PO Box 2345 Beijing 100023, China
Fax: +86-10-85381893
Email: wcjd@wjgnet.com www.wjgnet.com

World Chin J Digestol 2004 August;12(8):1789-1792
H5R4E A2 ISSN 1009-3079 CN 14-1260/R
2004 R R B BRF RS

* 7% LIVER CANCER *

CD95 Bk 7> 15 S A anie g8 v/ i

FRZE, 75eli, BskE, FTHRFREZERFRHFL T
kBRI 410011

[RZ2, 88, 1966-01-12 4, ifmXRINA, TZKFE, 2003 TFPEAZRH L
W, BIEUR, FT2RR SRS RAHRARE T

B TSR R B R, No. 9638

T H R A BRE, 410011, SfimE ™, PmASEH _ERRIFR
Y. drchenjun@hotmail.com

B35 0731-5524222-2263

WisBHE3: 2004-04-15  BZHHI: 2004-05-13

cDNA cloning and expression of
human CD95 ligand and its role
in apoptosis of HepG:. cell lines

Jun Chen, Xian-Shi Su, Yong-Fang Jiang

Jun Chen, Xian-Shi Su, Yong-Fang Jiang, Department of Infectious
Diseases, Second Xiangya Hospital, Central South University, Changsha
410011, Hunan Province, China

Supported by Scientific Research Fund of Hunan Province Health Bureau,
China. No. 9638

Correspondence to: Jun Chen, Department of Infectious Diseases, Sec-
ond Xiangya Hospital, Central South University, Changsha 410011,
Hunan Province, China. drchenjun@hotmail.com

Received: 2004-04-15 Accepted: 2004-05-13

Abstract

AIM: To investigate CD95 ligand and its physiological function
in liver neoplasms.

METHODS: The levels of soluble Fas ligand (sFasL) were
evaluated in a group of patients affected by hepatitis B
virus (HBV)-induced chronic hepatitis, HBV-positive liver
cirrhosis and hepatocellular carcinoma (HCC). To further
study, we constructed recombinant eukaryotic expression
vector pcDNA3.1 hisB-CD95L, which was then tranfected
into human hepatoma cell line HepG2 by lipofection. After
stained by annexin V and propidium iodine, HepG2 cells
were detected by flow cytometer.

RESULTS: s CD95L levels were significantly decreased in
patients with HCC when compared to the patients with
hepatitis or liver cirrhosis. The correct recombinant
pcDNA3.1hisB-CD95L was selected by PCR and restriction
endonuclease digestion and confirmed by DNA sequencing
respectively. Subsequently a significant proportion of cells
became apoptotic, as evidenced by positive annexin staining.

CONCLUSION: CD95-CD95 ligand system can induce
apoptosis of hepatoma cells.
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ML BT CDY5 L(sCDOSLYAK AT T R4, 4k
T\ CD95 L (S 2H 2% pcDNA3. 1hisB-CDO5 L,
%5 pcDNA3. 1hisB-CDO5 LE£5¢ 58 A MM HepG2 41
M, R Annexin V/PDIRYE AL S G2 A5 I 4 A

R s CDISLAEHE BB BACT AR ST R,
HFEE TELAPR peDNA3.1hisB-CD95 L Z37% PCR FIFE
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K 36.30%; AFEGE CDOSL A% BRI -3 11.53%.
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CD95 43 S H AL CDISBLAAR(CDIS ligand) 7E AR T
FIfE5 AL Tl B A EEZER . CD9S Bl o 540
f CD95 4 Fab s, ERET-ES, HESEAERET
TENFE AN A A R R it R, CD95 BRI
HMATER. BIHE T CD9S AR e 2 BT
R PRI, RS MG 2SR, ¥ CD9S
Bi& cDNA Fif%, % peDNA3.1hisB Fikakik, ¥
YL AN HepG2, WLEE CDO5 Bl A XHZ 41 ik
AN T AR,

1 MRREE

1.1 AP A CD95 it & EIA Bl &l 5 MBL
INTE), TrizoiR T . e DNASE 355 3R &, . Lifefectamine
regent. RPMI1640 35725 H Gibeo 23 H), Qiagen mini
kit, Qia quick gel exiration kit W H Qiagen A%, plus
SV minipreps DNA purification reagent system, FcoRI,
BamH 1 NG, TADNA B H:M. Taq 8. JA4-MiE
W H Promega 2y 7}, FITC-Annexin VidF &M BILE
ERSNF, R CDOS(EN IR K SP- H i f e
ARIER € B R A A |, RN A ZE R
7. HepG2 ABTREANMARIE B AR o e B2 2 B An i
HLG HepG2.2.15 AR AR 1 26— FE B R # AL 3%
WEE 3R, PCR pGEM-T easy vector _H Promega 2%
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=0, peDNA3.1hisB 4 Invitrogen 23 572 k. 158
2003-01/02 H R R RAE  EEBe AL YR e B 22
B, HA ek R AR TR (D 12451, JTF 98 T hsAL
(EBIEN6 B, 2WrbRiEE IR 200000 7% R AR 2R
13w 53 HUR A2 RS 2B TR
PR BI6 7% ). 126 FH2002-06/2003-01 9 /e 2= A
T EBRATIHAMME B R 16 4], SR Tis NI 40
I T30 6 24 15 R A AR R

1.2 ik RAMBUEI EIA KR4 . T
Ak PR LAY AT I CD9S B A/K S, BERRY
% H Lab Systems, Wellscan MK2 4= B o B, JCHE
SR8 2 i A AT R KM 10 mL, #E47 PBMC
B, ConAWEILGIE3: 6 h, S Trizol RNA $2HL4H
HELERNA. $ CDOSHARSL R 45 X 1 e DNA BE [ pGEM -
T easy supEzkif, MG CHAARIE A CDISL eDNA £
HFPs), BT ECR, 05 & EcoRl FI
BamH1 PIABEUIAL S5 [ U0 F : Primerl:5” -
GAC GGA TCCCCT CTA CAG GAC TGA GAA GAA G -
3’; Primer2: 5° —-GAC GAA TTC CAA CAT TCT CGG
TGC CTG TAA C -3’ SRFHRT-PCRE K —4EcDNA , SR
& K FPRE PCR AR R Y I HRASIX, KA Qia
quick gel extration kit B H 7 Br. $#88 PCR F=4¥:
pGEM-T easy vector(BE/REO N3 * 1 WyLELEI, FH T4 &
BT 4 CHEgadiR, ¥Egr= it b KInkf s 161,
Pk AR TE /N R R, R Qiagen mini kit $2H)
JEHL DNA, EYI4ERRA R B/, PCR ik fHPE
vebEfE, ABI377 H 3P0 FIESE. #5%8 peDNA3.1
hisB/CD95 HLiAFRIEZUAR FTEE EcoRl/ BamH 1 3]
¥ peDNA3.1hisBHIpGEM-T easy vector—CD95 Fit (&R 5
R, A SIHEAT B Be IR R, 8 1l
CD95 FARELR H i i B 54 peDNA3. 1hisB T4 4%
Mt 4 CiEgadi, BEEZWHARKBITE TGL,
BRI AR TGL, T Am(+) PR, Bk
PO AR /N RS, B DNA, EcoRI/
BamH T WY E 50 A R BN, PCR e B re i
Ji . ABI377 B 2l {3 Pk SE . peDNA3.1 hisB/CD95
Pic{A il AL ok 55 e Hep G241 H HLAE F HepG24H
H, MREAAE AR, WoRAE K Rgnie, 7
6 fLi, BRFLEERR 3%10° I T2 R b, £
HREA 2 80% I &1, ke peDNA3.1hisB/CDI5 L
RFRTEATR N2, 4, 6, 8 Hg & peDNA3.1hisB
ik 6 Mg, A S A TCMLIEE M EP 45, 5k
556 85 ABATERT I, (UM JC LB 3R L 100 ML, #
10 ML BRI FiAFRRE T, RS, SRmE
20 min, MITCHMLEREFEIE 800 UL FE AW+, IRE)E,
NN, 37 C, 50 mL/L CO. ¥ 3405 %
24 h, BARKBHEAFEIEA, PBSYE3IK, 950 mL/L
TRSEE G, A PIRPTA CDS, SRJG R S-PHEfH
E Rl i ke I a1l I SSAM N O b

EIA #EAT AT CDOS B A, ¥ 4L 4 CD9S FLiAR Ay
HepG2 4l 5 HepG2.2.15 A I [ 55 5% 24 h 5 WS40
M, ¥ FITC-Annexin ViR & & PL Y @41, 1T
AT AT o 3 A BB SR

SRR R SPSS10.0 S8 AR A Ah 3R , 11
B K5

2 BR

geit R, B E MIF B A CDISL /K-
(2.8%0.4 pe/L) 1M 4(3.2£0.4 pg/L). FHasfLEH
(3.8%1.1 pe/L) K IEH X HAZH(3.520.7 pe/L) HLEL, BAFAE
B EVEZE S (P<0.05).

2.1 pcDNA3.1hisB/CD95 L Rk F40 kv X2 Eal
JikE pGEM=T easy vector—CD95 L E22H [fif7. peDNA3.1
hisB-CD95 L FAH A FOhiEEY] e PCR ¥ 35, %5
SHETMBMAEB(E 1, 2), T GenBank Blast £
i, 5 A CD95 #%—%L. nBLAST FAQs nTaxonomy re—
ports nDistribution of 150 Blast Hits on the Query Sequence
nAlignments n>gil6018921dbijlD38122.1IHUMHPC Hu-
man mRNA for Fas ligand , complete cds Length = 1890 Score
= 499 bits (1083), Expect = e—139 Identities = 205/206
(99%), Positives = 205/206 (99%) Frame = -3/+1. ¥ 44 )5
4 CD95 L ik (WL 3).

1 2 3 4

E1 FEHpGEM-FasLEcoRIBg %5 8. lanel: KREFHE R lane2: EcoRl
B4R, 1ane3:1030 4 F & marker; laned: 15 000 4+ F & marker.

1 2 3 4 5

2 pcDNA3.1hisB-FasLEcoRI 1 BamH| gt % PCR & &£.
lane1: 1 030 43+F & marker; lane2: 15 000 4+ F & marker; lane3: EcoRI
0 BamH| E§¥)); laned: REEWIE %L laneb: PCR & 2.
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B3 HepG2 AAZEE S, DABE B, x 200. A: HAGEHABRRERBEL, B: RELMHRRELE.

B4 BT A, Annexin V/PI X%, x 400 £%; B: . . 8, x 100 3.

2.2 LA % DL Annexin V/PL UYL N G400 5E
AR PT G2 @ FEE, Annexin V B3 R HEET-40)f PI
et M, Annexin V RS BB T-40ME Annexin V/PI
B PHPE. FEARIRE T, B &R FIRHE A 4R 4).
WAL EE R YL CDI5 L Y HepG2 il 5
HepG2.2.15 M T-% K 36.3%, ARFEY: CD95 L AYXS
TP T-R N 11.5%.

3 e
CD95 /CD95 L2 I Z i1, 2%
SYERETE S ME SRS "L HATX CDYS ALk
FERFE & AR YA S R R A E R v AN B, T
DAL B F— Sl SUR AN 2 an sepe b . JRA
R 28 JIHAIFSEIT R 8 CD9S/CDYSL K mRNA £
BTERRIE AL E S HEAEd, BB a,
TE IR 2 A, XELLZBL CD95/CDISL M H:
mRNA A FAE @I B EEERE T,
Kupffer 40 AT B TNFa, S AEANIE5 CD9S/
CDOSLFEU AN MIA T, AR s dn i s ae
sCDOSL AV AR ASAAAEF IR, nT 5410 CD95S
g, RSBETESIESL RATE X M
sCDOSL K22, JHFm 34 3 sCD9SL B Ak 18
PEITR MR IR, SR ERPR A & A, sCDISL
A—ErER, B U5 mia.

FLA%FR IR A peDNA3. ThisB 75 2 su AL 14 -3
AT 5EA CMV S 30FF1 BGH 1Y polyA &, iX
FhisA 7 B AR R 3SR 30 )78, BRRaER

SIEAR B EE, JF B TRz 01 4
TAE. IZERARHT B T 1EFR S Neo F2 R, 7F Neo ZEH 1 |
TEFI T 20 B SV4A0 BB 351l polyA |, FiE T
Neo JE[H AOA 855~ A5 FasL AU M12454
N, FRATERE T peDNA3. 1hisB fE R FIREA, ¥
CDI95LeDNA B Y% A ThBEHEIT 1 #1240 i 1 Jm 4 i 3R
HepG2, R4k B CDISL B 7 iE Dl ik,
T HAERE IR A 2] T sCDOSL ik, £ H
CD95LeDNA #5445 11 HepG 2 41 L T B 45 %35 CDI5L
FIRE T, FEANBE IR TR B2 b, R R ) 448 5 i
A Annexin V BES PLEE, HREINfE NS BE22 2 1
(phosphatidylserine, PS)IE#H N FAIEEEFIAM, H
FEARREIR T, PS ] DA HE B A% P A0 2 1) 4t e i
MR, BELEEIINAEES. Annexin-V 885 PS &
RN R R SS A, UL E (propidine iodide, PI)&—
PR YR, MABEE N TE R AN, (HAER T
MR HHAIIA SE AR ANAEL, PT BEAS 75 40 e A5 i fof 40 A%
1Yy, R Annexin-V 5 PIICEE T, whn) LLEGAE
TR A A AR DA R SRR X k. SR i 4 i
A 5 AT B P A B 2O R KA IE S A . IR
SRR T- 40 ™2, #5394 T CDISL 1) HepG2 4l
HH:YL T HBV DNA Y HepG2 20l (HepG2.2.15) [ A ]
REFEt, PI{E HepG2 40t B BL AR = dlr il , T
PEANME AT 33 CD95/CDISL AR T,
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