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Anti-Tumor Mechanism of Anti-CD20 Antibody in vitro: B Lymphoma Cell
Apoptosis Induced by Chimeric Antibody Fragment Fab’

FAN Dong-mei, LIU Yin-xing, XIONG Dong-sheng, LAl Zeng-zu, XU Yuan-fu , SHAO Xiao-feng, YANG
Ming , YANG Chun-zheng ( The National Laboratory of Experimental Hematology , Institute of Hematology, Chi-
nese Academy of Medical Sciences & Peking Union Medical College, Tianjin 300020, China )

[ Abstract ]
ods: The effect of anti-CD20 antibody fragment Fab' on Raji cells growth was observed using MTT; Annexin V-FITC and

Objective: To study anti-tumor mechanism of chimeric anti-CD20 antibody fragment Fab’ in vitro. Meth-

PI were used to assay Raji cells apoptosis induced by Fab’; bcl-2 gene expression level change in Raji cells induced by
Fab’' was assayed using RT-PCR and Western blotting. Results: The result of MTT indicated that the growth of Raji cells
was inhibited by chimeric anti-CD20 antibody fragment Fab’ ( 1C50, 24.2 wg/ml ); bcl-2 gene expression level in Raji
cells was decreased prominently by Fab’. Conclusions: It is relative between growth inhibition of Raji cells and apoptosis
induced by chimeric anti-CD20 antibody fragment Fab', and bcl-2 level decline was involved.
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MTT I H Sigma /A 7 ; Annexin-V 4 F 2 & A 7] i
£ TRIZOL RNA 42 BUR 7 & 4 38 H Gibeo 24w 7=
it s BRABTA bel-2 B sE BEHTIA FIBUR 1 S Ak P B i 1Y)
FEhi 1gG At Il AW AR A A R = i E
Pt CD20Fab’ i B & KA I 2lifk . B-actin 5[ E
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GCGGATGTCCACG-3" )l bel-2 5 ¥ ( L ¥i#: 5'-CGAC
GACTTCTCCCGCCGCTACCGC-3', F i : 5'-CCGCATGC
TGGGGCCGTACAGTT CC-3" ¥ Hh LA TN A4 o
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2.1 MTT &EM5E S
T A E AP CD20Fab’ F BEXT Raji 40 M (9 2F

KAINHIE , LA PBS S BA X B, ] MTT 3500 22 Fab'
B Raji 4 AE K 1 52, Hogh R R, Fab’ i Bext
Raji 20 LA B0/ A, FE00 /8 B A B 9 ) i
WA A E oA (24.2 7.8 ) mg/ Lo

F1 HAPEE CD20 Fab’ i B Xt Raji 4B &£ KHI I R
Tab 1 The inhibition rate of Raji cells by the anti-CD20

chimeric fragment Fab’

Fab'( mg/L) Inhibition rate( % )
6.25 31.0+ 5.6
12.5 37.0+ 5.3

25 42.7+ 8.0
50 57.7+ 8.5
100 71.2 £10.8

Data shown are mean + SD of triplicate determination.

Control is PBS.
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YRV, Blhn  IF5 Al 0% B ‘ME?EH@, C2B8 #1%T B ik
EL 2 £ A K LA SRV 0L R SR R B AR A
AP CD20 Hilk HI47Fab' HH TI& A Fe B, AR~ 24E

ADCC #1 CDCC, {HJE Fab' 7 F 2=/, B 5838 Stk
5t , FLREAE KT oA b 3k  AE R AT b B W e 1Y
I FH AT 5

B 1 #4&#H CD20 #ifk Fab’'i% 5 Raji 2HAERET
Fig.1 Apoptosis of Raji cells introduced by the chimeric anti-CD20 antibody fragment Fab’
A: Control ( HIT3a ); B: Fab’, 24 h; C: Fab’, 48 h; Data shown are mean of double determination. Control is HIT3a.

B2 #&#H CD20Fab’ Fr B3t bel-2 RiZ M
Fig. 2 The effect of CD20Fab’ on bcl-2 expression

in Raji cells at different time
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