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Induction of Apoptosis in U343 Cell Line by a Novel Anti-Human DRSS Mono-
clonal Antibody

ZHUANG Guo-hong , SUN Hong-guang , DU Bai-rong, ZHU Xun ( Department of Immunology , School of Basic
Medical Science, Jilin University, Changchun 130021, China )

[ Abstract ]
of TRAIL ) monoclonal antibody to glioma cell lines U343. Methods: DRS protein was tested quantitative through FCM ;

Objective: To investigate the inhibitory effects and mechanism of a novel anti-human DR5( death receptor 5

DR5 mRNA was observed through RT-PCR and distribution was tested by immunocytochemistry. Inhibitory effects and in-
ducing apoptosis of anti-human DRS monoclonal antibody to U343 were analysed by MTT, DNA Ladder, FCM. Results:
The expression of death receptor 5 ( DRS ) was certificated in U343 ,DR5 appeared to be located in intracellular perinucle-
ar compartment. Inhibitory effects of anti-human DRS5 monoclonal antibody on U343 were achieved by 3 pg/ml at 4 hours
and the mechanism was associated with apoptosis. Conclusion: Apoptosis of glioma cell lines U343 can be induced by an-
ti-human DR5 monoclonal antibody, and targeted on DR will provide new way to treating cancer.
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TRAIL 8% % it 52 4 25 02 S5t 96 240 L ik U343, U373
P I B IR A1 3 K 2 R0 A Vg B 42 B, DMEM 8% 5%
FE Trizol 3£ Gibeo 23 A 72 PTA DRS McAb H 56
VU ZEPR R 2% 4 {11 SR B2 S, FITC-E 9T B [gG, DNA
Marker 14 -1t 57 48 [ A 9 H R i 0y s RT-PCR 205
FoARE] Promega INE]TRAILR2 519 H B T A%,
S1Hyi% 2 MESCH 4 1 P1 5'-GCC TCA GGA CAA TGA
GAT AAA GGT GGC T-3', P2 5-CCA AAT CTC AAA
GTA CGC ACA AAC GG-3',
1.2 FCM S Hr3ET 22 I8 (A 1 3k

RS TAEI A 4T B, 4 200 B v B 1 % 107/ ml, B0 Uk
%3 min J&5, 2L, IMASLA DRS McAb 7EVK
I 30 min, YE¥ 3 K, 2R )5 I FITC-E4T B 1gG( 1: 100
Tk ), Bk 3 WG , FH Coulter Epies XL HI( €[ )izl
A ARLASCRGE I, B BR AR THEL 10 000 AR, A AR
P AR RE S X IR
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IgG, I 30 min , PBS PE¥ 3 K ,10% HihE o &k
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1.5 MTT KA DRS McAb Xf U343 4 i 455 )
S R

21 e b B [ T, 4% 10.0,3.0,1.0,0.3 &% 0.1 pg/
ml ITAHLA DR5 McAb, 5535 4 h J5 1 20 pl MTT( 7.5
mg/ml AKSEEEFE 4 h, i 100 pl SN EE, 0D, 0 W% 0
B, ALK EL 3 K, BCFIE,
1.6 BUIEHHEE e s vk

20 A A R TR A O N, R AR A 5 x 10%/
ml, B0 5 PLIE M 2447 100 mmol/L NaCl; 50 mmol/
L Tris-HC1;10 mmol/L EDTA;0. 5% SDS ) Fll & 1 fif K
( ¥ JE 100 pl/ml )56°C 3 h 5 37°C 17 , B L&A/ 5
PIEE AR , ZBEDIE, 10 000 r/min, B0 15 min,50 wl
TE % A#UTUE , N RNaseA ffi LA B4 1 mg/ml, SR )5
HEAT BB WE R RS FELUK
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KN 9.30% , M TRAIL Tif 32 #k U373 H #4360k
1.05% ;28 RT-PCR, B JE B &8 I Ha vk , 4 I 1) DRS
mRNA Y3235, BIYE 502 bp 4bA —BH 284, 45 1 53
R —2 B 1),

El1 RT-PCR %47 DRS mRNA HIFRiA
Fig.1 DRS mRNA expression
1: 100 ~1 200 bp mark; 2: Control; 3: 502 bp DRS
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W e A M A R A B AR AR R,
U343 4l -4 DRS ik, DRS 776 T 41 i P4 40 j 4%
9 FE L, 5 SCk B A1 2 ).

B2 SRMMLFENE DRS £ V343 5
Fig.2 Distribution of DR5 in V343 is observed
by immunocytochemistry
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Bt A\ DRS McAb 1 #0 28i JBJ 4n etk U343 )&,
MBS 1V 2 A AR B TR B 3 ). BEA
DR5 McAb X U343 RS2 R AT A
DR5 McAb 5 #ft 48 it JUJ8 40 i Bk U343 L[ H 4 h
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Fig.3 Changes of V343 cell morphology after
anti-DR5 McAb treatment
A: Normal U343; B: Anti-DR5 McAb + U343
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PSS ARSI X AET- A M E AT T DNA S, 3B b ik
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pe/ml VB U343 J5 5 BB 2 i 08 T 1, i (E
16.76% A MPTIARRI X B 2.32% |, i#E— 20 ]
$L N DR5 McAb Xf U343 AR 2 a5 12 K5 ).

B4 AERERFEX V343 EIEE KRG
Fig. 4 Killing effects of anti-DRS McAb with

different concentration on V343

TRAIL FET3Z 4 (1) i P9 IX AT — Bt 70 4~ 8 L R 1Y
TS5k, DRS A3 2R RES 1L MCF7 F1 HeLa 4l il
PAT o HAHLH AT e o ek i 2 AR FE 4 B - [ 3h e
A R NI i OB R e SR= s SN NS i R T
U343 il X A DRS B H KL, HPHERELEN
9.30% ,iX —FK ik BN RAR & HAXT T TRAIL fif 52
Pk U373 1.03% RYFEA iR SR M i v, 22 S A I i
U343 4l DRS mRNA B3R5 5 & FRE 2, HiE
o G AL 2 R DRS 4346 T U343 20 il N 41 it
S L 3 5 SCik i 3 AH ]

Bl 5 U343 dRE T FBnE A R vk E
Fig.5 DNA fragmentation of U343 cell
1: Normal U343; 2: Anti-DR5 McAb + U343
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IFN-y 3% £ XG5 7F S EAH IFN-y 5 3 A& E /R iE T EA

FIE, FME, T OB, A

2LAFERBIAFR, B4 214028; 3. AIREMKRFE —WEERIMHRLE,

BRI FIRNY IFN-y T 44 i 5 40 it 2 T B J5t i) 2 3
I i SEBU MR S I A8 BN, 3 FE VR 1 3 PRl B 8 YR 0T
T EAS BRI E R, {82 X 5 i i AT R AR R B 367 VR
fif DLARIE . A T HRIT I K R IA 0 IFN-y FISMEE 4] [FN-y
Xof &5 W 88 R RS A R 4 L AT R FH BH 83 i B4R Lipo-
fectamine 42 hulFN-y 4 J A (1 B A% R 38 BURL peDNA3-
hul FN-y 5 5 3 /IN US540 ML DY i) 223 1 19 hulFN-y
BRI E IS MR 0 hulFN-y 1EHBET 0K

AWFSERE BALB/c /N 48 H, FAR WAL E , 21
AL x 107/ml #e BE (/0N BR45 i 98 20 i CT26 PR 48 A =)
0. 1 ml, FES7 /NS I8 IF G R AY . A 30 J5 /1N BB AL 43
WA ACEE 12 H) A HEEFNGY T4 B N E 4 IFN-
v FEERA AL C AR ZS TR AL 5 D 21 o AR B ER K N A .
ARIGH 2 AR BT 010, A 20016 T8 5 BH 3 7
B f& Lipofectamine 7% hulFN-y 4= 5t PR i A% 3% 35 i
#i pcDNA3-hulFN-y FIR A9, 1 BJGEE 1 0GB 4 BN
A2 halFN-y, 5 H 1 IR, 3ELL 4 85 C 4 I8 i g 4
# Fki peDNA3 55 Lipofectamine HIIRA 1 G EE 1 ¥K;
D 4 MR ST EFIER K R H 1R, S 4 TR, SEER R
DL PEL « bR 22” o, FREAT T 2201 Kruskal-Wallis 72
G404, 25 SPSS10. 0 7883

ARWF I 4 R W, 4R 0 A R FHES 7 JIE B 4R Lipo-
fectamine AU 5, ELAZ 21K BURL pcDNA3-hulFN-y BENE AL 2y
YRR IR —E R IS hulFN-—y /K, S5XFHR4L C,

. ATREMNRXFE—WEERE MM, &% 210029;
AT 210029 )

D HE, B DNIIA YT A AN IFN-y FR22 45 25 41 1L 7 hulFN-
~y KT HA SR T AR PR K R P < 0. 01 ) AN Zs 3 ki 4
(P<0.01), AZHA B #H—2FLL RN ECR BN, &
R/ NRER A TR B R BAN (P <
0.05);A,B A JRE/INECOT- 2 B SR A A 43 ) (39,5 +5.6 )
d, (40.8 +4.7) d,llE KT C4H(31.1+4.7) d( P<0.05)
FIDA(29.0+3.5)d(P<0.01),

SCHR A 28 JBURL S Y 1Y) 1 53 06 At L PRT - L A5 4 i
KA & A0 R R AU X S A B A 5 Wb sl 55 43 1
B (1% G2 AR 4P 1 T 04 A5 BRSO o Bl 1 5 FRATT i 3
TAECHGE , T % 40 R T35k R RE AR JR R 5 A< i | 3R 3k
RO T 4 B AT BB 51 K 1 T R R R . R
IFN-y AW e A AE W) W A L2, IFN-y 9
L RTRYT LR 2 IFN-y S22 i 5 =00 B (Rt .

3 BB L Y 5 T2 IFN-y HeBsHERF 9%, 9145 @R IFN-
v BEVRZE 25 It ) A F G B, e S TR A gt ik B EE 41 TFN-
v SR A ARIE ] o X R R I TFN-y % 2L A
VYT PR AL — T AR
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