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Fig.1 Method of screening special antibodies in serum starvation U251 cells
80% 48 h 2
48 h 30 min 20ml,
80% 48h 37C 2h 1 x PBS 0.1% Tween-20
48 h 10% 48 h 1 x PBS 20
30 min Sml TG1 37°C 1h
1001 37°C
80 % 48 h 48
h 10% 30 min 1 h 2
h4h8h 12 h 30min
5~10
1.2.2
10pL. ScFv 20mL 3
37°C 2h 1 x PBS 0.1% Tween-20 2x YT
1 x PBS 20 M13KO7
Sml. TG1 37C 4
1h MI13K07 4000 U251
r/min PEG/NaCl 1
h 10 000r/min 20min 2x YT
1.2.3
1 10 pL 2
1.2.2 2.1
20mL 37C 2h
37°C 2h 3~4 G,
TG1 37°C U251
1h M13K07 4000r/min
PEG/NaCl 1h 10 000r/min 34 U251
20 min 2xYT

© HERFRHEDIH R TS 9RiE R

http://journals. im. ac. cn



358 20

510
83

96

82

2.2 U251

3 U251
Fig.3  The response of cell special antibody in U251 cells
of the different treatment
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The response of special antibody No. 2 in serum starvation
cells A and serum cultured cells after serum starvation B
The response of special antibody No.11 in serum starvation

cells C and serum cultured cells after serum starvation D
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Fig.2  Contrast screening result of special adsorption 12h
phages in serum starvation cells
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Fig.4 Effect of the antibody response level in U251 cells cultured different time in the serum medium
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Screening Serum Response Special Antibodies of U251 Cell Line from
Surface Display Phage Antibody Library

YU Min®™  TAN De-Yong QIAN Wei LAI Jian-Hua SUN Gui-Lin
Laboratory of Biochemistry & Molecular Biology — School of Life Science
Yunnan University ~ Kunming 650091 China

Abstract U251 cell is a sensitive cell line to serum which stops at G, phase of cell cycle in no-serum medium and recovers
growth when the serum is added into no-serum medium. The cell can express corresponding proteins in different phase of cell cy-
cle. Therefore it is very signification for the study of cell cycle regulation mechanism that explores these proteins. In this paper
the mouse antibody phage display library was added into the bottle in which the serum starvation U251 cells had been cultured
and the special antibody phages were absorbed. Then the absorbed antibody phages were amplified by adding E. coli TG1 and
helper phage M13K07. Amplified antibody phages were added into bottle in which the serum cultured cell after serum starvation
follow named as serum recovered cells were incubated so that the cell absorbed the no-special antibody phages for the serum
starvation cell and the special antibody phages were in superatant. The remaining no-special antibody phages in the supernatant
were discarded by repeating above program 3-4 times. The pure special antibody phages were gotten and amplified by adding the
host cell E. coli TG1 and helper phage M13K07. Then the host bacterium infected special antibody phage was spread on the
plate medium with ampicillin and the monoclonal antibody phages were gotten. Using same as above program the monoclonal
antibody phages absorbed specially for serum recovered U251 cells were obtained when the serum recovered cells instead of serum
starvation cells and serum starvation cells instead of serum recovered cells. In this study ninety-six positive monoclonal antibody
phages that absorbed specially the serum starvation cells and eighty-two positive monoclonal antibody phages that absorbed spe-
cially the serum recovered cells were obtained. By using cell immunochemistry assay two special signification antibodies were
obtained. one No.1l was the strong response in serum starvation cells the other No.2 was the strong response in serum
recovered cells. The antibody No.2 had the distinctive response to the serum recovered cells in different incubation time 15min
30min 1h 2h 4h 8h 12h and 48h after serum starvation. The results showed that No.2 antibody would be useful to research

the factors of cell cycle regulation and apply to tumor diagnosis.
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