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CD20F ab’ ,
300020
PYZepp' 1609 CD20 F ab’ ,
ODss, 140 200g 241mg F ab ,
50% F ab' , CD20* CD20 F ab' , Raji 1Cs, 22 .8pg/mL
Fab'  Raji ICs, 45.9pg/mL
CD20F ab’ , 16C9
Q55 A 0001-6209 2004 05-0654-04
CD20 B 7 16C9 Raji
33 ~ 37kD m 4 1.1.2 2 x YT
CD20 B B 16g 10g S5g pH 7.0
B CD20
-3 CD20 ¢ 12¢ 3.36g 0.3g 6.2g
CD20 B 1.3g 3.5g 1.2¢
CD20 CD20 2.9¢ ImL 125pmol
Rituxan B 20pmol 10L
’ 19L pH 7.0
lg
CD20 HI47 Fab' ° CD20Fab’ 1.1.3
PCR Sigma
CHIC- DNA
CHIDNA Fab’ 1.2
CD20 Fab’, CD20 1.2.1 DNA 10pL 5 x KCM
Fab' , ! 0.5mol/L KCI 0.15mol/L CaCl, 0.25mol/L MgCl,
Fab', 10pLL DNA  30uL H,0 401
CD20F 20min 10min 200pL.
ab" , 2x YT 37°C 1h 50pL
CD20F ab’ , 100,.L 50p1g/mL
F ab' , 2x YT 37°C
1 1.2.2
1.1 pH
1.1.1 CD20F ab’ , 6 CD20F ab’ ,
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5 CD20F ab’ , 655
5% 10 Raji 10%
1.2.3 RPMI-1640
-20C 100pL. 500mL 2 x YT F ab’ ,  Fab’ 0.1mL 2
37°C 200r/min 9h - 0.1mL RPMI-1640
500mlL 10L 37°C 5% CO,
NLF 19L CD20 F ab’ , 72h PBS
40h 30°C pH 0.1mL PBS  10pL. MTT 37°C 5% CO,
25% pH 7.4 4h
20% 0.04mol/L
300r/min 650r/min formazan Bio-Rad
5% ~ 450 oD
15% 570nm
1.2.4 10000r/min 4°C
-20C 1h Shockate 2
1L 200g 200mmol NaCl PMSF 2.1
0.1mmol EDTA Immol Tris Cl 25mmol pH 7.5 2.1.1 200mL 2 x YT 500mL
1h 12000r/min 20min 37°C 220r/min 4h 4°C 4000r/min
0.45pm Binding Buffer 10min 400mL APS pH
0.01mol/L. NaH, PO, 0.01mol/L. Na,HPO, 0.05g/L 7.4 220r/min  500mL
NaN, pH7.0 Protein G 25C 32h
Binding Buffer G
Elution Buffer 0.1mmol/L Glycine 8.6mg/L F ab’ , 15% 1
pH3.0 Neutralizing Buffer 1mol/L D ] 2 D
Tris HCl 0.05g NaN; pHS8.2 pH 914 — R o0
S100-HR Protein G
0. 1mol/L PBS + 0. 1mol/L. NaCl
12% SDS-PAGE 662 —
1.2.5 453 — - <50
Folin
YSI 2700
1.2.6 F ab’ , CD20" B 266—
Raji 1x10° .
40 0L Fig.1 The SDS-PAGE of CD20 antibody non-reduced
10pLL 400pg/mL. F ab’ , 1. Marker 2.Protein G flow through.
2.1.2
PBS CD,
4°C 1h 20001r/min 4°C 10min
PBS 3 k -FITC
4°C 30min PBS 3
0.5ml 1% CD20 F ab’ ,
PH 7.4 30°C
1.2.7 CD20 F ab’ , Raji A0h 0D,
96 0.1mL
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44
140 200g/L 2 G Raji 1Cy, 45 9pg/ml. 4
CD20 241mg/L 80
Fab' , 50% Fab’ or —e—F(ab),
250 —— 0Dy, 2 60 —O—Fab'
—e— Antibody/(mg/L) g 0
200 —%— Inorganic phosphate/(mmol/10L) :é 40
>
% 30
g 10t " 204
10
100 | 0
3.125 6.25 12.5 25 50 100
50 F ¢(Antibody)/(ng/mL)
4 Fab, Fab’ Raji
6 810 12 14 16 18 20 222426 28 3032 34 3638 40
t/h
2 Fig.4  Inhibition on proliferation of Raji cells by CD20 F ab’ , and Fab’'
Fig.2 The time curve of the growth of the recombinant bacteria amounts 3
of antibody and inorganic phosphate during high density culture
2.2
S100-HR SDS-PAGE
3 F ab’ ,
95%
kD s DNA RNA
97.4— W <«—06.0
pH -
66.2— L]
37°C
453 — — «—48.0 30%C
8
3 S-100 , /
) , _ CD20 F ab’ Fab' 2
Fig.3  The SDS-PAGE of CD20 antibody non-reduced
1.Marker 2.Protein G flow through 3.S-100 flow through.
23 Fab', CD20'B o
. a
’ Fab’
F ab’' , Raji FACS Fab
Fab , Raji 95%
CD, Raji
Fab’
F b, CD20 F ab’ ,
CD20* CD20 phoA FD
2.4 MIT CD20 Raji 5
F ab’ , Fab'" Raji
Fab’ CD20 F ab’" ,
F ab’ , Raji 241mg/L

Fab' , Rai ICy, 22 .8pg/mL Fab' 2
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Ferment and Purification of CD20F ab’ , Antibody
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Abstract The pYZcpp3 was introduced to E. coli 16C9 in which could be expressed at high level. By using optimize
the ferment parameters during high density culture the final cell density ODss, reaches 140 200g wet cell weigh/L . Af-
ter the CD20F ab’ , antibody was extracted from E . coli and then purified by FPLC. The yield of soluble CD20F ab’ ,
antibody was 241mg/1. and 50%of it is bivalent. The antigen -binding activity of F ab’ , was analysed by FACS using
Raji cells as target cells the result showed that F ab’ , specifically binds to CD 20" cells. The activity of F ab’ , inhib-
iting the growth of cell Raji in vitro was examined using MTT which showed that the ICs, of CD20 F ab’ , and Fab’

were 22.9pg/mL and 42.8pg/mL respectively.
Key words High density culture CD 20 F ab’ , antibody Escherichia coli 16C9
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