1 4 1k,
SR AT AR 4L S ™Y I LR, BM-
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A
24 h

1 2 3
e 2 _J
S -

} iy
« B .
B

HGF

GAPDH

M 1 2 3

7 BMSCs HGFEEEIRmMRNABIZRIA. A: EF; B: mRNA; M:
Marker; 1: BMSCsZS FIGHIAA; 2: IE R AR, 3: Rl hissa.

SCsfEiF FHSCsI T, i 22 Fl gt K 5 [ g T
P A WE SRR, v GE R W IR A4T
A A i1 BV I 1 i P R 1 o NP e 7
AR SR HIALHL 2 17 (E S HARHLE H AT
AN B .

TNF-ou /2 52 461 (1) T 4L 20UR T80 2 382 4% 0 A
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W@ 5
A SR kA
L, A — MR
AL, 4R 24h 48 h
pax:] B4ER(h  Western blot RT-PCR BMSCsZENBB4E 14.193+0.060 18.267 +0.035
HSCsZ=EWBZE 24 0.933+0.006 0.894 +0.005 [EEEAaA 11.897 +0.045 11.297 +0.031
48 0.899+0.010 0.907 +0.003 REEAA 13.917 £0.070° 11.420 +0.036"

IESHHEAA 24 0.915+0.002 0.811+0.004°
48  0.796+0.008" 0.616+0.007°
REFEAA 24 0.864 +0.006™ 0.809 +0.004°
48  0.688+0.013" 0.494 +0.010™

*P<0.01 vs HSCsZEMWIRA; P<0.01 vs [ERFHITAA.

par:| B¥ER(h) Western blot RT-PCR

BMSCSZENRE 24 0.673+0.011 0.805 +0.007
48 0.726+0.009 0.866 +0.007

[FEHEARA 24 0.984+0.010° 0.828+0.004
48 1.042+0.003° 1.103 +0.005°

RUBEAA 24 1.032+0.003™ 0.857 +0.004™
48 1.060+0.003* 1.195+0.010™

°P<0.01 vs BMSCsZENIRAE; °P<0.05 vs [ERHITFA.

T AN IEM S C s A 45 G 12 30 51 2 BE AR 46 50
BRI [ I 3 8 MU S Cs i) 32 4 20 4L (K03 7%

S FELANEG B RE J), (7] s BH 5k 384 o % o A4 A PR
R IA 523 13 A4 4 Z-6(interleukin-6,
IL-6). HGF%. A7 K ILTNF-oll i A BMSCs
A i i p38 MAPKAIPI3KIE H L HEHGF /i, BH
WrBMSCs# [fi IR R FE A 15244 1T (TNF recep-
tor 1, TNFRIL) AT 4HIHGE /3!, 58 21 A )
SIS HR A A i BE I BEVEIRAT TR R IR R
BMSCs, JfE S TNF-o il UK EBMSCs 1] LA 2%
MEBEHGE ) 2TE B oy iib. 46K BT £T Ak B
W5 A, BMSCsiliil 55 /- W HGFRITGF-B3
FHHSCs p21 Mp274 F3RIA & FiljeyclinD1 g
10, A4 i A 45 A T Go/G 3, A 4
HSCsA A, [R] I Ii ik FEAICE R K 1/2 [ B R Ak 491 1
HSCsIiEtk, kbl T TIMERIE, ik
D IFETHEAL I A BMS CsfE 7 WA 22 Tl 41 ity X1
T A 0 i KK F(nerve growth factor,
NGF). B ZEFFAEKH 1 1(insulin-like  growth
factor, IGF-1). HGF4%, il 5 4 dbii Rk
I, BMSCsE A4l fubr EPCK-18. HEH

AFPEE2 35 IBM S Cs FLAT 4340 40 B (14 1)
fit. ParekkadanZ!"" ¥ A\ K UE I BMSCs 5 HSCs 3k

°P<0.01 vs IERLIEFA.

B IR RN, BMSCs ] LA 2590/ I Jt (165 1, 410
HIHSCs R85, (EgE I T Pridrh FIscg &,
BMSCs73 WA FIHGFAE(E ZEHS Cs i T H 224
H. Shi%5* ™42 HBMSCsiti it 4 WNGF 5 HGF A
T, B FHSCsA R4 e 12, FHETGF-gn]
PAIHEIMHS CsM T, X2 BRI =R &R
b, BRRBM S Cs5% 43l e v] LAHIHS Cs )i
1k, EUFHSCSHTET 2 R I 5256 T8 E 52
TNF-ol 3 K FBMS Cs ] LU B BFHGF 1) %
B AR IER b, ARSI TNF-afill U (K
EBMSCs 5HSCs3:5 7%, KIMAEFEBMSCs HGF
Fik KOy WA I, HSCs RhoA R 11 ZmRNAJH]
FORFATIE T W, HSCsIHT 140, 55 1F 3 JLs
FRAFIHS Cs 7 6T A L%, il i) A2 1 2
HREMZSR, SR, TNF-otBMSC s g
R T IXEe . LT BE S TNF-o il BMSCs
TEREHGFIRZRIEFN 43 Wk AMHIHSCs Rho AR
1 AmRNAR L, N FHSCsHT:, B
H 1 © %1Rho/Rho Kinase(ROCK)f5 5 il ik 7
HSCsIHiE AR S AE -, Rho AR It %38
HA T 40 M B AT ) R ], Rho ABR (A1)
WA HS Csf B AT, HGF/E ARhoA
(1) L3 2> 7 FRho AFITEALRY, 32 IRho/Rho
Kinase(ROCK )3t #4171 Y-27632 AT LA il £
AL ERED ), AE IR R, B I 0] () 28
K, HGFI TR 5 24T Mk, BN K
K= R A5 LRI AW A FH 5 D T e
HK.

B, EARPIREE 1, TNF-o il #41BMSCs
JE R FBMSCs [ Z /AL “ITEE” | 2
HEZ WA LIMEHE ? S TNF-05BMSCs 2 Al ]
TAE RS, TCRE TR A 40 141
N R KB TT rh P FE AR A .

4 2R
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Abstract

AIM: To construct a recombinant lentiviral vec-
tor carrying the human al-antitrypsin (hAAT)
gene, then express the hAAT in to fibroblasts
and mice.

METHODS: The coding sequence of the hAAT
gene was amplified by RT-PCR and ligated into
a lentiviral vector to construct a recombinant
lentiviral vector (pLVX-ser). Lentiviral particles
were packaged in vitro and used to infect fibro-
blasts and mice. GFP expression was detected by
fluorescence microscopy. The supernatants of in-
fected cells and liver samples from infected mice
were used to detect the expression of hAAT by
Western blot and ELISA.

RESULTS: The recombinant hAAT lentiviral
vector pLVX-ser was successfully constructed.
The titer of lentiviral particles reached 8x10°
TU/mL after viral packaging. Fluorescence mi-

croscopic analysis showed that hAAT was suc-
cessfully expressed in fibroblasts. Western blot
analysis suggested that hAAT was expressed
well in mice, and ELISA assay showed that the
mean expression level amounted to 190 pg/L.
The expression of hAAT in mice could even last
for several months.

CONCLUSION: The recombinant lentiviral vec-
tor carrying the hAAT gene allows efficient and
persistent expression of hAAT in mice, which
paves the way to producing hAAT in industry
and gene therapy for AATD disease.

Key Words: Alpha-1 antitrypsin; o1-AT deficiency;
Lentiviral vector

Ou HL, Lei TW, Li HM, Wang ZT, Mo XC. Lentivirus-
mediated expression of human al-antitrypsin in mice.
Shijie Huaren Xiaohua Zazhi 2012; 20(19): 1720-1725

fi

HE: M EaAal-7BE G EOAAT)RF
812 % A R A BAR, S8 AL AR b dm B R e o)
BAR A oA R K L.

Fik: @i RT-PCR&G 7 &4 3 EhAATHA R
8 AL 55, M IR R A R A, ZARL
OEJE, BRf R A gmp B izt bR, %k
R TUERGFP R AW 0L, Bl aFshfcik
8 4m LR R o) R84 Ik 3R, of 3 3 4T Western
blot. ELISA#:.

HE: FIFFHMhAATE TR m R L RE
pLVX-ser; &R /51328 X 10° TU/mLiE & #
BmAaE BEREBHMETUR, B7F
LEhAAT IR F £ A S am e o JE 7 Ak 3t
REFPREH R FEZ G, HAThAATHE T #m,
Western blot% R #LAhAATH F &£ KRR
P FAA; B ELISA# M X FLhA AT ) K
PR 8 FGA T 335190 pg/L £ 4, W AR %
FNF TFThAAT & R P o &3k TTH %43 mo
VL k.

ZEit: TURBEBRARTHA. LR
hAATH -, Ai@id A F T4 4 * FHhAATH
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T B ol -ATHZ JE b IR 1 76 7 32 o al. WA B 78

FEAAT 5k 2 52 1)
\ pes , ABEBTF, s

= . = . &)
EERAH
WOST, BEE, T, TR, 85I @SNSnEAN o0 COGAATICATGCCGTCTTCTGTCTCATE w4 5
o IR RS A PIENTIA. SR AN 2012; ser2 ccg GAATTC TTATTT TTG GGT GGG ATT CA BT LR
20(19): 1720-1725 F1 ATT GAC GTC AAT GGG TGG AG Qﬂ‘ﬂﬁ;ﬁii
http://www.wjgnet.com/1009-3079/20/1720.asp GFP1 TGA CCT ACG GCG TGC AGT GCT T i%ﬁ;‘zﬁé‘z_‘.
GFP2  TCG TCC ATG CCG AGA GTG ATC C

0 55
ol -PUES AR (al-antitrypsin, AAT)F T2k
PN — ol B S 1) 22 B PR B 1 A A R, 2 e
g2l IR e B U N1 e S R N DA
SR LR A A D R A AT, AATH]
i 2 Bl (VS ML RR SR B (TR . iR
Bitp BEEE MG 2T 4k 2 1 DA SRt I 25 %
Fhez SR B TR, HERFAIZL. 2 MIER I
fit. NAAT(hAAT)K 1 tHSerpinA 15 R 9t fir
T YR 14931-32.307F F, 4K 12.2 kb, 0
TIMNAINETH6N NG . SerpinA1FER HAT
BRI e ek, AR 5 v SR AR LUKk AT 40 28, I
A AT /KT H 85 A7 55 R A [ 28 8 sz, O
HPIMM 595% UL b, FAAE T IEH AR, AAT
W RE K2 H20-53 pmol/L". al-Hi b K (1 Wiy ik
ZJE(al-antitrypsin deficiency, AATD) & tH+
SerpinA 15 K ) 5 Lehg 5L 5848 5 8o 1 - B 2 1
Pt R 8 2 B LD i S 13 | Py — T 3 A 1P 30
PiSS(Glu264— Val264). PiZZ(Glu342—Lys342)
DA R a5 IPS Z 25 R 5 T 850, Hoh Piz Z 4t
i L, o AATDH 61 1195% LA L, Hifin i AAT
HEJEIEH AM10%-15%%Y, AATDI) IR L
ZHE, B R LRI IRV RL R OR. 75 /b
AN g TR ) I PR 2 Bk il A, 3K 2 B2 el
TAATHRZ I, 4N B G -5 B E 1 i 1 P16 G
RAGATE, iVl R s ) B R e . 4l
SR AN T SRR B8 A I 38 2L 2 1 3 1 2
B0 T v &5 G A 23 (Rt ) R 4, RN i
VB, ARy, Wi U, 55 4
T4 BINZIEAE R A ATANGE A W B i 3¢, B4k
2 AR, BRI, BRI, M
A4 AATD AR I AN R 2 32 10 A7,
HHEIA TAATDIIRIRYT, B 73R4T SCHR I
JOVEWE B A ) LI IR AR L L2, b 78 & R 42k
3 DRI B A R, e G iR G S AL,
TR AW SThA AT 53, 4k i &
FIRG S U (B0 T 1. 59 Ak, TR 0 2
AATD. Hbvifg g3 DL S 2 16 1 v ML ] 2 1 R

www. wjgnet.com

SR EL D AR, BEDVR T A A VA X R
WA O, AR SCUME R R Ay TR, i
P FATh A AT 7RIk Ak, o 3k
AT 4 T A R LR TR AR AR P~ h AAT
FIBRALHT ) B, I 9 AATDEERIG T 5T
PR AT HE 1RSI0 A .

1 #RRSE

1.1 #4 KIFFETPO10ESZ A4 B . 293 T4 i
(AFRTF); pLVX-AcGFP1-N1#4A L ) Lenti-X
HTX Packaging Mix(Clontech) A< SZ5 % AR AT
F ki (Polybrene, Sigma-Aldrich); Aol $T/HEH
Pt AR Fr i o TR S (A SE AR A 7)) 3
JIE B DN A RIS 1) & (A6 5 RARAE W) 2 7))
BPP BRI N VIS T4IEENE . Taqlf(Takara /A
A)); JRZFILHS . RPMI 164084 773 e DMEM; 7%
H(Hyclone/s#)); TRIzoAF (AL s RARZED 2
), Wik Wi (Promega/s 7]); DNA Marker(-Jb 5t
G B AT, HAR R P70 A B = 53 #r 4l
PCR5 1) eH B 58 < 20 i AE )7 B 2 ) 5 B

12 7 ik

1.2.1 SerpinA 1% B 64 3 3% B A% o 5 BARM 2L
WA FR293T UMY, M E K BXTHCR NG, H
0.25% ol T A ISR 40 . R 29405 FHTRIzol
WA RNBEIUE VRS A B RNAL R
A3 GG EETHIIAR IO B (A)ME. 1 pg RNA
A A AR A A G Ut IR AT 25— BEcDN A&
. MRIENCBIA A IR (NM_000295) % 1t
SerpinA 1N Gt e 5 (435519, B 519
serls FUfS [ Wser2(F1), 51405 Bl L FR e
WYIBEEcoR T YU P41, MU pLiids 57 4)
WATPCRIX MY, 415454 94 °C 5 min; 94 C 45 s,
60 C 45's, 72 °'C 45 s, 32 MiEFF; 72 °C 10 min.
PCR=EAT e R 2lifk, 5> M EcoR T i
XFPCRIFI T BERIZE A I 1) 12975 15 3 [R5 7
FipLVX-AcGFP1-N1:L i), &atifh v s H
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lﬁifﬁfﬁ“ A 1 M B M 2 3 4 Bt s g sy e 7R . B, M =R
B, Mucller¥ e ‘ ;

B miRN A 20 'C-25 °C, HIRHEIE40%-70%. %8 #1247 .

BArH R R OE
WA E . HREF
WHWPIZ-AATR
TERG, LRV
AR NG
RRE; B H#A
B EE e
PiIM-AAT A 4%
BRNAATE G
KF, FISFal-
W R G B
Z & (AATD)#
BT

1257 bp — <1882 bp

B 1 PCRYIB. A: SerpinAlFLKcDNA; B: SerpinAl LR
cDNAFBRUIEA S AINEE. 10§ HiSerpinA 12 cDNA
FORAMESRT; 2, 3: IEFATAL; 4: 28 16 IE; M: Marker.

TAERNGER:. B 38 v BRI CMV 3 8 1
NUFIMECOR T BEVINT 25, B~ e Ak K AT
B, PR SR, [A)IN HpLV X-AcGFP1-N1# &
EWIEcoR T RN R BT 51 HIF1 Sser2
FIHEAT B PCR N IR 7 1 MR REAT %5, W]
P88 L1 257 bpREKIK1 882 bp F B A IEH T
L, KA 4 € S IERR IR se REBEAT DU R, K Hod
% ApLVX-ser.

1.2.2 1% 3 69 %) & WAL IFIMp LV X-ser UL
15 ugbl 230 pL Lenti-X HTX Packaging Mix, %
B 95 A0 B K293 T4 M % FH B IR AT Ui i
(07 AT S g, #5446 hE #8100 mL/L
FBSIIDMEM5E 4597, J741:37 C. 50 mL/L
COLME M ARBERE TR, 58 LB 7 MURL 1K) 10 2.
12, 24 hfaRICEME T WETOERIAE O,
2-3 djaicgE BB, 15 000 r/minfB i 25.000.5 h,
7 3, W BE, PRAFT-70 C 4% H.

1.2.3 &M Z R g e rk g O d, r6fLR
o BIRHEEFLRERI2 X 10 (K293 T4H fft, #4 Fie 5
(R dEd% 1. 107, 107, 107, 1072107 Lk 43l
BEATBEFERRE, £50.5 mLARRR 5 (0995 238040 i n
NFIF N AL, 37 CREFR12 h )5, B
100 mL/LIfLiE (IDMEM. 48-72 hJi£E5¢ 6 i
B N %L GFPIIRIA, Sevl B4 A~ 4L,
W22 e LUAH Y. [ W BE A5 BB 1705 mLyp 2 Ji
Y45 2955 70 P AL (T U/mL). KR B 519
TR L, T/ RUREAF e P INN &S pLi 25
W 8 mg/LERENLINAY ML MG 7R DMEM,
2 hfg s se R 37, 37 C. 50 mL/L CO,%
PERHRELIE . BigR. MK 280%-90%I A%
W, BEATAEAR, F iR IR, JRdid 20 Bames
MELhAATIH L.

1.2.4 34 528 CSTBL/6I4L Z /N Rl AE Bt BH = 27

TR 25-30 gffICSTBL/GI4EZ & /Nl = 4)
FH200 pL% H20 159 25 (1) P B S [A] 28 2 i ki
5, LLZS ORI pLV X-AcGFP1-N1 4 %) i 41
1.2.5 RT-PCR: XES A5 dif)/ R IBrsnsbsE, 3k
A2, TRIZoIZ ST BIRNA, L0 5%
2, A5 serl . ser2 fIGFP1. GFP2(%
)X SerpinA 1 HIGFPIEK [ cDNAZEATPCRY 1.
1.2.6 Western blot#&l: X+ 455 dif) N EUIT
PRI A, Kik4YE)E, TIBCAVEE &,
20 ugi41TSDS-PAGE LUK, ¥ R IR T4 2 (NC)
JBE, NCHREZ Y B P FAE R PR d A5t
o- LUBE AR FIBREDUAR(— T, 10 1 .000) LK SRR
FAYIBER P IgGHUA( T, 1 1 1 000) AT
o BRI, S5 JE e .
1.2.7 ELISA%#7: 43 A pLVX-AcGFP1-N1%
JTURE JEK G 1 0 FRAT DL RSB A, A S S
5. 10, 20. 30, 50R1100 diffi ixf J2 ¥ bk K4 ifn.
FE, BEAT o- 10 BR A 1 2 1K 7K1 (R A I, AR 4
ELISATA & 15 B2 T AH OCHERAE, S5 )im F g G
AXAEA50 nmP AP 55 FLIMA(E, BEAE b
3.

ey 2 R PN SV v [N A T M 3
BIEE3, A HdE R mean+ SDE IR, H
SPSS10.0% AL B, PRANFE A i8] 1) Lk
R, AP<0.05 K 25 53 B 3.

2 BR

2.1 TUASerpinAl LB 1% IR FHAME N4
P HEBURRNA, XtSerpinA 13 R BEAT P14,
RAF1 257 bplt) H 141 (EI1A). pLVX-AcG-
FPI-NI159 88 By W& EcoR 1 MY G iEHz,
SAFF NSerpinA 1RER VK. B &k 110
EcoR 1 iRBI mi B vk 5 1 IF 1 Sser2 e,
SRR T [ PEREATPCRYE &, 455 M E & h e
WHIEE T 257 bpFl K1 882 bp H BX (K 1B), i
FEIX L8 ks H AR BOIE RGN W0 5 e
S IEA 0 BORLEEAT U S, WP 45 R S NCBLEA
A —3. XHERIMBRECMVE 8 FRIE Nal-
PP A 1R A 15 5 35 A pLV X -ser.

2.2 1% oA B Je ROR AT 4t R WORAL 2 S
B, MRAE293 T MIGFPIIAETA L, BATITRAFLI8 X
10° TU/mLJp3 B35 £ (2. /N BUSET 4 40 48 h
Ji, 96 RAEE T LSRG 1 2R I GFPRIA.
&5 JL R R o A0 M R e, IR T R I 4
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2 RERE mil#HgE
ERABHET AHRXARREE
WMERGFPEIRER, = ARAK, EENF
o 4RI DY T, StRSerpinAl
j;ﬁ Epﬁf AEAME B
E(x 400). A: 2 = »
— EREREL,
T ' WAATH T 85 %
A 1 2 3 4 5 M 6 7 400
3501
= L
T 1257pp 9300 Jf
c 250
530 bp — S
£200r
8
§ 150
= 100 [
2
50
hAAT 0 : ‘ ‘ ‘ ] _Hﬂ ‘
52 kDa 5 10 20 30 50 100 Wild-type
t/d
GAPDH 4 Eﬁgﬁﬁﬂg%sx 10, 20, 30, 502100 i/J\l‘_:_:'L\.{$
36 kDa PIhAATEIZRIZK I (mean + SD).

3 SNEERE/NBIEANREEN. A: RT-PCR, 1: 28
EIXTIE; 2—5: GEP; 6, 7: SerpinA1. B: hAAT Western blotfi:ll,
1: {EpLVX —serli 2R R AR A AS: U HH BA AU h AAT
EH; 2: DpLVX—AcGFP1-N U 2k B 4ala ERA

JRIEIR (FE2).

2.3 SMR AR A RAR A 69 A oA SHES G
5 dif)/N BT AR R U T4 ZimRN A, I
ATRT-PCRA T, &5 KA 153 MM GFP. SerpinAl
mRNAH 354 AR 530 bp. 1257 bplty H
(P25t (I3 A). X UL IIFENS R BE IR AN
DRITE /IS Bl P R D .

2.4 SerpinA 1K B E K AT 5, XTAMNEhAATH
TiEAT Western blothrill, 7EpLVX-serfii 2 MUK T
SEFIR/IN B PP A B K /INAH . P BH R 2%, T 70 TR
(I pLV X-AcGFP1-N 1 53 JURLIE 4% (1) /)N Bl Pk
TASE|(E3B). Ui, hAATAE/N AP IEH ik,
Pt — 0 R FHELISASE B HiSerpinA 15K 1)
FILAKV, IS A PLV X-serJTORiL 1) 525 4 v,
MAF231 pg/L+0.25 pg/L hAATIHIRIE R, Y4h,
SHAESE 10 204 304 50F1100 dif)/Is L2 1%
SEAMRE, 73 IR h A AT L, 23 HThAATTE /N
U N IIFR R R IL e ). 45 R B REE S 5 1
HS-10R W, KA BRI S (K 4), FIF10K1
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hA AT LKA 2 55308 wg/L). TM7E10-100
d2 8], hAATTE /N BUAR N 21K Kk B AR,
YEFFAE190 ng/LAE A

3 1TE
X T AATD, IUEIEBA RN URR ST IR AR,
X H W N ANIR ThAAT, 2 f B4 10 53, 7T LA
v N =1 AR e S 5 Pl N O =3
BUAE— E RS b SR AR S AR PR S 2
407, X TS A S hAATRE 5. Y358, hAAT 2
—PhZINEeEE A, BR T 5 AATDAT G4, hAATIE
225 M e [ e R, I P i I A,
AR A R TIARTUL I HhAAT
LRG3 B I 1) S g R Y I R bR AR
FAMSL B R A 4 R I AN % 4 R 3
SERAN ML, hAAT P I R ANF-«BIFE 1, 4
HIHTVIR A R H"Y, hAATH) F g A
S ML 4 25 i (R A%, TG0 2 5K 7
T2, JF HARHY B3 B, ICAEAE R AU

BEE LR TREBOR AR R g, AT 4G
SR AL AT RSME“h AATEAT Al 2% . B¢
A, W46, HThAATHIZRIDFEIIAK, &
TP A AR 1, A A AR AR R A B g,
NI R F AL IR #. GarverE U SRS
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VN R R
AT, R
MEHAAATH
FEIMNRKAZ
2. BT M KA,
AR AEE A
HRAREFEFHAA
AAT ) 7] 32 43
LR~ SE N ]
AATD X B & 77
AR ERETE
Y I IENE,

BE. 25 AT BIEAS R 41 2 A i CHO
COS-7+ 3 I T 40 R oA 7 W 40 B 40520, R
(R NN I VI S (0 B2 B Y e e
IKhAATIRFFE > B3] H iy o 1 IR — AN &
ZHhAATHIF_L T, T3 PIRAN R R

TIHFhAAT )Y AR A, AR 4-6 d, IXBEZS
AATDEF IIRTT 7RI, (7] b 2 5 i d 24
hAATEINFF R — AN FEE R AL X F—Leyh77
PEER (1, 2% Wt U AT R S 5 IR AR B M, A
O %R 1 R v R e T P R AR
25 £ BB 1 10 2R 1 IR A B R AR e
SR, SR KRR e . BIAATR
130 i FEh A AT R Cy s232407 B B 35 Ll o (bl
FEAAT ST IR & T RERK B, R RhAAT Y
TE S 1) ) JLP, HRG0E, LindhoutZP223:8 1 ]
PR A BRI, S S A () VR R, X
hAATIPINZREATEM, DLEKhAATI 5 1
TEA Ja BIFSEH, B T 38 SK B s kil o, ik
A R I XTh A AT I BB At — 20 st SAH
SRR TR, SIS e (9097 88

B A B AATD N 2 & 5L vA Y7, it
JEAL A E S AR LN, WA L T RE B R N A 3R
AN TR A AT, b 78 8 A B KT, R
PrLN LR G R ) e M. AEFEIRIVA T o 7 A
S8 WA R ik ANRSE IR K IE 2 TR IWHTV-1
i 5008 TR TR IS s FE AR, 0 A SR R
A TR 7 28 A8 LAt g S DR R 8 2 A AT
bl 155 2 25 A L AT 6k 40 24 40 it A0 =l 4> 2440 g
K BAT RSB It AT, o H A S
J ], DA UK Al . AR, O
LA PR an i, P ani. a2 fh
KAV, 51 R G N NERE . 5
A, 3] SIS A S e A T G Ak b
$8, TSI RE AR IE. Rl 2 b 5 1990 Bk
AT A AN W K Fi Al 2o 22 J5OR 1) £, 26 2R 45 2%,
gz AP ORI . it LA 0 25 344 T K (7]
RUEAER K, Ccsh iz H 1 g- M rp i
TR A5 55 22 Pl AR RO R i g7 PO,
AT S L 2 T h A AT 75 L8 8044, BT
FHRIENEOL. 45 B W R 1890 2 AE293 T 40 i
R RS AR AT T8 R h A AT NS 15
WA T PR Rk, X ATEAT
P BN TREAEhAATIH 7 AL R — DT i
AATDFIER G YT TAFE B2 Heah.
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Abstract

AIM: To investigate the expression of microR-
NA-433 in gastric cancer and to explore the pos-
sible mechanisms involved.

METHODS: The expression level of microR-
NA-433 in 43 cases of gastric cancer and matched
adjacent normal tissue samples was examined
by qRT-PCR. The relationship between mi-
croRNA-433 expression and clinical features
of gastric cancer was analyzed. Human gastric
cancer SGC-7901 cells were treated with 1, 5, or
10 pmol/L of 5-Aza-CdR for five days, and the
expression level of microRNA-433 in treated
cells was determined. SGC-7901 cells were then

transfected with a microRNA-433 mimic, and the
proliferation and apoptosis of the transfected cells
were examined by FCM.

RESULTS: The expression level of microR-
NA-433 was lower in gastric cancer than in
normal gastric tissue (P < 0.05). MicroRNA-433
expression was associated with tumor stage (P <
0.05), but not with sex, age or tumor differentia-
tion. The expression level of microRNA-433 in
SGC-7901 cells was significantly lower than that
in gastric mucosal cell line GES-1. Treatment of
SGC-7901 cells with 5-Aza-CdR up-regulated
microRNA-433 expression in a dose-dependent
manner. Transfection of SGC-7901 cells with a mi-
croRNA-433 mimic up-regulated the expression
of microRNA-433 and increased cell apoptosis.

CONCLUSION: The expression level of mi-
croRNA-433 is lower in gastric cancer than in
normal gastric tissue. MicroRNA-433 expres-
sion correlates with tumor stage. Treatment of
SGC-7901 cells with 5-Aza-CdR up-regulates mi-
croRNA-433 expression possibly by regulating
promoter methylation. Transfection of SGC-7901
cells with a microRNA-433 mimic accelerates
apoptosis of tumor cells, suggesting that mi-
croRNA-433 is a potent tumor suppressor.

Key Words: MicroRNA-433; Gastric cancer; Meth-
ylation; Apoptosis
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M. A1, 5. 10 pmol/L 5-Aza-CdRT 1 §
JFESGC-7901%m fitr, #m A-2EmicroRNA-433
#9 kA T AL, #FmicroRNA-433 mimicsi#E A
SGC-79014m fien, A i X, 4m fel AR A ) 4m Ao 3% 74
A

R FEALANELEFTREFTAR,
microRNA-433 % ik 90 21K, £5+A
B %3t 5 & 5L(P<0.05), microRNA-433 %k ik
5HA. o, S E X A(P>0.05),
F) B 8 5 30 A 43t 5 & SL(P<0.05). B 4w
L ASGC-7901 P microRNA-433 85 & ik 48
3t FIEF B AR L & 4a JRGES-19 284K
SGC-7901 2m fie i@ 3 F AL By 4 4] 7] 5-A za-
CARVZAREL. 5. 10 pmol/LA 25 dZ &, 4
FA M microRNA-433649 % ik, AR R AL P40,
AR H LA A2 I E A TR B,
microRNA-433 mimics# % £SGC-7901 P 4%
B gk, @A X e e AR R I, ARk
WA, BHEKE MR R T, A
H %3t 5 F L (P<0.05).

£5i8: microRNA-433 /2 B 4048 ¥ £k AKX,
HF BB B B A %, 42 A 5-Aza-CARAE A
SGC-7901 /9% 4m it % J& , microRNA-433 49 £ A
R EAt. Ak TRAE T AL b TR
B R385 T AR R, # R BTG fa e
P microRNA-433649 &k, 7T ARk b 3 4m e o)
78 . microRNA-433 LA # A e 35 AE A

FKHEH: microRNA-433; BE; HEAM; AT

TEIR, G5kt =65, FEEE. microRNA-433EBRAR
HRETRENEEARAEKOZN. BRENBRE
2012; 20(19): 1726-1731
http://www.wjgnet.com/1009-3079/20/1726.asp

03I

(EH TG P, B (gastric cancer, GO) KR F
JE AN, AR5 I 2 AR 24y, ALK
T, A5 L A R s A AR E,
7 i A S RO s b O R A T
N FERZ R (microRNAs, miRNAs) & —Fifg
NEGRAGRNAs, 7ERH PR 5 mRNAK
3'UTR(untranslated region, UTR)5E 4B ATESS
S50 I mRN A ) B2 A B0 AT m RN AR i
W H A 24 2 (50 R IR, microRNAs7E g
R A I ST A 4G EEE VAL, microRNAsTEA
J P A S ] LA 2 22 AR, microRNAs
PR ZAR NI A 58 4 B W, AHVF 280 50 R
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IR, 43R5 FmicroRNA s X 52 21|38 Wi A4
S0, DNAF LB fE 2 2 —P7. &
WAL 27 A S I A iy o R b B A L
VEFH, 5404 22550093 1A 7= AR A AR A 2 s D) )
R, AESEIN R, ATV 2 SE R R B I, i
Jet ) i v A AT 0T RE S BN R 1 R A R
J&, JE A sl i 25 F A AT DL ORI
RADR . V29206 hiEm, ooAs J DR i 3
PR, FEAE W] DA e sl 3o 42 B 88 1) K 8. Luo
LU ok BE PR 0 A R I mi RN A-433 75 1 i
21 0 72 R R 1 2 I TR B, AL AR IR
PRASHEAT SN P CRAGINE 2B B0AIE, Tt AL
ARG R bR A miRNA-433 (1) Kk 22 5, R
JEAESGC-7901H 4 YemiRN A-433[Fmimics X 41
LA KR, BT miRN A-433 78 9 & 2k
R AR AL TE T g, S-E a%-2'- AU
1¥(5-aza-2'-deoxycytidine, 5-Aza-CdR), —FIDNA
FILHE AL B(DNA methyltransferase, DNMT)#lI
T, P SR R B, RIS B S BT
Xtk vy FF A 1) 098 266 DR BT Rk R TA 1
B10 B T miRN A-433 i1 i 5 3 1 X 3R A74ECp G
By, 0T R H T H 240 i S8R TN B, W
45 7SGC-7901 H i 41 i R 5-Aza-CARALHE, W 5¢
miRNA-43331571k, FRZEmIRNA-4337E B
AL NI B

1 #RRTE

1.1 A R e v R K2 [R5 2 Bt ff )
R B2 Bt 1 A RS TR R 430 bR A
(2010-08/2011-09)F W AFFT xS %, o 55284,
L5, FUE28-74%, FHFERSS5.2% . T R
B AR R AT RYT, bR A TE 4 21 )5 B
1°-80 ‘CUKAH, WM R AL 41 #kSGC-7901,
GES-1 0 He b Bb K 25 [R) 5 B 2 B B e 1 0 P
Wt I JE e A RE S8 % R AT R ZF I, 16405557
FL¥90 H Hyclone A #]; Opti-MEME; 773 lipo-
fectamin' 200004 [ Invitrogen’/A l; 5-& J%-2-Mi
AT sigma/a F$R AL, TRIZoLAH, W4 5% .
qRT-PCRi& &) HTAKARA$Z{}E; microRNA
mimicsflneagtive controlll H/) ML LW 4
F]; microRNAG W) K N2 U654 HH i 1t 4 1t S
ACIRES A

1.2 7

1.2.1 B EArA P 5% of 2 FPCREM miRNA-433
&k (HRNAFEAL. # TRIzoli Ui W] e br
AH ERNA, DEPC/KXRN AT R, H ok

Wi £ E
Luo% 4% i 5+ HiE
£miRNA-433
A5 AEKE
FRhELEE
2, i iR
ik, it % 4
3B A7 ) 40 e &
K, ¥, k.
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WA ¥ A 5 SR HHIEE260 nmAI280 nm FWEOGEE (A)H, LA
ALK E xR

A, *FmiRNA-433
o9 &R B s R %
AT T 4T,
EARXBIET
miRNA-43345 &%
FEArEAER, NE
WL AE 6 f
i# 7T miRNA-433
KA TR 5 R
JEeg R .

B R BER N AR RN 211 (2)miRNA-433
75 AR AR (R AR, A S0 E U6 5 DA
TERNEZ I, 5195051 3 Z22% SCIk[3]. H
P pgiRNAmiRNA-433 RT Primer 2
pL, U6 RT Primer 2 pL, 5X PrimerScript”Buffer
4 pL, PrimerScript® RT Enzyme Mix [ 1 uL, 4%
FINATERNABGAZEKENE 2220 nLIAR. WE
S 4AT A 42 °C 60 min, 70 °C 10 min. [/
S5 J5-80 CLRAF. ARG LA20 nLAA RPEAT L)
SERPCR, AR AH5: SYBR"Primix Ex Tag™ I
(2X)10 pL, microRNA-433 Forward Primer(10
pmol/L)1 pL, microRNA-433 Reverse Primer(10
umol/L)1 uL, RTF*#J(cDNA)2 uL, KB 71K
6 pL. SN S E K 95 CHARE: 30 s; 95 °C
APE: 10 s, 60 ‘CiBK: 20 s, 70 ‘CHEfH: 10 s, fiF
450K, S EPCRIFF Applied Biosystems
75008 %, FEANFEM B3R AL, RIEREFLIE
551 21 B AL I 28 173 (R 0 A 44 A CHfiE, BAU6
AN, A ik, BN = 272 RoR iR
FHmiRNA-433 A6 1IE 2R RIE 558, DEIFA
ACt= (CtmiRNA-433'CtU6)HEF %'(CtmiRNA-433'CtU6)IEﬁ~
1.2.2 i3 i & 7 EALL A R A miR-
NA-433 (k694 m: (1)1 MR35, A1
SGC-7901 41 MUk AE37 CoKHPRIE & 5, A
4 mL 164055775 J5 PRE 1 000 r/minf.05 min,
7 135, M5 mL 16408597 3L H0R, AR IEM
i, BF37°C. 50 mL/L COB5 746, IEH
B E R 40 M B GE S- 1R I [) b A 7] (1) 25
PREEFR, ()R I 9 1 0 R 40 i RGES-117]
SGC-790141 fimiRNA-433 [\ iL 2% 5. BUEK
SEOHAN A, R T efLET IR b, AR LRI
5X10°A41 i, 24 hai fa B2 K 5, PBSYEY
23, TRIZoIAFEHURDNA, 1% 5% i HEAT S
SEHEPCR, R & 2 A R0k 72 5% (3) 40 Mu 3%
FET 1AL . 6FLAR A FLFIAEO0.5 X 10741
Ji, BikESA, RFA3ANRAL, AT CilAiEE I
4 hJa, 7 EREALT A0, 1. 5. 10 pmol/L
5-Aza-CdR, BITEXT B2 23 50 I\ 45 = DMSO,
B B IR I RN gy, 5 dJE i e
PCRIZIMmicroRNA-433 (1 &Lk, (4) 54
miRNA-433 mimicsXfSGC-790140 g & A K 11
R, FQLATL d, 4R kA, 6L EEFLFN4
X 10 g gn i, JLie3 4L, Wi, A,

YA, B3N AL. 1250 pLAS S I i B 7 ik
Opti-MEMAi B mimics F1BH X B, % & S min. 4%

n MiRNA-433RES PE

ezl 0.236
=] 28 0.654+0.219
T 15 0.558+0.138

DiEE 0.842
[Slnysd 26 0.621+0.160
[riaiid 17 0.625+0.249

FHS 0.582
<60 24 0.605 +0.156
> 60 19 0.645 + 0.241

TNMOHR 0.024
Il 29 0.701 +0.180
I, v 14 0.460+0.115

Ja FH250 LA I3 15 72 3 Opti-MEMA RS pL
lipofectamin™2000, # # #& Ji & IR0 5 20 min,
TRE WA SR AN M5 5577 55 Opti-MEM
1.5 mL 64LiR Y, 6 hjG s i IR bk, e ge)a
36 h, FrofLIREE TR, PBSUER—IR, Bl
T2 min, R0 AR R R K, SRk B0
Erp B, HUS X 10%-10 X 104N i, 5.0
#3195 uL Annexin V-FITCZ: 45 &,
IS pL Annexin V-FITC, 325 45). &I
520 min, &/0FF FIE, A Annexin V-FITC4;
190 uL, JIA10 pLAAL P E G (3, VKR TR
B, AL

Beit AR SPSS19.048 v -0, Ab B K4,
S H A Plmean £ SDE IR, R Wilcoxon 5
FRAS G (B0 1F 55 2 AN iR 4H), Mann-Whitney U
Kr g (240) MK ruskal-Wallis AR 56:(2 41)HE1T 48
AR B, P<0.0SEA ST 4 X, P<0.001 B A
BEGE LR

2 BR

2.1 miRNA-433 /2 B & L 8 B o5 3 S 4080
19 £k FELAUGH N Z BT OL T, [R5 g ik
SR EH A EU R, miRNA-433 &k E 7
S A R BRI, HRIE RN = 2 NE R
0.623+0.197, A LAILAF, miRNA-4337E /i 41
JH I 7 ) gk 2 B S AR X BV (1 I A 40
HAEED). IF B A BImiRNA-4337ETNM S 1)
[, IAHLETI. VIR B3 s R, RfAgit
R (P =0.035).

22 E BAEE AL AGES-1FSGC-7901F
miRNA-433 %34 % F SGC-7901 1 ff)miRNA-433
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15 - 20 T X
K I A1 B iEmi-
* RNA-433 85 7 45,
T eSS XF- 2
g 1.0 T s E‘E} Lo+ JA Ao A AL
) ° w - AT T O, A
i = . W kA T ¥t 8
% Eg% 1.0 | T ﬁ%%ﬁ%'f,‘ﬂﬁ&
05 ¥
s z
o
o 205
0.0 ‘ !
=t FEss AR
0.0
B 1 BrEREANAEEEAARSEIPMIRNA-433FRIENE. i 5 N 4

120 -

100 L
80 |-
60 -

40 |-

miRNA—433 FKiKZ (%)

20

0

GES-1 SGC-7901

2 GES-TARZARSGC-7901 SEMIBAMIRNA-433FK

[Pk B A, AN T 1E 5 B R4 i RGES-1
N T 72.7%, 2SR E(P<0.05, K2).

2.3 5-R&-2-MAMF B AT miRNA-433 4 F
L A SGC-7901 % &k 9% h [A R HEAT
AP PSGC-7901 40 MuAH L, H4H i £ X miR-
NA-433 [ T Ffi 45 5- A za-C dR 588 i i 48 i,
0 umol/L41 41.00+0.08, 1 pmol/L4 K1.16+
0.03, 5 pumol/L4141.2840.06, 10 umol/L41 %
1.57+0.06, Kruskal-Wallis HF 3625 747 W B 4
TR P =0.016, K3).

2.4 3 Zmimicsit ASGC-7901 /5 %I 4m e, 8 =64 3%
vy FEYL S SEHR AN TN, MimicsZH
T2, 1551)24.4% £ 1.1%, HEBH XTI ZH 4 3.2%
+1.0%, 1IEH M H2.5%+1.0%. HFmimics
AL AP AL, Fevt2% 22 5 0] 2.(P<0.05), [T
o} i [R] 1 i 216 B2 22 5 (P>0.05, [E14).

3L

O BREZ 7T R, —%%microRNAs
5N 00 i Jgd 1 5 v A H ILTREL Y . B
HAEEAE I FImiRNAs, Ha5 R sk
O N U I vl O w1 et

www. wjgnet.com

3 AR5-Aza-CARMBESGC-79014MiB/EmIiRNA-433E
Eﬁiﬁ%ﬂ'ﬂﬂi@ 1: 0 pmol/L 5—Aza—CdR; 2: 1 pmol/L
5—Aza—CdR; 3: 5 umol/L 5—Aza—CdR; 4: JnA10 pmol/L
5—Aza—CdR.

Mo ik e b, ARk, W ToE g, SRl T
il 96 00 R £ 7 A R TR (1 A R R TR0 i)
i, EP bk 40 M 1 1t R I miR N A-151
miRNA-168 35 NI E 8, 7 e o,
miRNA-513 1, 758 40 i A= G fi ik ik
7 5 A2 IpRa 2[Rl , miRN A& IA B,
AU AR I, 75 BT A 2 P miRNA
FIERAETW, Hrpeeg b FH R 7R E
T AL, XEEmiRNATE 5 R H T
B S AT 52 1 h REP Y. 61, miRNA-
34b. miRNA-34c7t B Al H 3+ CpGiy &
Az e FE AR AT 5 AR R 0A, T 1 i N e
HEIRA I IS NI, miRNAs
Jed 3 DX R Ak 2 B I R AL 2 —.

FEASEIG R, 1 8 6 I AR AR AN FH Real-
time RT-PCRAFZANL I T 43451k A Jofr 8 71 b ge
S5 1E W 2 miRN A-433 [R50, 45 5 R I
AHECTEH (0 R, IR /- miRNA-4331K)
RIEW AR, 272 A g% X (P<0.05), 5
Luo5M i 70 4 FAH 3 I HLIa i i A9 1
I3HT, KRBImicroRNA-4337ZETNMZ: 13, 430
1, 23IAHEL, 1 0 96 9 051 P 20 1 AF S 5L 191995 481
BAR, HATGE %25 7(P<0.05). HUeda% "1
WL RHA R, 2 T4 B P miRNA-433
TNUR AL, AR SO YR A S-S
A=-2- i A A I BR R B miRN A-433 1) 1 i
A RSGC-7901 1 /E Fl — BEWS 1) Je, FF- 23 Al
miRNA-433 KL & BH A, I Hidd serf
JEFPCRINTTE, WESE TAEMA T 5-52%-2- 4
M5, SGC-7901H [microRNA-433 {1 K IE R
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TR RBREFRAET R
K HFARIE.
<10° Z10° t
o o
102 102 [..
0 : 37, " 4.7% 0 "8 i a 3.4%
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Il BT

TR, FARIMZG At B 2S5 =
X (P<0.05). HILMEHEAIED] T microRNA-4337ij i
JAE) T CpG iy AL /2 T2 T microRNA-4337%:
B N AT REALEZ . O T microRNAIK
VEFIMLA, Luo®E ™t HuEseHn] LLEE & 5
KR 52 k456 B 1 2(growth factor receptor-
bound protein 2, GRB2), il FLAH1ER X, Mifiid
JURE 2 ST 2 H 1 NG o8 SN D < I X A <3 i
SEPUE SR G R B2 A 3 A4 ) 7L 41 Mo A= Kot
PP AR . A TE K miRNA-433 ¥ mimics
FeRRISGC-7901 41 R, & T miRNA-433
71 B g R rh Rk 2 S5, i A P 3
STAARFEAT 5, KM mimicsZHAH b 2= A AT
PEXTRRAH, A T2 B, 2R BA g0
B X (P<0.05).

M2, RRFFIER] T microRNA-4334H L
B SSH, B mAZ P HREZ T,
L 2 [R) Bhgg 43 J0TAH OC. il i S e P C R[]
PEUEY] T microRNA-433)3 2 T H S AR 3L R i
Ll AW B AR, it % dimimics, i
A LA A KL JH T, UEW] T microRNA-433
BA— 5 AL UE . PR, dad 254 i
miRNA-433 5 8l F AR v] RE B $E ) 76
7 B AL AL
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Abstract

AIM: To evaluate the significance of combined
detection of HIF-1a, TXB2, 6-keto-PGF1la and
HA in the diagnosis of hepatic microcirculatory
disturbance in patients with chronic hepatitis B
(CHB).

METHODS: In total, 275 patients with CHB and

15 normal volunteer were included. The ultra-
structure of the liver was observed by transmis-
sion electron microscopy (TEM). HIF-1a expres-
sion in liver biopsies was detected by immuno-
histochemistry. Plasma levels of TXB2 and 6-keto-
PGFla were determined by chemiluminescence,
and serum HA levels was measured by RIA.

RESULTS: As the pathological changes of the
liver were aggravated, erythrocyte aggregation,
stenosis and blockage of sinus hepaticas, collagen
fiber deposition, and basal membrane formation
became worsened, the strength and range of ex-
pression of HIF-1o. was enhanced, the levels of
serum HA and plasma TXB2 were raised gradu-
ally, and plasma levels of 6-keto-PGFla slightly
declined.

CONCLUSION: Combined detection of HIF-1q,
TXB2, 6-keto-PGFla and HA can help accurately
diagnose hepatic microcirculatory disturbance
in patients with CHB.

Key Words: Chronic hepatitis B; Hypoxia-inducible
factor; Microcirculatory disturbance; Sinusoidal en-
dothelial cells

Fan XM, Ding TL, Dai XF, Yu L, Ma Y. Significance of
combined detection of HIF-1a, TXB2, 6-keto-PGFla
and HA in the diagnosis of hepatic microcirculatory
disturbance in patients with chronic hepatitis B. Shijie
Huaren Xiaohua Zazhi 2012; 20(19): 1732-1736

D

BaY: #1214 TR £ (chronic hepatitis B,
CHB) AT IR AE 2R 55 0T, BRA-Hem A B 5
P - (hypoxia-inducible factor, HIF)-1lot. fzAbt
% (thromboxan, TX)B2. 6-BA-A7 | i ZFlo(6-
Keto-PGF1o) % 3% 7 /i B2 (hyaluronic acid, HA)
9l AR = L.

Fik: 27561 CHB & & I 40 2 A7 A B 1L AT F )
HAF, B oT g BN R A, 156 B R
SR R B AR RARAE . R S B AL LT
@ o BT E e B M T AL, AL Z bk
Ml fn A HA, S 595 A f 2 TXB2 A=
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6-Keto-PGFla, %0228 40L 5 kAR LAT 5 &
HeAf A F 49 HIF-1a.

R M ACHBIML R E &, wisT A
ElREANLmBRE, WEREFRRERR, K
K o R AF Y iR AR B R IR TY ik, 51 3G
% . HIF-10 e P 2022 W 0 £ ik 1% JE o 6 B 12
#rAm kK, HA. TXB2i&# E4F, 6-Keto-PGFla,
BETR.

#51%: HIF-la. TXB2. 6-Keto-PGFla%HA
B T A AR M R B IR AR R T AR L.

KR B ZEFR, RESSE T, BIEHE
8 FFSE MR 4E Rl

SoFHE, TR, KN, TR, B5. HIF-1a. TXB2. 6-Keto-
PGF1aA0HABXSIENFEC HBATAT R PEIS A2 =Y. tH
SRUE N SHILZYE 2012; 20(19): 1732-1736
http://www.wjgnet.com/1009-3079/20/1732.asp

0 55

Mk 2T (chronic hepatitis B, CHB)/IF
PE BT Rs E — 20 I d L i, oA ek
(A o=y N I I (= Wi N R TR ZN R A AR
HEAE L LA H T4 TSR G0h A4S A A
bR P WE DA A B v R R B2, AL B TR e e 22, T
AN BEAE A S ST A B AR 05 e o R B R AT
21 2827 R O 52 ] e i 2H ZRURD 2% B ) A0 B
ARE, AH H T 0 o SR T 3 AL JH S
ST AR A R S BB AL, DRk, ACBIF e aa i
375 5 PEUBE S JH A B R T SE IR S5 A AR 4k, R
T4 ey b T P O 2 5 A A TG P B i, 40
2R PR 22 7 1L A W 2H 2R s AR R L, () IR0
2215 5 B T (hypoxia-inducible factor, HIF)-
1o /ECHBIH 123 (1 3k K sE i, FFAS I A
I3/ 3% W 7t 2 (hyaluronic acid, HA). Il 3 If 44
%E(thromboxan, TX)B2 X 6-Hi-7i 51| if 2= F1ou(6-
Keto-PGFla) 5 FFH L LREE MR R, Wit
HIF-lo. HA. TXB2}:6-Keto-PGF 1ok £l
7ECHBFF R HOIE BA Bfig v ()12 W s 3

1 #RRT5E

1.1 ## 2008-07/2010-103% H 0¥ I CHB &
F27561, F19261, L83, Fik18-62%/, 11y
EWS34.8% . iFRE1-20%F, SFI1144E. BT &
20004 H AR PR 2% 25 % Juips 15 2 2E HUi 2% 2y 43
JH 3 2 o e BB BT 1“0 BRI R B ¥R 7
7 MARHEN. IR HERR A AN I A 2 4R K RS
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(2t e . oy B S8 IE 5 N Bk it A St HE
HIF-1a i $i A\ BB diiAl B 35 E Santa cruze
MR A F) (5245 sc-13515); B A s 4 41
th2#EliVision™ plusifiil &I H s M FrE
HAR A E G 5405 KIT-9901/9902/9903). 37 ]
TR A2 I GRS M 22 AR ) 4R A BR
N, TXB2 K 6-Keto-PGF 1o Sk 7710 A Ik 58
W IR AR A BR 2 A
12 7%
1.2.1 CHB%-28: ML EME L5 K, % JHH
RAE RFELTYEARLSE, #2750ICHB & 4
N34: CHBALJZ8145], CHBH 96/, CHBH )%
9845, /3 HARHES A AR T gu I S o (i
) R RRAER
1.2.2 ARARE AT FHLBUGARARAE,
HHA 165 FHERER, BES|S NI F4IZ],
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EE; B: BT
KRR C: 12
T2 EE; D: BA
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| FARE A
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CHBEE 98  236.83+31.49 261.38+24.51

78.55 + 12.56°
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et B b, I 58 4 U7 T /N R B A
Y I R] 1 PR, N T 4 3 ET 5% L S A B AN )
ST . HA S — e 36 20, b ) s gn i &
. AR HAR AR A T, 72 bR d i
HA, 90% T-HF Sy 2 4 "™, SECIlL 321k

www. wjgnet.com

HA%ZE &, DA IR i) 7 Lo HATEA. B4
JLFTHA 32 25 AR TR g AR oy, i b 1R W
PRI 3 ff AR, 2 I, SECKTHA R HEIURN
I RARIE DI REZ 101, HAJG BRIk, & s HA
ACETEE, IS HA A] fERf 3 5 S E C IR 52
PATREE . AR BT X A2 8 o il Nk 14
B R TR — i B A S i A AT 4 AR A o
NI AE S e . SLAEY) 2930 min,
TR A o I TE I TX B2, /513 2% (PGI2)
J2 F UL AR PN 2 00 i 5 SRR TP — i /s
TR A R 5 i A 1) A s e i, LR )
WWIZ3 s, WA A l6-Keto-PGF 1o 7542 HE
RETF, M AP TX A2RIPGI2HK JE L A7) ik
THOPHPRAS, DMRFEHLA R IR FE e . VF
2 PR 2 s s PR . O RS R
WAz K AMG AT S BT X A2FTP G121 2% 4 1y
TR AR A, A R AR e A T R A
WFoT &5 AR, M TX A2 = TXB2
SRIE. PGLR2IWACH " #16-Keto-PGF 1o i
FAAIS, Wi FHFZH 2L N TX A4 WA 384 2 FIP G255 ik
WD, PRI N TX A2 FIPGI2 i 2k 1. HIF-1
SEAERRAECIRES R e P P 8 P IR A 2 s DL,
I AFAE TS AT N IR FLEh W R0 AR
A LA s Z RO, BAT 2R AR RN, TE
V22 i SR P 08 P 5 B L RE v 41 A A T A
HE HIF-1f o BHIRPEIE, HIF-1B W 3E4E
g0 M R RS RIA, IMTHIF-100 2 7E R 128 5 B
Wiz - IR KR 52 R . DRI, AR TE
VLRI BT 1R 4t v i AR DU AN 21 00 T R ) 2
k. CHBIAHZ i e petty, ‘S BT 2HZR
125 LA B v 43 210 A2 408 10 AT HE IR AE0IR A,
UE B, o MV 35 1) g o 400 o, 9 PSR FH A i 4 21
A2 10 T3 A TR

AHFFEL I, CHBH 325 A A0 45 JH- 52 9 210
M IRER . TS (] BRUK SR A TR . SRR
FECTE Fl R T 52 P9 2 40 P v Lk /D B0 2, IS
JH- 2R 23450403 (R R B — 35 HE 529 A 3 U 32 1M

lon TXB2. 6-Ke-
to-PGF1o & HA B
& #m £ CHB AT
R A% A8 2R 12 A%
A& L, EH
FRFIBTEM
NE IR ik A T
W ZH, 5N
B R A RAFH
i, LRtk
HERERE, BA
BAK, 5K 5P
IR R R TFE.



1736 ISSN 1009-3079 (print) ISSN 2219-2859 (online) tHFULNBFE 201287888 222086 51957
WA 5 WS R A BT, T S BT ARER. 15 BBAL 5OCF. BRI A AT S i (LA s
A XA B AR § T Ik 5 s 2011; 27: 154-156
KTmgonn  AEHEAGRIOETRASEIARNCHD 1 i sin i e BT
HEROIE A IR, HAL TXB2E R 6-Keto- SEMMEE R, 1R LAk 2009; 17

L : s 3101-3108
Z%:fﬁf;f fé HA. TXB2# T, 6-Keto-PGFlafy il WF5E. ISR S 2008; 11: 518-519
IATFE S 2T Y MERy % VAL P R bixl}
S CY I N L BPESIR VY I S e S iy
ST R SCRMBEE IO A, TXB2, e o
) ’ P . , , FBANES, FEDT, MRELE, Es, ek &
6-Keto-PGFloty ML RAFALATHIF-1a 7Rk FE e B ORI R L B
T JSEXT2 W CHB T IS0 P B A £ B S B A7 T FHIEPRRE . TR R EAARIEAR) 2009; 29:
S 1 i 2 Y P / S A A B 148-150
L e B e e
HRAGSE R, 5 B8 (1 I S0 A8 AR 1Y HIETXB,, 6-Keto-PGFlaffiliE. HiEEsb
A RE 5 g b 2 fiZ 2002; 27: 314-315
WO, HSRAAFERA R, AR, KE o e 0 i, mmmss
g s al IR, (A I R — e . M TXB2AT6-K-PGF12A O 2. Rl
2009; 18: 24-25
4 BEH 22 IR, BRBEAK. CEAMER S5 S IR TNFa,
Z TXB2 N PGIAEAiSLERIFE. BIP5YMARGE 2005; 7:
HIRE SRR S F ERRESY 2 TR 448-450
2. R RBIE HE. PEIERZYE 2000; 8: 23 Shannon AM, Bouchier-Hayes DJ, Condron CM,
324-329 Toomey D. Tumour hypoxia, chemotherapeutic re-
2 FERAR T BEehk. dunt ARTAEHIRREE, 2004: sistance and hypoxia-related therapies. Cancer Treat
203 Rev 2003; 29: 297-307
3 Rt D, BESCE, XIEE. FFNIERAZ S 2% 24 Blancher C, Harris AL. The molecular basis of the
TR RIS, SRR N H AR 1999; 7: 831-836 hypoxia response pathway: tumour hypoxia as
4 URE, BOCE, D5, MG, TR, IR b a therapy target. Cancer Metastasis Rev 1998; 17:
FERAT-BLS CAUAF AT MBS A, AR 187-194
b2 2001; 9: 751-754 25  Adams JM, Difazio LT, Rolandelli RH, Lujan J]J,
5 TR, MR, RS D5, R, Ry M Haské G, Csoka B, Selmeczy Z, Németh ZH. HIF-1:
R LR M AR AR A FAUSEM. SEHIBR A% a key mediator in hypoxia. Acta Physiol Hung 2009;
45 2006; 22: 2495-2497 96: 19-28
6 XMEERE, %%, D5, BMECHRIFRITHSNINE N 26 Lei L, Mason S, Liu D, Huang Y, Marks C, Hickey
A5 ST H SRR ARSE T 5. R REEREE24 2003; 5: R, Jovin IS, Pypaert M, Johnson RS, Giordano FJ.
79 Hypoxia-inducible factor-dependent degeneration,
7 5R/NTR, TREY. FREAL TE I IS A SHspsifyoe A&. failure, and malignant transformation of the heart
LLPHEE R4k 2004; 35: 410-413 in the absence of the von Hippel-Lindau protein.
8  IMIE, Wdl. CRUNFARBEVITERIT N E R 2E5) Mol Cell Biol 2008; 28: 3790-3803
A ES. HEHFZR2S 2005; 23: 173-175 27  Weidemann A, Klanke B, Wagner M, Volk T, Wil-
9 XURZIE. BRI R 2556 R T IR T B R A lam C, Wiesener MS, Eckardt KU, Warnecke C.
BN, FRPHEE S AR A4 2008; 18: 321-323 Hypoxia, via stabilization of the hypoxia-inducible
10 BF, 50K, D5, BEEIE, SN, Tk, IR24 factor HIF-1alpha, is a direct and sufficient stimulus
{ERG M CRYF RN E R AT EIER]. SR for brain-type natriuretic peptide induction. Bio-
e 2012; 15: 14-17 chem ] 2008; 409: 233-242
11 BRCE, PRA, B9, i CRFEETERRAML 28 Zhao HX, Wang XL, Wang YH, Wu Y, Li XY, Lv XP,
HHE N R AR R & O ST AR S AR Zhao ZQ, Zhao RR, Liu HR. Attenuation of myocar-
R A HFE AT 2000; 8: 1426-1427 dial injury by postconditioning: role of hypoxia induc-
12 Chevallier M, Guerret S, Chossegros P, Gerard F, ible factor-lalpha. Basic Res Cardiol 2010; 105: 109-118
Grimaud JA. A histological semiquantitative scor- 29  Malhotra R, Tyson DW, Rosevear HM, Brosius FC.
ing system for evaluation of hepatic fibrosis in Hypoxia-inducible factor-lalpha is a critical media-
needle liver biopsy specimens: comparison with tor of hypoxia induced apoptosis in cardiac H9c2
morphometric studies. Hepatology 1994; 20: 349-355 and kidney epithelial HK-2 cells. BMC Cardiovasc
13 IPerll, FEFSEL, VR, BREE, BB IRITSINZ Disord 2008; 8: 9
L R IR R A G RER L OROUEHL. 1L 30 Chen SM, Li YG, Zhang HX, Zhang GH, Long JR,
TREZG RS 2010; 34: 11-13 Tan CJ, Wang DM, Fang XY, Mai RQ. Hypoxia-
14 BRI TR, B, TRk, =750, e S Ek inducible factor-lalpha induces the coronary col-

T AN O TR R T DB TR R S R 24 S .
IR SR 2% 2009; 25: 62-65

laterals for coronary artery disease. Coron Artery Dis
2008; 19: 173-179

YokE R w4 LT

www. wjgnet.com



R EARMLRL®
wcjd@wijgnet.com

(44

TR
Jaishideng®

RN SHIL VS 201282788H; 20(19): 1737-1741
ISSN 1009-3079 (print) ISSN 2219-2859 (online)

s AT % CLINICAL RESEARCH

miR—1557F BT 2H A J& A B9 3] 3% K X+ B a8 2 R 1 58 A1) 32 i

BRI, £ 1, =23 E

IR, B, ZHE, A XFE _WEERMNEH &
B 330006

S, BIFEEEIN, E2MEBCARFGIPBIDRAIEHAR.
1EE R IWERBPESIT, IFRIEBREERIERT
%, BB DRSNS ZIRETW,; MEXSIEBHESIN S5
UETON.

BIRSEE: SRS, BUEEEEND, 330006, STIREEMRE1
S, BEARFE_WEERAPEBRL. hubingling18@163.com
E313: 0791-86292596

RS EER: 2012-04-08 BOEHA: 2012-05-12

ESHE: 2012-06-01 A& HEREED: 2012-07-08

Expression of miR-155 in
primary hepatocellular
carcinoma and its effect on
tumor cell proliferation

Rong-Huan Hu, Jing Cai, Qiong-Yu Lan

Rong-Huan Hu, Jing Cai, Qiong-Yu Lan, Department of
Oncology, the Second Affiliated Hospital of Nanchang Uni-
versity, Nanchang 330006, Jiangxi Province, China
Correspondence to: Rong-Huan Hu, Associate Chief
Physician, Department of Oncology, the Second Affiliated
Hospital of Nanchang University, 1 Minde Road, Nanchang
330006, Jiangxi Province, China. hubingling1 8@163.com
Received: 2012-04-08 Revised: 2012-05-12

Accepted: 2012-06-01  Published online: 2012-07-08

Abstract

AIM: To detect the expression of microRNA 155
(miR-155) in hepatocellular carcinoma and to
analyze its influence on tumor cell proliferation
and apoptosis.

METHODS: The expression of miR-155 in 42
cases of primary liver cancer and matched
tumor-adjacent normal tissue was detected by
quantitative PCR. The expression of miR-155 in
hepatocellular carcinoma cell lines HepG2 and
SMMC7721 was inhibited using a miR-155-spe-
cific antisense oligonucleotide (ASO-miR-155),
and cell proliferation and early apoptosis were
then determined by MTT assay and flow cytom-
etry, respectively.

RESULTS: The positive rate of miR-155 expres-
sion was significantly higher in hepatocellular
carcinoma (52%) than in tumor-adjacent tissue
(P < 0.05). After ASO-miR-155 was transfected

www. wjgnet.com

into HepG2 and SMMC7721 cells using Lipo-
fectamine, the expression of miR-155 was signifi-
cantly reduced. MiR155 knockdown significantly
inhibited growth and promoted early apoptosis
of HepG2 and SMMC7721 cells.

CONCLUSION: MiR-155 is overexpressed in
hepatocellular carcinoma. Inhibition of miR-155
expression could inhibit growth and induce ear-
ly apoptosis of hepatocellular carcinoma cells.
MiR-155 may become a new target for the treat-
ment of liver cancer.

Key Words: Primary hepatocellular carcinoma;
MiR-155; Proliferation; Apoptosis
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hepatocellular carcinoma and its effect on tumor cell
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J & P T 41 o 35 (hepatocellular carcinoma, HCC)
ARRE R B HRCR a1 )
PR 2 — U R AR X B W VAT
FERANW A, (R 0 TS T 3R 22, o i
ek 1K) 5L 002 W A SR o7 H AT R il B R S
MicroRNAs(miRNAs) & T4 R I — K B
LYRH22 ML IR 1) S FE ARG 5/ 7> TRNA, il
ok 5 R DR 8 A BN 8 A AN 5 T o 4
DR e 38 i IR 07 b g & A R R ek 7R
T, miRNASZEH I3 R M/el i
BN E A Y TR IimiR-155
TEFLIE . EE . TR s A vk
HIk B, FEAE LAY AT D T R )
TR FT20 SR miR- 15576 T8 Hh 1 208 &
DR T AR WARTE, AW FHAT MmiR-1557%
JHg 2R b i) 2GR B, Il I e SR IR
BG4 41 R miR - 1551 IA, M EEmiR-155%]
JH-Jes 40 o 385 0 A0 TR e, DU R T 00
IR T BLRT 1 B LA,

1 #RIRSE

1.1 A4 W4E2009-04/2011-04 7 2 K275 it
J&& 1 Bt R AR AR B 14 J5 A P 20 2b
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B, 170, FUE35-72% . I bR AN & B2
Kt ifis, WO G SR A T R AE. TaqMan
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V-FITCH TRl 7 &0 5 B L gUE A | G
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1.2 7%
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THIE R BE, 70 ‘CLRAF % H, FmiR-155KA
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RN, 250 pWL&5 5 S rh i FE AN i, HX100 pl4d
WLE 15 mLI U H, BIAS L Annexin V/PI
110 mL 20 mg/LAYBULANE(PIZHK 1 mg/L),
ZEYEEGIE F 15 min, JIA400 pL PBS, Jit 041
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B 16
Iﬁ] R TEEPCRIGMIMIR-155FE AT R 255 A LR CPAYER —e— PR
= P00 i - LA
ml2y .
T —A— FEYLPBSY
A 14 - 3 HEYLPBSH
5h<ﬂﬂl = —<— ASO-miR—155%
12 b =08
® e 8
Z10} 1 1 S
i =
£ 08 | =04
&
£ 06 |
- 0.0 ‘ ‘ ‘
Z04 + 0 24 48 72
8 Y e/
202t
T 00 B 3 HEPASO-miR-15589AFE M HepG2FISMMC77218Y
) 1 ) 3 4 IBIBEST. A: HepG24HIfitl; B: SMMC77214fif.
Bz 1.4
K . N ,
ol P B LA 35 41 M 19 2 K TE 1 2.2 57:(P>0.05,
2.0 L | 403)
w10 ¢ 1 . . .
< o5 2.4 AR ARSI P ASO-miR-155/5 AT & 2
g LR = L R AN Hep G2 RISMMC772 1% Y
506 1 ASO-miR-155/548 h, 45 % & I 4 ASO-miR-155
5;]\[0-4 i A AX IR BENLGIRAL . YePBS4L 1
co2 | T I (P<0.05), T MM 1 W
200 SR, BN IRAL. BEUPBSYLY %41
s 1 2 3 4

B 2 SERRKESPCRMMHepG2RISMMC77214R18
thEEASO-miR-155/GmIiR-15509FRIA. A: HepG24firh
miR—155F84 FA :; B: SMMC772140)d miR — 155485
RE 1 S EHRTEEZ; 2: BEALA HEZE; 3: 55 4LPBSA; 4: ASO—
miR—1552H.

(P<0.05, E1).

2.2 ASO-miR-1553miR-155 %% #9 T 4L 40
ffiHepG2HISMMC7721 1 #44¢ASO-miR-155
48 h, SN2 E EPCRI I & B, miR-155(K%
AN B AL BRI (P<0.05), 125 FIX 2 . BlKL
X RZH S PBS A [R] TG B {22 57:(P>0.05, [E12).

2.3 ASO-miR-155%F IF i 2m fieL 2 K 49 3 4] VR
gL ASO-miR-155Ji5 [FFi 41 i A= K B S 12 T
MA(P<0.05), 11175 AT HRZE . BEALA A Je e
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i R LI AR 0 (P>0.05, 31, 2).

3 e

i R AP P FR) A R e s e R SR AR 41 e e
DRI 2R3 3L [R5 3L, LA ) () A ma LA o oK
FERTHAE. DR, BN Z DR, 24
KA, KRB RS2 Wb iC AR T T
B BAT B P AR R L, miRNAsS %
PEIIR S DIAROE, 2585 H AR mRNAS 11
3"ty A 2 ) DX S 45 5 R A e s U TR
2952% 42 miRN A s 2 i 5k PR AL T g AH DG KR
DRI p N e (A D24, R e mi RN A s ] B &
T8 b5 5 AT 97 1
UG 53 138 5252 miR-155 @ A7 T A e itk
21921, HB4IHU3E 5 7% (B-cell integration cluster,
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WA #H AL
ABER > T
miR-155 AT 9% &
BT A
ik, AR T Bk
miR-155 &34 & A
S 4m RO 0 3% 7 R
ATt

bzl I[EE/BiE RHAT IRHRAT RIT3E Einivi]

TENIRA 88.20 +4.43 3.95+0.46 5.95+0.47 1.90 +0.31
BRI IRA 82.18+6.25 4.82 £0.35 8.72 +0.62 4.28 +0.56
FEWPBSH 77.23+5.94 5.03+0.68 11.59 + 1.54 6.15+0.94
ASO-miR-15542 67.69+558 21.33+1.57° 7.63+1.43 3.35+0.55

*P<0.05.

baxc| EZE4iE RHAT IREIAT R IR Einyvi)

TENIRA 86.64 + 4.87 3.78+0.65 7.25+0.92 2.33+0.32
BRI 86.39 +5.29 4.25+0.77 8.09+1.34 1.27+0.34
EEWPBSH 83.28+3.76  4.37+0.52 9.27+1.18 3.08+0.39
ASO-miR-1656¢8 71.02+5.71 17.32+2.17° 8.37+1.75 3.29+0.56

°P<0.05.

BIC)HEDH 55341 tal - rmn JEE AR AT 1 DX Ja g g7,
AT R I, miR-15514F 22 il A A g o
SR, SRR A R KU % D)
5, BN A B NRNAY, ) 4k, KongZ5 PV
FUUESE, FLARE Hh ik R IE I miR-15518 L # k|
Y LAHER FH03(forkhead box protein 03, FOX03)%
IE, PRI TR AT S a, B AR FL R X 1k
72 BUKYE. GreitherZE P EST WoR, EIRE
ML miR-15511 338 75 W i, TR B s
ANE. Habbe 5P 7T Bow, MR 4 bR A
LR YRR, JLAH B R A miR-1557K - Rl)
HHTH , BARSRA D AR M Y b s py g Az v
miR-155FF w5 k. $7RmiR-155 ] 4 2 HLI i
P 1) F B R AR, (HmiR- 15576 i i
1k KA HRTIEANTE 2.

AT Se il L 5 & EPCR TagMan MGB
PREF V23 B T 424090 I 9 28 T R bs A% i 40
2R 0 N 5 L P miR-155 [ Rk, K
52%(22/42) M e B i A 2P miR-155%K 1A
W LiHP<0.05), KHmiR-155/R 1] GE %A
— AN IR BT 9 O BT bR i . 2 AR VS
miR-122 miR-192 1) ;¢ SCFEAZ 1T IR RE S W] i 417
N AR 26 W miRNAsHIF A, R4
XTmiRNAs ) &SRR 7] LA 230 HilmiR-
NAsRIE. B G AT s ST IR
e A BT AR T 41 g Hep G2 FISMMC7721 1
miR-155%1&, RIHLEY] B T, [FNRA]
M TTIEERIN % BlHep G2 RHISMMC7721 i

0 M 1) A A 52 B e Ja AT 9t A i
AKX J ASO-miR- 15571 i 40 a8 717 Dl kAT
ONHT, SRR B miR-155 % 5, 400 1) 5
IR T B SR .

S, miR-1557E i o bk Xk, 25
R 9 40 P PR S B T AR E T, miR-1554R n)
RERRCA — N8 ) JFF e 98 T A e, by o R TR
YETT SRALE HE AL (HmiR- 15538 i W L 4 I [
AR JFF o 20 i P 184 5 S FLAA I L AT A7 A 2
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Abstract

Gastroesophageal reflux disease (GERD) that
does not respond to treatment with proton
pump inhibitors (PPIs) is widely accepted as
refractory GERD, and it is one of the most stub-
born digestive system diseases. In recent years,
great efforts have been made to develop various
diagnostic options for refractory GERD and to
explore its pathogenesis. This article will review
recent advances in diagnostic options and patho-
genesis of refractory GERD.

Key Words: Gastroesophageal reflux disease; Pro-
ton pump inhibitors; Diagnostics; Pathogenesis

Song HW, Zhu LY. Advances in diagnostic options for
refractory gastroesophageal reflux disease. Shijie Huaren
Xiaohua Zazhi 2012; 20(19): 1742-1746

BE
x%FHEIERF R IPH H (proton pump

inhibitors, PPIs)& /7 7~ B &4 B % KRR
(gastroesophageal reflux disease, GERD)#R 4 X
B R R R RUAA, AR S AT AL R AR R
P R AN E GG T R —. IR AR S
RFEIER S BT ERFRAR, AR
ZIE W K IANE]. A Eh R E NN A XS
MGERD® 4 B 7 %, KRG BAD XA R L5
REFNFA—tE,

KU RIEEERERNE RFENHRF; &
W, &L

R, REL. WoltErBRERMRZH D ANARGER. B
T ) EIZAE 2012; 20(19): 1742-1746
http://www.wjgnet.com/1009-3079/20/1742.asp

03I

B &% Uit dvi (gastroesophageal reflux disease,
GERD)F& 12 1 5 N A4 St im 5 | ke AN &
REOEARIEY, K W8 miapem 2 2. T
A7 (proton pump inhibitors, PPIs)ii i 411k
T IR B A R T LI PRI AT ) NS i Tt A v 7R
(IPPIsYA YT W] LU S i P £ 8 4% (R IR 22 i %
FIA B RIB 385% . SR EH > S AR UELPPTs
TBYT IFFEE4-8 wkIK B TP, SOFUAER A IRFR 48
L, WA K EXPPIsIaIr AW AN Rk iG
PEE B8 RN, WX, BEINASEE—
For 2 CLBH A AL, ol IE R 6T % A
ORI eV HEGERDIW i W B A S5 & Sk —

[ S

1 AR

P T LML S ) £ I (a4,
GERDEE 22 [P F B, 55 ok 5 LI S A5 1
SRR B 4, JLRPIE B0 N AN R R
RO, HASE E A SR A DR
HiE R, INFAIPPIsiATT RIMIGERD &, 1%k
TEAT P BEAS 252 5 R I PAC 12 W it 2. i 32 44
(1 — T 7, Lk v 1 GERD F 3 (PPIsTR YT
RO FIABESZ PR TIRTT 1) BRI PE IR 5 35 1)
PSRRI, 45 B BR R AL B
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B RSCL W 5 T AR TEGERDAL(55.2% vs
40.7%, P<0.05), J5 B 08 [RIFE AR 2 AR VBT 415
F T HEEYEGERDZ(30.8% vs 6.7%, P<0.05).
PG TA A il I P A ok 12 W R e
A SRR BE AN 7800 1. MERHEGERD I #E1E
A A B A 1 RS R U, RN —
SO Ay B T AR BE R A R
(nonerosive reflux disease, NERD); JR [z — &%
ZAPPIsiATT 5, Rl FHi0i13 216 @, Poh!
MR FUIE R B, F R bRE R I PPIsZ 5,
BT B M B A A LR A 2 v (] LUIA 3
75%-95%), 1M HLAEE T 1R ¥6 @A 1 A0 0 Bl A i
RIS, AT SCRAEE K 2 & CEDZK
() S E & R (AL LAY P, I 4EAT 25
P W I3 W B W GERD R BT 82, IF 5
W PN BT LG, I T GER DS W R AH B,
(O (B R Py ARSI T Y B KT A D e, HL
i Z 1530 A B K RS I I PR e st JEAE IR IR T
I FANE w455 DA

2 REBRRSNE
TP AT R R 1 A UK AR I A 2L
KZWIGERD A H B/ FVE VAL —. 5Ly
b, JL T GERD & (1 & B R 2 tH I 4l
M lE] B9 K (dilated intercellular spaces, DIS), DIS
PO A ZE . PR IS &
B RGO 1 G N A5 A7 O, OB BUEAT 2 KR
T R I 53 5 AR IR K AL R i R
FEARBELAPEGERD A, JL AT ML ) B 25
A AL AR (K245, 1 H., DISTEGERDl:
BREIR AR P AR o R A LR VE D, AT S
()7 R T 42 4 J T Bt b, i 0T RS A 1)
2 R IR B2 4%, 8 AR I T A5
3 S AR AR N ORI, T EANE . Arm-
strongZ R I, DISTE itk & 48 b 1) i B %
TCAE = T-AEBE L PEGERD. H & H BT M AN fEff 2,
DISEZ & &8 RN HIET.

A 3T A 22 R AOUATE SR CL 5 B e 4t
JH 38 A L L SROIR S A R A i R R 4O 3 A4 i
F R AE A GERD YRR 5 1t A REURR P (R B2
WARAED ", B BT A (3 4 A o S R 4
HAR AT R RN, L TP 2 IURIE S 4 R R I AT
AT Ao] —Flfig BRAR AL IR 45 & GERDIWRF e fE R
. Caviglia"¥E T — A HEESE, LUX 2
GERD & FON A s, HSH M Tl ) LA
2197%, AH L FH PE I I 4 46%.
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PR B BB v 4R P 7E AR BE R P GER DR
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AT IWF T B RLE AN &2 LB 2 B DIS 5 RO
PEWIR AR R, RN DISHETCAEIR B b th &
L B30%M R I, W IFRFE S SR B e
TR . v U R s
UIIeh L. Ravelli% ! RF 7 T R 595 1 k(40
mg/d)3 mo/DISHI A1, 92.1%H) i # DISH
K, RERIYIE@P<0.001). SR, HAbAT ST K
WU IT £ PPIsIA YT JG IR AT 1 2K . fECalabreses
U T, B e R R I M B T
4 wk, @I PPIsIHIT G, F25%-29%(1 4
A0 IR BRI T IE .

X PPISHRATL I AE VA PE AR B P GERD (8 5 2%
FREEAEAE M LAY B DTS, HAth f2 37 140 T g
& FEDISHERFFLLAEAE M SR PR, — TS 56 i
ORI, 45290 )4 B B RN T A 5 IR R I
ST, o3 RO N fr e E I 4
IR, A W HER . AR (IR ARITEEZ 2
() St ml DL BDIS, 1 H., 8 SE ¥ 4
T, BEFMRREETANRYSSRA LT,
#4s P EDIS. X R J7 2 AIRERA T DAL v
FRERAE SO PO H B B A, ity EL3ze v
A2t BRI 25 I A 4R, DISIH% 5:/EH
A RE B R AR AN TR I,

3 REpHERN

B p HAR 00 1) — A e i L el 2 VAl D22
L PPIsIATT IMEIE TEGERD HUE (K5 1, Kl
TEAE RAE RIE IR 2 75 A7 A BRAM I R 578 B sl At
5 GERDAMH I AL,

52 15 B Wi 2 2 e 0 T80 8 St il 1)
By U R B S T 34N G T AEPPIsIA YT IR
() B p HLAE 00 PR 8 s WL 5 45180 (1) IEAE#E3Z
PPIs(1IK/d)iATT I 4R AR A R p R B
I e IR T (QMFIPPIsQ /) # H
PR P ™ (2 TR R B ) p HAH I
MEZHRAIG; (3) LA ST 2 0 8 12 Y A8 B
e T AR AMEIR O T )

A AN IS IUAE B 2 PPIsTR YT (R HE 1R 1
SO R L i I N p HAE LA K&
5 3 A A5 0 (1 I A 18 1 7 AR R R T L)
W7 5 5T 2R IR AR AN 56 4. T R 40 WA ¢ AN
564 W5 2y AR HURANG 24 ) = B H A

AT B A 5

JE2 o s s e A
P GERD® A 7L
F, BMEH TR
HLXE 08 RO
BEERERLTH
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B ot VA BB R
P 8 IR B A AE VA
B Wi AR, W
WA R Ry K5
PPIsi& /7 s R 49
A % M IE R BN,
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K /AR APPIs
X4 M GERD & %
B T5% e Bk
224 e pHAL Y
it A2 ok LA
& B % A (NAB),
BLEANABAR 7T it
R IR K IR —
NELZRE.

AR 2B S 2Rk R BT R SO
SRR 2 P AEANE, X AR /- GERD
B RIPPIsIR YT AN I — Pl RERE. ZAEIReR
BRAAER HH DU A BT 1 355 . B < 2 1]
MoRARN, BRI Zgin] AL T % pH
DN B iy L, R S AR AT BEAE LI
pHAR I AP R BEROR I, TR 34 R I AROR
2y r A 5% PR T 2 BH L PR S A A A U] H B,
T4 H— AN R B 45 SR

FAPE F) B A p HARL R 285 RO F AN e 5 2 HERR
JI HIP P s 8 (AW AE IR S Ut IR AT g dpeils— L2
AR B p A I AT 7 A B T 6 H I AEAR
ZE5 I A RINPPIsiATT 5 & (K 22 57 4R 41 T nT g
A LT 5 2 TR 25 8 SE KA W TORUE W4 d
() p HAE A I X 2 I P PIsHR BT & 1R S it
THOLIIHE.

FEH R p HAIF T, B p HAGI A AR — fB
PORCEAE R P IR ANIL S 5 em (K47 E. 1N
X WO BN T B 1k HUAR A A A I A A
RN . AR, Bl (Y — SR, 1R
B R AE B R 1 N BUR A AEBRIRAT IR
R AR DL R Gy HEARAE  p HIE TR 5T
R X BB AT RESE tHPPIsIT A7 kBT
7 R RO AR 1 A UL IE A DA
PPIshr#E RIS Y7 N GERDARIR K RF A7 7R A
U S R X R B S A A IR AR DA R
ARSI, 19 22 SR = IR AT

4 RFRANBIFIHIE

FAT UL GER DA (1 1835 72X b #E I PP Ts
ARG AR A IS O, i 2t
Witk h 7. 1R 2 GERD & B A W AR LU
I A R A ¢ 2 SRR TR, PPIsIRYY
A A TR R B e . B
STREIR ) R FF AT 30 d, AR AT
R 7 AN A A PPIsIAY 7 ik 5. %)
IRk Z W, FTREA G KM E L iR
JY R VYT FIIARIPPIsI RIS ¢, (HRIE 2
FAPEG R A BEAFFRGERDII AT AE, & 1R AT g
i 2 SN 4 T (R

5 REMBEMN-pHESEN

PPIsifiyy K FFEE K SR i Af S M GER DR
RAT g th TR IR B R M S . {EpH
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K2 H S FAF LR YE, 5558 kv S

7E N PP Is & (1% 5 B -p HIEBE T,
AT DL IR St 2 9, AR [ I 25 A A R 4k
(48 5 59 R VE N AW SO AERR A6 ¥7 3
], s AR i o T o R RE IR,
A7 Se Al A 5 024 hFH BT -p HAS 04 K AT
FORIMAMEVAEGERD R, 518 S A R HAEIR
1 7%-28%, 5 5918 SOAT K IREIR d730%-40%,
5 R RIIEIR 1730%-60%"",

Tl — TSR, EEXE 3903 EGERD AR
5y MIAE IR FHPPIsQ K /A) I il R AT 24 Wi
A BT HAE W5 M (M IT-p H) FIAS B I PP Is PR 155 1
TR B NpHE M. 7EPPISYRYT T, BT
A EE N EEREENNE EIIEEIRE, 64%
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Abstract

Irritable bowel syndrome (IBS) is a common
functional gastrointestinal disorder character-
ized by abdominal pain/discomfort and changes
in bowel habit. The global prevalence of IBS is
2%-15%. The etiology and pathogenesis of IBS
are still unclear. It is currently believed that a
variety of factors, such as abnormal gastrointes-
tinal motility, visceral hypersensitivity, infection
and inflammation, neuro-endocrine maladjust-
ment, mental or psychological causes, and food
allergy, may contribute to the development of
IBS. The “neuro-immuno-endocrine network”
hypothesis has been proposed in recent years

www. wjgnet.com

to explain the pathogenesis of IBS. Mast cells
in the digestive tract play an important role in
the pathogenesis of IBS. In this article, we will
review the recent advances in understanding the
role of mast cells plays in the pathogenesis of
IBS.

Key Words: Irritable bowel syndrome; Mast cells;
Pathogenesis
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& Bl 30 4h) F) o9 #F
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O AN R P S R S ] PSR A G U g
WEPEA TR IZ AR, MC 78 4 28 Fil 5 B HL T
2[R S 2 L VA I A A FE 28R RN EE I
BB, AR REZ IR AENEN . 5
FRE B I RN -I Pl oG R . i v sk
Y. B Eh LAY TR, IBSIE 4
MCsi 2, 4 M i S0Rr B w38, 518 S &3
O TR SRR A OEP) Rk, XIMCsTEIBS
HRR N T i S A5 0 g T,

1 BN SR KBRS aNEI 555k
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Abstract

Procedure for prolapse and hemorrhoids (PPH)
is a new surgical technique that was developed
based on the modern concept of internal hem-
orrhoids. It has gained wide acceptance as the
treatment of choice for grade Il and IV internal
hemorrhoids, because of less postoperative pain
and faster return to normal activities. Here we
perform a systematic review on the recent ad-
vances in PPH for grade IIl and IV internal hem-
orrhoids.

Key Words: Procedure for prolapse and hemor-
rhoids; Internal hemorrhoids; Efficacy
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Abstract

Functional constipation is a common and fre-
quently-occurring disease whose etiology and
pathogenesis are still not very clear. Experimental
studies using animal models of cathartic colon
have shown abnormalities in ultrastructural
plexus of enteric nervous system (ENS), expres-
sion of multiple receptors, and interstitial cells of
Cajal (ICC). Currently, there has been no consen-
sus reached yet with regard to the mechanisms
underlying the regulatory effect of acupuncture
therapy on functional constipation, and the inter-
action among different regulatory mechanisms is
not examined in depth. Future research should
address this issue to better understand how acu-
puncture exerts therapeutic effects against func-
tional constipation.

Key Words: Functional constipation; Enteric nerv-
ous system; Interstitial cells of Cajal
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Abstract

AIM: To investigate the effect of corticotrophin-
releasing factor (CRF) on the expression of toll-
like receptor 4 (TLR4) in human intestinal epi-
thelial cell line HT-29.

METHODS: HT-29 cells were divided into eight
groups: non-treated group, LPS group (treated
with 20 ug/L LPS for 24 h), CRF group (treated
with 20 pg/L CREF for 24 h), LPS plus CRF group
(pretreated with 20 pg/L CRF for 12 h and then
treated with 20 pg/L LPS for 12 h), Astressin 2B
plus CRF group (pretreated with 20 pg/L As-
tressin 2B for 12 h and then treated with 20 pg/L
CRF), Antalarmin plus CRF group (pretreated
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with 20 pg/L Antalarmin for 12 h and then
treated with 20 ug/L CRF), Astressin 2B plus LPS
group (pretreated with 20 ng/L Astressin 2B for
12 h and then treated with 20 ug/L LPS), and An-
talarmin plus LPS group (pretreated with 20 pg/
L Antalarmin for 12 h and then treated with 20
pg/L LPS). The expression of TLR4 mRNA and
protein was detected by reverse transcription-
polymerase chain reaction (RT-PCR) and Western
blotting, respectively. The secretion of interleu-
kin-8 in the culture supernatants was determined
by enzyme-linked immunosorbent assay (ELISA).

RESULTS: CRF could induce the expression
of TLR4 in HT-29 cells and result in increased
interleukin-8 secretion (P < 0.05). CRFR2 antago-
nist Astressin 2B inhibited the expression of LR4
(P <0.05, CRF+LPS group vs CRF group), while
CRF1 antagonist Antalarmin had no signifi-
cant effect on the expression of TLR4 (P > 0.05,
CRF+LPS group vs CRF group).

CONCLUSION: The induction of TLR4 expres-
sion by CRF in human intestinal epithelial cells
is mediated by the CRF2 receptor.

Key Words: Corticotrophin-releasing factor; Toll-like
receptor; Intestinal epithelial cells

Yang L, Zheng PY, Liu ZQ. Activation of TLR4 by CRF
in human intestinal epithelial cells is mediated by the
CRF2 receptor. Shijie Huaren Xiaohua Zazhi 2012; 20(19):
1763-1767
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AAE KR A
HE.

CRF+LPS+AntalarminZl(CRF 5 Antalarmin
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(P<0.05, CRF+LPS#H vs CRF4R).
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RO JREIFANTE R, 9T 2R CRF A3 ELR
A P TLRAZETE, 11 Tollkf: 32 {4 4(toll-like recep-
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1.1 A4 HT-2940 Bkl B o B R B 40 fu 2,
CRFI HSigma’yw); LPSIH H SigmaA @; #dt
ANTolld5z 4k % vi FE BRI H Santa Cruz/A wl; B
W S AR ) E TSI g G, bt A B-actin
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24 h), CRF+LPSHIFA(FECRF 20 ng/LH#
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BRFIFRER. A: TLR4 mRNA; B: TLR4E . 1: XHIEZH;
2: LPSZH; 3: CRF4H; 4: CRF+LPSZH; 5: CRF+AntalarminZH;
6: CRF+LPS+AntalarminZH.
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Abstract

AIM: To study the relationship between ex-
pression of P-glycoprotein (PgP), thymidine
phosphorylase (TP), glutathione S-transferase-n
(GST-r), and multidrug resistance-associated
protein (MRP) and response to chemotherapy in
patients with esophageal cancer.

METHODS: Fifty-eight patients gastroscopically
and pathologically diagnosed with esophageal
cancer were included in this study. Esophageal
cancer samples collected from these patients
were used to detect the expression of PgP, TP,
GST-n, and MRP by immunohistochemistry. All
the patients underwent neoadjuvant chemother-

apy with double-platinum regimen. Response
to chemotherapy and expression of PgP, TP,
GST-r, and MRP was analyzed.

RESULTS: PgP-positive particles were distrib-
uted in the membrane and cytoplasm, TP-posi-
tive particles in the cytoplasm and nucleus, GST-
n-positive particles in the cytoplasm, and MRP-
positive particles in the cytoplasm. The positive
rates of PgP, TP, GST-r, and MRP expression in
esophageal cancer were 41.37%, 32.76%, 20.69%
and 37.93%, respectively. Compared to patients
not responding to chemotherapy, the positive
rates of PgP, GSH and MRP expression were sig-
nificantly lower and that of TP was significantly
higher in patients having response to chemo-
therapy.

CONCLUSION: Low expression of PgP, GST-r,
and MRP and high expression of TP are condu-
cive to chemotherapy in patients with esopha-
geal cancer.

Key Words: Immunohistochemistry; P-glycoprotein;
Thymidine phosphorylase; Glutathione S-transferas-
e-wr; Multidrug resistance-associated protein; Chem-
otherapy

Li M, Zhang CH, Zhang YX. Correlation between PgP, TP,
GST-n and MRP expression and response to chemotherapy
in patients with esophageal cancer. Shijie Huaren Xiaohua
Zazhi 2012;20(19): 1768-1772
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BBY: #m 24 5 40 48 F P-4 & & (P-glycopro-
tein, PgP). 3% B2 A% B2 AL B (thymidine phosp-
horylase, TP). &-BtH Ak-S-#:45 B m(glutathio-
ne S-transferase n, GST-n). % ZhatzhAa %
& @ (multidrug resistance-associated protein,
MRP) £ XM L, 3T L5 R E AL ST Skt
k%,
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PgP. TP. GST-n. MRPE & Kik £ %49 % .

LR PePla B A4 A THLEFa i 2, TPA
PR 5 A T 40 SRR 3 A= iz, GST-nla MR
B TR, MRPM B 5 T HLIE Fo
Jo, R LA B S LA P AR A A — W A
R FES R AL1.37%. 32.76% 20.69%
F237.93%. 1LF7 A 2040 B F B AL Baksn &
FANE, B F LR FPgP. GSHA=MRP#)
re bRk FAK, TPrAM AR R &, WAZ A
B EME ST

it BEEm L PPgP. TP. GST-n. MRP
HARE— W RLE; PgP. GST-n. MRP& X
FAKTM TP AL & &, LT 7897 0 2R ST

KB B P-REER; M H ERBERR LB
BREH K -S-HBEr 2 2T X ED,; T

=08, HAHE, KKE. PgP. TP. GST-n. MRPEEBEAR
PERRRDUITERAR. WRENBIAE  2012; 20(19):
1768-1772
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A, M EEmAL A P-PE & 1(P-glycoprotein,
PgP). M5 R W fL ¥ (thymidine phosphorylase,
TP). &Mt HIK-S-## Min(glutathione S-trans-
ferase n, GST-m). % 241 Z5AH5% & 1 (multidrug
resistance-associated protein, MRP)HE{ 7 5, W %%
HRILAED S ST IR A&,

1 RS

1.1 A 584 HL 12002-20054F £F 3k [5e A g #%
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B, SFIIERES52.4% +£10.9%, BT & IRIT R
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ek, B AR R BTPeP . BT ATP
Hog YA GST-nZ sl k. MRP1H T
FEbuis. SPIAAIE. Bl AIAPES. W (a 7]
DABI A AL Rt L AE B ARG R A+ 4by7
YT %, HARR 2520 CBP 300 mg/(m’-d),
d1 iv; DDP 25 mg/(mz-d), d2-5 iv; 5-Fu 500 mg/
(m’d), d1-5 iv. 21 dg 1, 25024 5 3.
1.2 77 i PR e i I IR AR A 2 i K .
AT, R4 umiE SR8 1, F I
(0 BT o AL S 25 Qe (L (S PV, DA SN
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L OG22 W AE400 15 T BEHL T 254N i A5 R 1)
FEdn, DAL, K. bRl — 2
B ORE Ok BH M, L P g PBH R 43 AT T
Ji 2% 5 R €2, TP H A OR3-S R/ s
1% AR, GST-reBH MUK 23 A 1 i 2 % A%
LR (0 B T (0, MR PRH I Uk 20 A T i
SR . R L 0 o A TR S AR, /)
BHAE 40 P K5 L 20 R 42e: 120+ FHPE 4N e <25%,
220 (+) BH 4N P 25%-49%, 32K (+++) BH 11 41 i
50%-74%, 4 (++++)FHTEA 1>75%, 453 2
P BEBEITXUE 32 7 H € . 97 R0 2 WHO
ST R W5 BT PEAN AR AR HEREAT PR s T Ak
I3 N TEREAE(CR) #r & f#(PR). FaE(SD)
DA S i3k g (PD); I KA 20 CRAPR; I K32 7 4
CR+PR+SD.

Beit#FiE N HISPSS17.048 AT Ab
HL, R HECR - R 5, K5k HEa = 0.058K,
0.01, P<0.05F Ak W42 [\] 1 22 S A7 2 35 1k
P<0.01IA K P12 18] ) 2 5 A A S 5

2 R

2.1 &ML FPgP. TP, GST-n. MRP# &
K S8 E AR A AT S ML A G
Ky, PgPRH I JURL 73 A T OB 3R, ik
h124/58(41.37%); T PBHPERURL 43 A -1 40 Jfd o 2
FIfRZ, SARP O R URER Gt wR PR
90K 2 A0 T R R I I 2R, FERIA
H19/58(32.76%); G'S T-mt bt FkL 70 A - M2,
HLRIL K H12/58(20.69%); MR PRH SR /) A1
T, FLERIE % 22/80(37.93%) (K 1).

2.2 &% % FPgP. TP. GST-n. MRP# & itk
IT 7 B X R OSSR FAE 2T R4 ol S
3 wkiFAT ST T RO, JLrh R R (R R R
SR> i) AT 41, AR HT70.69%(41/58);
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1 PgP, TP, GST-n, MRPDBIFER ER4HLRDIHIBA. BEMEZRIKISP x 200). A: PgPRHME; B: PgPRHYE; C: TPEAM:; D: TPRHME:; E:

GST—nBHM:; F: GST—rfHM:; G: MRPFHM:; H: MRPRHYE.

TG fRE 1T (TR SR, 529.31%. 43t
BN B FH TN B F AL PP TP,

GSH. MRP{EIENHL: PePLEA 4l b (5e4:
SR K oy R A1 B ) B BH PR R Ik
26.83%(11/41), LETCR (B SR 17
) £ ) () BH 1 R I % 4 76.47%(13/17), PIZA[A]
ZE AT B P<0.01); TPAEAT AL MBHYE R L
HA43.90%(18/41), EJCHA (R B PE Rk 2
45.88%(1/17), PIALIAI 2 A W & 1 (P<0.01);

GST-ndEA7 R I B I & T8 %60 7.32%(3/41), 1E
JERAL I BH P R IA 260 52.94%(9/17), 4L
7] 22 547 B M (P<0.01); MRPAEAT 4L 1K FH
PR F H24.39%(10/41), 75 TE 80410 1y BH
FIEFNT0.59%(12/17), WA 2 347 Bk
(P<0.01, £1).

3 e
M4 78RR E ™, 90% 14k I 5 W RITIR 245 47 5%,
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phorylase, TP)E F#: 4k 4 1 1 iR M4 FDUMP, A 50 "
7 # B
I M R & M8 (thymidylate synthetase, TS), mx;}; Py éj
THATMP A S DNAK B, TR R 4. R R

BRA TRE

% n % n B AE
PoPIEItZRIA 26.83 11 76.47 13 12.21 <0.01
TPIBMZRA 4390 18 588 1 7.89 <0.01
GST-nfBMZA 732 3 5294 9 1259 <0.01
MRPFBIHZIA 2439 10 7059 12 10.89 <0.01

iR (1 22 24T 24 2 8 R 40 PR P i 52 454 )
REAN AL HLRIAS [R] 1 22 B 24 40 ) 008 00 &, g
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e — MR E 24, &2 KR EATT G S
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BATDN RATIT 900607 B8 s i
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XSGR b S vT T R AT RO R A, )T
SR e 4 Bh VR F I R I — BT, BRIk, 7
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FERA IER.
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SIS 45 7R, MRPRIRIEXNEST mEeKR, &
BMRPIF I Zll sy, HoAGS 7 R NS, 7
HIMRPR R IL D, A7 8RBk
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Abstract

AIM: To investigate the feasibility of conducting
gastric examination with a magnetically guided
capsule endoscope.

METHODS: Fifty-five volunteers who under-
went gastric examination with a magnetically
guided capsule endoscope were included in this
study. All participants swallowed the capsule
endoscope, which was controlled by an external
magnetic field control device to reach various

www. wjgnet.com

sites of the esophagus and stomach.

RESULTS: Fifty-four volunteers completed the
endoscopic procedure, and the mean operating
time was 24.5 = 5.5 min. One volunteer prema-
turely ended the examination because his gastric
emptying was too fast and the capsule endo-
scope entered into the duodenum in five min-
utes. Of all the 55 volunteers, 45 were diagnosed
with superficial gastritis, 3 with superficial gas-
tritis with bile reflux, 1 with gastric antral tumor,
and 4 showed no abnormality. All volunteers
had no discomfort in the examination process.

CONCLUSION: Magnetically guided capsule
endoscopy is effective and safe in conducting
gastric examination.

Key Words: Magnetically guided capsule endosco-
py; External magnetic field control device; Gastric
examination

Du F, Cao HQ, Yang TY, Deng GL. Gastric examination
with a magnetically guided capsule endoscope: An analysis
of 55 volunteers. Shijie Huaren Xiaohua Zazhi 2012; 20(19):
1773-1777
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Abstract

AIM: To investigate the expression of stomatin-
like protein 2 (SLP-2) in gastric adenocarcinoma
and to analyze its significance.

METHODS: The expression of SLP-2 mRNA and
protein was detected by RT-PCR in 40 cases and
by immunohistochemistry in 45 cases of human
gastric adenocarcinoma and adjacent tumor-free
tissue, respectively. The relationship between
SLP-2 expression and clinicopathologic char-
acteristics of gastric adenocarcinoma was then
analyzed.

RESULTS: The expression of SLP-2 mRNA and
protein in gastric adenocarcinoma was signifi-
cantly higher than that in adjacent tumor-free
tissue (68.9% vs 26.7%, 1.12 + 0.47 vs 0.63 £ 0.31,
both P < 0.01). SLP-2 expression in gastric ad-
enocarcinoma was associated with lymph node

metastasis and TNM stage (Xz = 5.32, 4.78, both
P < 0.05), but not with other clinicopathologic
characteristics (all P > 0.05).

CONCLUSION: The expression of SLP-2 is in-
creased in gastric adenocarcinoma. SLP-2 may
play important roles in the occurrence, develop-
ment and metastasis of gastric adenocarcinoma.

Key Words: Gastric adenocarcinoma; Stomatin-like
protein 2; TNM staging; Lymph node metastasis
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Abstract

AIM: To evaluate the quality of life (QOL) in pa-
tients with gastric cancer (GC) after surgery for
3 years with EORTC QLQ-C30 and QLQ-STO22.

METHODS: Ninety-six GC patients who under-
went gastrectomy 3 years ago and 90 healthy
subjects were recruited into the present study.
The mean age was 53.2 * 8.1 years for GC pa-
tients and 54.8 £ 7.9 years for healthy subjects,
and 88.5% of patients were diagnosed with
stage I GC. There were no differences in age
and gender between the two groups. QLQ-C30
and QLQ-STO22 were employed to evaluate the
QOL in these subjects.

RESULTS: The QLQ-C30 global QOL was
comparable between GC patients and healthy
subjects (60.1 £ 18.5 vs 58.3 + 17.2, P > 0.05). The
QOL with regard to cognitive functioning (71.0
1 11.4 vs 63.6 £ 12.8), emotional functioning (79.4
1 13.7 vs 71.2 £ 12.6) and fatigue (33.9 £ 10.6 vs
40.9 £ 11.3) of GC patients was superior to that
of healthy subjects (all P < 0.05). However, the
QOL with regard to nausea and vomiting (17.6
+ 10.4 vs 10.2 £ 8.7), financial difficulties (32.8
1 14.3 vs 10.1 * 8.6), reflux (19.4+14.3 vs 11.1+
14.7), eating restrictions (15.9 + 14.6 vs 10.2 £ 7.8)
and body image (30.8 + 16.5 vs 15.7 £ 10.2) was
inferior to those of healthy subjects. No marked
differences were observed in the scores of other
domains/items between the two groups.

CONCLUSION: The QOL of GC patients nearly
returns to normal level 3 years after surgery. The
QOL related to upper gastrointestinal symptoms
is significantly impaired in GC patients com-
pared to healthy subjects.

Key Words: Gastric cancer; Quality of life; Euro-
pean Organization for Research and Treatment of
Cancer Quality of Life C30; EORTC QLQ-ST022
stomach module
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Abstract

AIM: To explore the application of simulated
liver segments in medical teaching by compar-
ing them with corresponding ultrasonic images.

METHODS: Eight plasticine liver segments were
developed according to anatomical proportion to
make a model of the liver. The liver model was
cut in accordance with the intercostal scanning
angle. A man in a normal figure was scanned in
three sections (the sixth-eighth intercostal space).
The acquired ultrasonic images were compared
with the three sections of the simulated liver to
analyze the structure of the liver.

RESULTS: The intercostal sections of the simu-
lated liver were in good agreement with the ultra-
sonic images. Sections A and B of the simulated
liver showed SV, SVl and SVIl liver segments,
while ultrasonic sections a and b showed the he-
patic portal vein and the hepatic vein. The results
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showed that the part above the portal veinis SV,
below the hepatic vein is SVII, and between them
is SVII. Section C of the simulated liver showed SV,
SVI and SVI liver segments, while ultrasonic sec-
tion c showed the cross-section of the hepatic vein
and the hepatic portal vein. The results showed
that the part from the portal vein to the cross-
section of the hepatic vein is SV, the part from
the cross-section of the hepatic vein to the portal
vein is SVI, and the part below the cross-section
of the portal vein is SVIL.

CONCLUSION: Cutting the plasticine liver mod-
el can help better understand the liver segments
on the ultrasonic images, representing a good
method to learn ultrasonic intercostal sections.

Key Words: Hepatic segments; Ultrasonic image;
Teaching
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Abstract

AIM: To analyze the clinicopathological charac-
teristics, diagnosis and differential diagnosis of
bile duct adenoma (BDA) of the liver.

METHODS: Two cases of BDA of the liver were
reported. Their clinical data, pathologic features,
and immunophenotypes were analyzed. A re-
view of related literature was also performed.

RESULTS: Asymptomatic nodular masses of
the liver were revealed incidentally during a CT
scan in both cases. Grossly, the masses were de-
scribed as firm white lesions with well-defined
margins, but were not encapsulated. Histologi-
cally, the tumors were composed of round duc-
tal or irregular glandular structures and abun-
dant fibrous stroma. Those adenoid components
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showed no obvious dilatation and were lined
by columnar or cuboidal cells that have regular
nuclei and lack dysplasia. Immunohistochemi-
cally, the tumor cells were positive for epithelial
markers such as CK (pan), CK7 and E-cadherin.

CONCLUSION: BDA of the liver is a rare benigh
tumor with unique clinicopathological features. It
should be distinguished from some mimics such
as well-differentiated intrahepatic cholangiocarci-
noma (ICC) and Von Meyenburg’s complex.

Key Words: Liver neoplasms; Bile duct adenoma;
Clinicopathology; Immunohistochemistry; Differen-
tial diagnosis

Fang SG, Ma Q, Lin L, Li YQ, Zeng Y, Xiao HL. Analysis
of clinicopathological features of bile duct adenoma
of the liver. Shijie Huaren Xiaohua Zazhi 2012; 20(19):
1791-1795

i
B&Y: #8442 % B2 98 (bile duct adenoma, BDA)
0916 RIRER A L 5 R R4

Fiik: 26 FFEBD A 45 & Lk 547 2 ks
RFHAES T & 5 Ao f g R B AE.

LER: 2B 4 AT 3 A CTRAFME L E
PRI, BELNREIKR. AR 2Rk G
&, A, LARZE AL ARFE T
B 95 v 3K, [ SR AL 69 R B K SRR
SRR R MR, X IR LM T KRR R,
RATARR R 2 B, mfeiz [l maLn, 82
FARM. %R A g 2 RCK(pan). CK7&
E-cadherin& i& A,

B 2RI — AP T I R R R R 22
A B0 ROEAT AT G, B 5 & 4 ALRe B dn AR
% Von Meyenberg 4z &~/ 5 A8 %71,

XA FEBO, IR, VSRR St
%, BRI

h=m, B, W, 858, B8R, Bits. BERBIGRRIE
R HRENBAE 2012; 20(19): 1791-1795
http://www.wjgnet.com/1009-3079/20/1791.asp

L LR S

=% M7 (BDA)
K TR AR R
T, mAZERL. M
BB, SRR
SEAK, S s R R IR
M EANBDAR
Wa JR 97 32 4% A B
Z AR, SHAT 4a e
HE P I
HEGME RS
=i

W@ 58 A

R, B,
Rk BEA K F W
& = IR Re g A



1792

ISSN 1009-3079 (print) ISSN 2219-2859 (online)

R ) OBEAYE 201287888 55205 55198

WA %S 5

R I E B3 F26) I
BEBDA# I SR ¥
. mEMEF
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HAFEE, A
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B, FERTHE

I B2 Yy B R
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0 51

JIEH45 798 (bile duct adenoma, BDA)IEH F I, H
19464EBleyer! B IR HIA LK, I ARDILA Z 4R
TN AR AR IEAR A S A, 5
55N g s R B e AR VRV, W RS 2L 2
Wr(over-diagnosis) i S EIGIT L (excessive
medical treatment). A %L T 26IBDA, 43471
G IR GERE . T2 AR e b5 AH 2 27 IR
R G55 TR A2 W J 50002 .

1 #RRTSE

L1 A4 B W, 618, B “2MEEBmR” W
2. CTRARIA M 5 R BB LS 15, Hi
JE A A (BEITA), 2 18 v REdE K. JFFIE
JEAS . RRIBIC SR, N IR AR W B8 ok, I
AMIRGE TG e, Bk FFa ik B 3L 4y Sk
ATUF, JoBeos R A i . R LK B
Rk g, ABEEAT “ IR, IR D)
BRA” R WA SR e 5 T A
DIR853 B % B9 326 093 BEAS 7. A b ReoR s
i B W (AT ) Al i B JIR A R (— P
FIR) (R LS. 0812424). BEVi44 mo Ak WA 52
K. BF2, &, 398, 1120 SRR A

W, BRI Se i, CTHE Rk

+ =I5 A R A WL K NZ)2.6 emX 2.2 cm
MRS 45T R, s 48, W55 b Headb,
T3 1 s A B R . AP L —1.0 cm
X 0.8 em AR B X, Wik e nl oAk, S
REB). JEE . BFA . AMIESY TE I B A &
ook, FEEANE . K/NIES . RIS, 92
P LBE R s L. AN K, AL TR
JUEJBE i R LM Ok (&5, K. B sk

+ AR A S AR A, RS (D) RSk TS
¥ B TUR? 2)A R AT 3)IREELE ) &
T2011-09-0977 9 Sk 36 i B S 38 43 7 21 239
BRA. ARrA VRIS W (k)RR TE 4h a iR,
00 R 5 (JFF 26 ) REAE RiRRE. A Jis o BE 42 -
(DB 5 3 18] s (IS B ), (2) (22t
JIEAES 988 O3 B2 1112079). BE76 mo, Bk
2R

1.2 7 ik SEAbR A fr i W e DAY AL UM, PR
HAHY) SR Vo URF AR R R UM bR A
240 o/, HABIK, A, 4 pm/E
P, HEGs €0, JeBmigs. G 41214k 2% K F En-
Visionik. ik HiACK(pan). CK7. CK20.

HepPar-1. AFP. CEA. SAM. E-cadherin.

B 1 [BERBNEERE. A: DSARFAIEETEEER
FRMA IR, SRS T R); B CTORAFARIE NEEMERE

FERE (k).

P63, c-MycMKi-673) 8K EDAKOA Al 7= .
ERAE D B R Ul I AT, FIPBSAVE —
POAE 2 00 L BH P 40 1 25 5 A T ) e 4
>10%/ BV A A B . Ki-67 K% P63k fHvE, T4
P A 5 8 J 9

2 B8

2.1 EAE GILIRERA R K 1 AR Rt ZH 2818, K/
1.2 cm X 0.8 cm X 0.5 cm; FI2IEK ATV <
VI K VIEE, K/N5.0 cmX 11.0 em X 6.0 cm, Fpy
W—2EA R, /4.0 em X 3.0 cm X 3.0 cm,
IRETEA SR 1, o &5, SRS 28, oA
2.2 ke S5 IEE TSR R, Btk
INEIRERIRFEHES (BI2A), WK1 53 AT T 41 4k 1) )i
AR AR, B A TG, APk ER
PoRANYIE, Ge 7 AR, A0 DX AT D R A (]
2B). R4 AT 7 TR BB AR, KN 3
FERVEAN B, MR A, 20gY, SRS E. IR
TEBGIRTE, Geta iR g, o vl WAz =, K
WAL ZL(K12C). i v e DX I ) it A7 AN [ R
(2T LAk S OZ WAR 1, A1 08 1 2 40 B v, kb
PRI 41 0 [ 45t e sl e N (K12D). i & FEL 20
ZUR 08 J 245

2.3 SR RAL S 1 T Ao B 2 i i
& L CK(pan)(+)(EI2E). CK7(+). CK20(-)-
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B 2 EEREBOSHERIM. A: MR AR, R0 MRS SR ZEL 1, (FTTAT 4R 2 A Kbk L AR (HE x
100); B: KEHIEETY 5k, HUAERTERER) (HE x 200); C: R ICS, Hupimgss, Roill, #%(—BE (HE x 400); D: @Il
FRAFAIRFAINESS (73K) (HE X 200); E: S HEUEFoRIBE 2 CK7(+)(EnVision X 200); F: [f[H]FISMA (+)(EnVision X 200).

CDI10(+). P53(-). P63(-). C-myc(-)» CEA(-),
SAM(IH] JFi+)(KI2F), Ki-67292%(+); 1M1k ik
CD34(+++). CDI117(+++). SAM(-)~ S-100(-).
1512 535 I 45715 B 7R CK (pan)(+)« CD10(+/-)+
P53(-). CEA(-), HepPar-1(-). AFP(-).
E-cad(+). SAM([i]Jfi+), Cerb-B2(+), Ki-674]
3%(+).

3 111e

JOEL5 R 2 p 2K ALL /I ) JIEL A S O 5 A 8 b 4
J ) R B R S A R, LA, R
WHREIER, TRE¥EAAE., BHT AR
RO AR R B, L2 24 5 R W, A7 Nk
BDAJE —FPJFFTAS AL IR, & I b R e 45 3 A
FH AR ol S I P 338 A P AR, AT NN 2 B
P bR g, AR T BRI S AR T, BT
B G, HATAABDAT it I TR
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T 4 % F i
H— 2 H 8.

WRIB LT IR, —F R RIEFEEDS. A
G 2 IR A e 1 1) o AR B 2, 2 IR O IR
JUR T A8 oK S AN T, A AT R AR A LT R
Ft, HAEH RN S BT s, 37 IR AE i
LT BB AR AT BE S A0 NH A Il ) Rt L JULET 4 B
0 i 338 £ 33 17 [R) 5T 2T AEAL TR ke, B Y R ()
AR AN [F) A RER B

JIRAE BRIRE R T A 7R R (DIRAR D, —
M EA20.1-1.0 cm(CF3£10.58 cm)P); ()75 48 H A7
TR, 2L, DRE KR, W&
FEBRTE A, JoOBE (3)AE A AT LK B AR 1R /N
JEAE, BN TCHRY, WM R, (EE A K.
A R, EW R R T, R g
PE A0 SR (4)REAE AL BERE, MG AR IS AN
R AWk, A7 A A Sy, T AT
YEA LB 2 IR A, 8 A A,

R MR 5 B 5 R A S (1) a4k
JIE 40 B oA B A IR A R MR AR,
PERRAR T Qg K IR A8, BSCAR J DL T) J5T s B,
P78 7 BACA IR b e, i e i e 2, v
WAZ I3 %8, A R FLICRAEKRANIE N, AT
s, MAESME. & BE 4 RECEAR
IEFAYE. CDS6MIME™; MBDAIAM X, CEA%
EFIPE. CD56&IERIE; (2)Von MeyenbergZi &
fiE: ATV R R, A R R G U
V) JIELAE 558 45140 180 Je ek M s JNE, A 4 5 DR A A58 B
GRS SRS S 5 il s B AN G o T E K=
UL AR 2 HOR TN L, A8 T RHT
G, EH TS mo, B bfl2 o1, LUK
2 W, SRR /NCEA EAR0.5 em), 2K, B
AT A B S A AR T 1) 5T AT AN R ) s
[T () B S48, AT oK, 178 s 1 el
ST Bz, WTATERR bR A A TR R A AR
BOK, EIEAT K, AW R Q)HE ML
4iJ (biliary adenofibroma, BAF): 5BDAX & 3F
WY, S, DI s, L, b
I R I B IR RS, RN SR
G/, AR BT, A= R,
RS b e JRy s ) g HE B, mr L — s e A, A
WAZ Sy 28, )5 RE AT F & (2T 4 R4 I Rl 23 I
BRI, PR HCCE R AR L A e
1 (4) 0 HEIRI% (bile duct cystadenoma): iR
A U A R R PR A IS R, B
272, ARABATT I TE 38 2% B AR 24 AT AR AN TR
JIFL A 4 R B U T AN IR, b BRIOK, 2

WLy M e /NI . e KNGS, B R
. B A TSk RGBT EY), E A
[i) i S 2R 38 2 (1 o3 b MR AR B s Bz, T
DUARARGH . S Dl R ANAS—, AT R AR IR
s IK, A AW, SRR T, (H
AR, R RARZE. MBDARYE T A
BBV, BRE N, B AR, PR,
) 1k s A T A RS AL B R g kb, 45
I SR R I, W 2R, BRI, g
Mo S TR 2, By RS L. IR OIS,
JE sk, Ry Rk AN R I R LR e,
SCOCNE”, RGBT . SRR SR TR R AL 5
CAIRIE” . S LULFvillin, CDX2BHE,
(6) I [A] - AE AL TR W e 519 5 Jetfh i i
P MY, T R AE T2 LRI L, LtE2 0,
AFPH . M 2 4 sk Bk, FUH S S, bl
IR AR, B o 2 AN FE. B AL R
HEFZRELR B AR a2l 28 i S RE A R, H
ToHF/N- gk, IS5, F R 40 M AR, 04k
B, ToAZ 2 (T)JEUR PR PR A 5. ] R &
H AN SRR, nT LA, My
TgGA25 55 H 1] L2 I g A2 DUIF . AN
BRI PEEAT M 2 ROV A YRR 2 R
Pes Sy B BURRAE, NHAS 1 R R A AR
b, mT LR ECHL i AR, R T )00 [ R
AR DR, EIEPAE, WA ) I B 2R
R IR B AR S, U S S IR A
et [B) 5T S N BR AT 4E A IR A4S IR VR, fABDA
AR SRR, — B TGIRIARREIR, (8) 2 PERIR: i th
REJHE B (L) 28 44 B33 440 B R K 812 2 98 40 Pt 4 .
AR R S AR, 2R, A SR B A
B, ] WA SR Al . BRAEAS A ECE 1
NRER RS, — G EE T (MR G T
JbRg s Gn - RESE MR, 32T BN, PR
K, ek, EREMEAEK, A EREA,
R FEG LR G AY) . bR -TR R A
TR R i) P TR S5 N TR A s ] DR e A
AN L. o 20 24K 2% ks iR Al B R ) 434k,
ZRIECK(pan) M vimentin; (10)f Ryt &5 45 15
A RS R AR, MSEFEE, Witk
TSR, (ETC AL PRI £ 4 I ] 1) ]
K kb oy, AR IR B S ] el
BDA, {HAHZR2EZE 5y 2500 P A4 I/ NIRAE —
W LR T 38 A I 4l e &5 15V X, TBD A
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Abstract

AIM: To observe the clinical effects of a micro-
ecological preparation comprising Bacillus sub-
tilis and Enterococcus in the treatment of mild
and moderate ulcerative colitis.

METHODS: The clinical data for 139 patients
treated with mesalazine, alone or in combina-
tion with Bacillus subtilis plus Enterococcus vi-
able enteric-coated capsules during the past two
years in our hospital, were analyzed and com-
pared in terms of the time of clinical remission,
clinical remission rate, relapse-free time and re-
lapse rate.

RESULTS: There were statistical differences be-

tween the two groups in clinical remission rate,
relapse-free time and relapse rate (y° = 4.481, F =
3.435, X2 =4.757, all P < 0.05). There was no dif-
ference between the two groups in the time of
clinical remission (P > 0.05).

CONCLUSION: Combined use of Bacillus subti-
lis plus Enterococcus viable enteric-coated cap-
sules is associated with a higher clinical remis-
sion rate, longer relapse-free time, and a lower
relapse rate in the treatment of mild and moder-
ate active ulcerative colitis.

Key Words: Microecological preparation; Mesala-
zine; Ulcerative colitis

Liu H, Yao P. Treatment of ulcerative colitis with a
microecological preparation comprising Bacillus subtilis
and Enterococcus: An analysis of 58 cases. Shijie Huaren
Xiaohua Zazhi 2012; 20(19): 1796-1799
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BE): MRMASHASETE. BB
RERAMABEIREN B, PETBBRED X
(Ulcerative colitis, UC)#) 77 L.

Fik: KRR E R FAEIR LT 095, F
FUCHEF1396), Hkiu, By A £k
B USIASHETE .. MRBA B EAM
Ik E+E VAR E T AAS8A, LA TR K
FEpat ., SR, pHEMEE. LA
RF I @y £ 5, AT RBATRIT F 5T

R MIEFE. BRE KSR R ET
£ 3Rl £ Eoa, ML MR, Y%
HEmetiE, AL R, HERE. Bk
BB EA MR+ £ B Ak,
YeiFZ e, AR T EEFAATFE
SU(y* = 4.481, F = 3.435, y* = 4.757, ¥P<0.05);
RE MM, 2R A% FEL
(P>0.05).
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Bk 45 W 7% (Ulcerative colitis, UC) 344 -4 5+
PSS 9, J&— M H TR B R v A B i
[ LA AN 28 Ry 2 PR . 928 E R BR T K ik
JERIREE T 2, BRI MRS . #6
JHe L AGE R v B B, O T AT A S . 22,
WA Bk MRS O IRAE o3I, Jts
BREAE, 258 RS IERE. THRE T
HRIE 0 ZAEYE 97 (inflammatory bowel disease,
1B D)/ il B, 1 154E 193 0002 f U CICHRIR
W R I 1277 WK, kT IR IE 2 KB B
BIGETHHEN, H & EUCH 5 E2£11.6/107
AU HAT AT REBARAL . UCH A0 il 22 £E20-40
%, LB KN W 55 Lm0 W 22
g, IT SR B BUR AT s n. Rz i Aan
7 B A B . UCH R IR ML B i i
RGN, RERATIH I BoRsE R % |
NP N AR LR S RN N 7R R B
A2 N FE 2 IR REY. Hil, 23 KmR
IO PEUCHYIGIT N ik, S
P 22— ARG RWFS TR IE, UC
S T R S, i R SO AL A
LR, A A Re M KB R AN I 3 1 ) v
Ak, b BT Ji 20 R0 M6 18T T T G R A S
1 20 T 5 g T A A 2 ) £ S T R YR T
IBDIFI/E R, 7 i i 2 H a7 uc
(RT3, REERT B R DS 1R i e
PR 2 AL R 25

1 #RIRSE

1.1 A4 BT FE2009-01/2011-0641 B il
HREUCHRE 13941, FEIRRIANETE . Rl
Mg . BSJEE, o BHE AR
L, UCHIE W #42007-05 S AL 22 R 4>
BRI ) CFRE JE P i 12 va e R R
DY BEMLS kS 21 b IR AL 4. i 4l 25
THRERT B R S R s e SR b
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WRYATT, MRl 58I, T334, o244, k%
13-72%, V1445508 £14.43%, B EE3149, v
276, WFREAL: 4 T IV hiE IR, (e i 81451
 B4501, L36M, R 17-72%, F1444.48% +
15.36%, B JE3701, HEE44. HERR S sl i
UCHE, HERRMMIEZ I B, HERRX KRR
G, HERR U R S FLUE L. R AT A
JER O R PR s I B, By R BT B
M ANk IR IR B 250 mg/k 3
Y RIEZE RN, E RS SRV RIR SRR R
FFS: 500 mg/48.
12 7k
1.2.1 &7 IR H R TT Jeh TR hig
ORI g/IR, 4 R/, iR fash 11 g/ik, 21K/d.
IR AT R vA 7 FEml o RS B AT B . S ER
P DT R v e B2 R/, 3IK/d, =4 R IR,
WBITHT IR R UM B IRE L. K
SR, Myt C-RINEL A LA DhRE, il
BT B B A 9 FEAS A
1.2.2 97 2R 2 H R IMRRITE 2 EEEAN R,
45 W B K A ] DL Jip 0 e R A I L T A
BRRERAE R SR TE R ok 29097 5 I IRE
AR 5 A 1 BRI FAS 7 1) R LB (8 e
it hbPE FIHISPSS17.0% itk 1, i &
PR Fmean+ SDE /R, 4108 LK ek . W
PR R KR, R BCR R, A
5Kk o = 0.05, P<0.0545 G it 22 5%

2 B8

2.1 — A e g BALTERENE . RS
PEERREL EZE R g L (P>0.05, K1).
PRALBERHEME S R R ERERE B RS
TR X (FBP>0.05), 1T LUk #5419 RE 2
Bl AERS . REFERE LW RS, Ll —
AT 0T I HR.

2.2 WAL kAR KA. Bk
AT IS R i i B+ SR VD R 41 3L 58491,
Ik I R 22 fift ) 18] 4153.60 d410.09 d, ZEfiR%
82.76%, YUEFFZEMRIN]236.00 d+14.97 d, B &
H24.14%. FIPPIRAILR 14, PRIk I K2 #
i) 456.20 d£11.35 d, Z2ff%66.67% , 4iFF
RIS 1A]197.00 d£32.63 d, K F41.98%(F
2). MAZEMAR . SREFEZINERGHRITEENL
(P<0.05, 33, 4).
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1 B2

1A (AR A A%ED) [ISSN 1009-3079
(print), ISSN 2219-2859 (online), CN 14-1260/R]/2
— 3 [FAT PRSP AT JOGR B (open access, OA)I
AT QAL R I s A 1] 1) A% R ARSI L 5K B 2
RTFRICTEM, %R PDFAEA% 201423, )
SR T A% GE v 1T BELAS RE 22 BT 5 SR i A%
FRIGBERS. OASE— T IE R X A s Rl AL
WETH, . TEERLE R GG A H Fx,
B NHEREA R R .

(T AL ZE) A 68.000T, 434
2448.007C, MK ACS82-262, Hitth e AW de
B AR, (AR AT E) F TR
T E M cE . R 24 . BRAR 22 BTN
L ACAMRI S 2 22 B DS S SRR 5T R I R
SO AR RO EE, HARPN AR K B,
KA TEE A 4. Barret'stra . £ & ik ih gk
FEE S, B, B . o
% B EER . H . R A AR AT R
TS s, WigE . L. il
FHL. Wil & 0E(IIBD/CD4%). il &gy, K
Jees RN K i JI 8 25 5 T JIEL S0 995 9 23 M T 2%
Atk . HEWG AT BEEF4ifb. HFasd. HA
i~ PHYTACRL. BHBHPEBEE . FHE. AHEEE .
JOEAEP IR R ) A MK v R 55 BRI G, nnJR I 6 RN
Fo Mg 255 A S PRI SO R G, WA &
P R R RS . TS R AR
PRI A, AR DA b5 AH DG R 5 DR R A
1% TWEM KAy PV RS RAT
o PEE L IRIRNANERE W SR IT (g
Wiy B EIRE); BRUU RSN, ATIthRkiE L
Wik . BB Ak, AR SR,

(R AW 2 EY BE R R RS
LE (4kZE3CHE) (Chemical Abstracts, CA)«
i 2% (PR 2% SCH /1% 2% SCH% (EMBase/Excerpta
Medica, EM)) FI % W (T4 7% & (Abstract
Journal, AD) Wk, BN EFRE GG
A3 HT AT (BB A1 3 B R 18 3 4 TR
WD P20 TIZE H A ED) (20114FR)
WRMHE I AZ I o 22 R DR A T
FEAE-RCCSAUZ . #% O I TIHEAT 45 5 HR 7 )

b E A0 IR PR, (R E R T 5
EHE (R0 R)) G BoR, 20104 (HHSFAEN
WAL E) RS IHIK3 458K, N R 1-0.694,
ZEAVEIN 0 60.658, 43 A Ji AR5 49F4 1]
FIRIEESAL . SB7RE. ZB6AL, 43 HIALJE 1 998Fh
FERHSZ 1 3C 48 v U591 (o B RHE R 0 T T 1)
I FE32007 . H19047; HAbTEhR: Mo E
0.83, #5123 W14.9, KISk =712, SCHRIE H
#0.90, 2% k17 963, 15150 525.23, F
YIVE $14.35, HLIX 7r A %029, WK 4> 11 %349,
Fe 4 045, AME SCLH0.01.

1.2 22 B &V, AT, IR, M rts, 3C
BRZER, PR, IR, IR, il ZE.
SRR RRAPE . SEREVE . AT R S PE,
RO, SCERIZE, BT 5, SYEE, 2B HE.

2 BIREK
2.1 BARARAE ORGS0 IR R X AR HEGBT713
BB . IR XM F RIS
13X, GB6447 34 5N, GBT7143 %%
SCHRE SN, GB/T 3179Fh %4 A W T 4 HE
A A ISR () I ] o 2% 00 1) i 4 25 1
2> (International Committee of Medical Journal
Editors) il 7 1) (4B 22 W) T BER 1 98— 25K
(3i5h%)) (Uniform requirements for manuscripts
submitted to biomedical journals). W.: Ann Intern
Med 1997; 126: 36-47.
2.2 LA ARE NAREN, TS, )5t K
HZ R, w1 i N S 4 R4S
o AETRTRR, DAG B RIRR. B2 44 i L4 [
HRB L d 2 T A a A (B4
Wy CEYE A Y R D)
Qa2 PENERC L/ DENER QNN
HEAAWD)  CHMAYF A S (B
Z) RAVAUE, 214 LD (R N RILRTE 2
gy AN DA 2 R Bl i (i ATRTE)
T, 5l 24 it B ER e HE R RT 2, SR )
HEHERI 2544 QBT YRR 2y, 1 2 IR IR 2 2% 5%
S “am IR0 OB AL TR R AR S A TA
JH i s v T L I (RS — R 5 H AR K,
IALT, AST, mAb, WBC, RBC, Hb, T, P, R, BP,
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PU, GU, DU, ACTH, DNA, LD50, HBsAg, HCV
RNA, AFP, CEA, ECG, IgG, IgA, IgM, TCM,
RIA, ELISA, PCR, CT, MRIZ%. hil/bHEENAS 5%,
ANSCL BTRAASECT . A AR5 A ALERIFT BN
A4YL b B 2 44 1] R A DA R SR (DA
AR, BLHER H R TR, b Kistroke,
K #Mdfever; (2)H X N1 AR B SCA %
FH JE 98 4], 4 J\3%eight principal methods; (3)
Y T AT A B R R, DOE PR
i Blyin, Flyang, BB % lyinyangology, A
renzhong, S Jiqigong; B PFEEE LI A HLAT
35, tweixibao nizhuanwan( ' 40 i i 4% #,),
guizhitang(F:AL ). 185 N/NS.

2.3 L FH FERANPDEIERMES BT Mis.
PR S v, WURA S im, BRI VR Sip, 2 R VE
Stsc, W= S oy, Sk Itia, Hllkpo, #EH
ig. SR ANEE LS, ke Mg iKg, mLAAES
ML, lepm( 5y 1/min) <+ E%(f #8 %% ) +
60 = Bq, pHANAE SPHIP", H pylori ANGE'S B
HP, 7, NEEE Bitl/288 T, Vmax AN fEVmax, pAs
GRS u. FAERMA AN ST, FIARHMAR R,
LR T AN R A SR A, BHETE
MEFP SR Wy 1T R (Helicobacter pylori,
H.pylori), llex pubescens Hook, et Arn.var.glaber
Chang(fir 44 # ) KRG ER); WK, — 2L 400 224
SONFEA R, ) imean, brifE ZSD, FIGK, ¢
K56 FIRE 2P, AH G R Hr); 2% 44 T b B B
I JeE s et R 5 (N, o, P, S,
d, Niln-(normal, 1), N-(nitrogen, %), o-(ortho,
£8), O-(oxygen, %, 1A H), d-(dextro, £i
WE), p-(para, XI), fflWin-butyl acetate(li MR 15
T'HE8), N-methylacetanilide(V-F 3 Z B K 1%),
o-cresol(Zl 1 }), 3-O-methyl-adrenaline(3-O-
FL ' IR 2%), d-amphetamine(47 KE A A %),
/-dopa(AEJiE % (1), p-aminosalicylic acid(%] 2 3&
KGR, i 1 F KA Sin vitro, in vivo, in situ;
Ibid, et al, po, vs; FHN A BRI Y BE &, 0
m(FiL), VWERY), FOD), p(E97), WD), v(IEIE),
QGNED), E(HIA L), S(HIH), (I [A]), z(BiF i
P, kat), (3% IR SE, C), DORHGHE, Gy), A
TR RS, Bq), p(# JE, AR BTE, g/L), cORIE,
mol/L), (AR5, mL/L), w(it #4344, mg/g),
b BE RIS, mol/g), (K J%), b(FEJE), A
), dR L), RCEAR), D(EAR), T Conaes VA, T
CI7%. SER 5 185 /NS RHK, Wiras, c-myc;
L= YRR S IEAR, QiP163E 1.

2.4 & 45 KT BRSO A DG K
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Fr#E, GB3100-3102-93 5 F AT, JFOR T “ 7T
w7 MUY AR 2 . Wl 30 kKDECA
M, 300008830 kDa(M K5 RHA, /NG IEMRE, T
FAbR), “IRFER” NSO AR R R, BIA (A
KERME, vNEIEW, T MAbr); tal R R T 5
i, LA RN IER). TR+ — M-
Jad. fE R EHESIH, W37.6 C+1.2°C,
45.6% £24%,56.4 d+0.5 d. 3.560.27 pg/mlpV
$33.56 ng/L+0.27 ng/L. BPHkPa(mmHg), RBC
A 1X10"%/L, WBCHH 1 X 10°/L, WBCH
EE J110.005 7%, HbJH g/L. M W FI4A N 4 i L
nmol/Leimmol/L#E 7R, AWIHfi# Hg/LE/R. 1 M
BRI, 21 mol/LARIR, 1 NFiHER, M 40.5 mol/L
Mg, K10 cm, %6 cm, 514 cm, N5 k10 cm X
6 cm X 4 cm. FAIRbR—HER R € v 8 AL
For, Pldn, mEh R ED HEA. BKE
F. BEA. MaOEA. BEHg/L, % EkE
M mg/L; 450, 8. JRE. JREZA. CO,
i . FLR. WEIR. FHEEE. JHEEERE. =
P A 5. BE. dEEAR. &4
L. EmALAW. R, V. 2. 8. Bt
IR JRAEG. 2. 4 RA. g4 RE, 4
EFEBL. i EB2. 4EEEB6. KR, AALAT
PIFACR S B IR k. 2. FUR
. S, MR nmol/L; R . ME .
PN IR R R . AR B12Hpmol/L. 4Ei#
FIRpiT His . FE . AESAS . fln, 185, 1
s; 2470, 2 min; 37D, 3 h; 4K, 4 d; S, 5 wk; 6
H, 6 mo; MEPE S, HMEPE &, By PEE PR AU =
16.67 nkat, X[ #{log, “&4huv, 7%, FIL, &
1107 g55X 107 gz Kkl mg50.5 mg,
hrifh, Ry fmg, K mBSUfmm. [HERA
SAHTIRECE AT, Bl RA S R,
{H4R8 mgh] 58 mg/d. ZE— M4 & B FF5 N
AFH 14U BRI, flnANGE'S img/kg/d,
TN 5 mg/(kged), HARBE R CREH NS —. 1
PEFF 5 BT B SRRy, BN, 2 min AN Jé2
mins, 3 hAN/&3 hs, 4 dANJE4 ds, 8 mg A28 mgs.
A H, 15 d; 1552, 15 g5 10%48 /R K, 40 /L
M : 95%35 %, 950 mL/L Z#¥; 5% CO,, 50 mL/L
CO,; 1:1000 FIR#E, 1 /LT EIREE; BE
JE S e T W £236.8 pg/mg, BN E R E A S
F M 3536.8 ng/g; 10%Hi %55 25 560 mmol/LEY
100 g/LAI %0, 45 ppm = 45X 10 550 (1 e
SR (JEFR ) F r/min, #83E 4 Hg;, 297 &4
FepR A, — Ll “/kg” KR

2.5 BRI FHT (DS /NS s (2)FF5 9

(S A ATE AL
&) AFBEH
b X it R
& HAF) (20105 A=
A ) &
BERETE RS
B 48, 201145 11)
T8 AHF.
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YREF; Q)RR A NGy (HFEART
e REUH SN (5) A HE A SCNBo;
(O)FEAEH 93/ Sn; (T)MER S SCRMA K
GP. (RS E A B P AE SO RUR B8 5+ A
WEZER 7R Jymean+ SD, 3% £ #r#E R Jymean
+SE. g8t 22 2% 1 *P<0.05, °P<0.01(P>0.05
AN, R —FR A —EPH, WP<0.05,
1P<0.01; % =2 HP<0.05, 'P<0.014%.

2.6 #F A& B IEZAREGB/T 15835-1995H,
Wy b R B R e, AR A DGE R = R A
DCFHCT, AR iR, A
PUBCER B . FLVUIESh . BN G250
KBl $54H 0%, W11 000-1500 kg, 3.5 mmol/L
+0.5 mmol/LEE. I3 (155040 AN BE ik T &
PR, W6 347 B 4560005 2 — K
JE. AT — AT, RAvrida — AR ZE, il
TH] IR BN AT R 22 . 7E — 430 T [fimean &
SDJW. % L& BRI AL 7, — R LASDIFI /32K
$, Bln3614.5 g+420.8 g, SDII1/3IE—F Zg,
SR SNAE A EL, HON S 3.6 kg 0.4 kg,
W2 TR X, X84 em*0.27 cm, J&
SD/3 = 0.09 cm, /NG 5247, MO
I I B /N B S B 24 . A R B LA I BT A
TERI, NZsr. REBECE, DTSN, KT5
e, eSS, WET— 07 Hog A Wk, &
& €07 ) H5Z a4 o, KRR A 1k 5E
B, AL RGE K. 11123.48, 25 AR/ N B,
I %23, AN 1%23.48—23.5—>24. F H HFXH
BHFRIEW, HIEEZ AR HEGB/T 7408-94+
5. W1985F4 A12H, A 54E1985-04-12; 1985
H4H, E1F1985-04; M 198544 H 12 H231520
4y SOFPIEE 22198546 H25 H10H304) 1k, 5 1E
1985-04-12 T23:20:50/1985-06-25 T10:30:00;
M19854E4 H 12 198546 H15H 1F, G1E
1985-04-12/06-16, |-/-8 5 1E08:00, -4
5 AE16:30. 11 40 BT S B 23 BEK e
53 BE<100, H 23 E BN 10143 BE<1000,
BB BN ERE LA . N ERST S )
B i AP 507, BE3ALIA) A3 1/4BT B A5 7 FE 2, 4
1486800.475 65. SEFE BT PR E - AFAT!

2.7 A &M 5 MR EZKAMEGB/T 15834-19954x%
AT FVE LR, AR SCrh A5 58RI
PR B R A SR -7 Ak, JEBI
DOVE AR (8] 15 40 I, T 51 40 S0 BTz
A AP SCAENS ] S DR P& - B S ] 1)
SIS 5 55T, 22 Lk R W — R S
3IF; RORE T Wb BT, WA G2 1

e WS RS E A, R AN
T AT E MR IR IObR AT, WG 5
PSR, AEHT AT R, bR mift
WA, WS, =S, Y. ASEE )
P15 L PIAR SESCE FAT AN SESCERF
58 RE, AN B, WS-FU. 2 SCF4F R — 8
AR RHE, MBE RS /NG, R8RS
RS, a3 H Bk,

3 B8

3.1 A% fif WA ) b e i il SRR o N 2, B
Wi AT O, Bl R AT A B Tk, AR 4,
—HR20 L B TS B C g
SR E 1.

32 B WIAEFH B, IR ERREE 2k
Y52 0143 (ICMIE, International Committee of
Medical Journal Editors)/E# & # bR AT. 1
FARMEA : (DXIBFFE B R B T . B i3k
i ST AR A B R DT, ()R, IF
X S (P B AR A A AT HEVEPE B G (3)
FESZ N UE R R RS F (N B Ji — . AEF NS
SR, 2, 3, RBIFFE CAEAT DTk ik Hofd N AT T8N
B AEFE IR TR NS, 245
G A R HIZ S, oA, WHEZES 4 2 15
UG OECHZH R P A ). (AN
&) EORITH B A NG B O =
P oTEk. AR T A A A v L R 2R —AE
&AL R EAE 1

3.3 HBhx EH S AR I G S A
MBS, # X sKIE R, HEALHT, AL A
e B & b AR 4E 1T 067000

3.4 F—HeF @A kU KR, 19949305
W 25 K2, IR, BN FE AL R S
R BRI .

3.5 AR sTak oA M BRI e 4 )
WESC TR DR Y X A5 TR R D TN
W BRIS . B2, skET5 . ORI e it
WS R BRES . 25, sKk& 05 e
Wi« 28 BCH T WA 5 1 W B Bt
T RSy T T S5 SR A K 43 A el R
N ¥ 22 R D T 4 56 1 AR 18 35 AR H BRI
NS PERN AR S 2Rk 22 58 k.

3.6 BATHRE R TR T SCE I R, A
B T 46 SEAT RS AR AR 1K [ AT PP TT S,
P AT PRSCE Wk 44, O, MU I FR S S —
) 7E B AR A% X fife, b, il Asim
KA 5 e B I B Bt A 0 B B, b i iV A
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