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Fig.1 Purity analysis result of TBP1 with RP-HPLC
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Fig.2  Purity analysis result of TBP2 with RP-HPLC
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Fig.3  Purity analysis result of TBP3 with RP-HPLC
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Fig.4  Purity analysis result of TBP6 with RP-HPLC

1%o 1

1

Table 1 Analysis results of the peptides with mass spectroscopy

TBP1 TBP2 TBP3 TBP6
Calculated mass/D  1653.53 1627.94 1224.19 1416.81
Measured mass/D  1653.80 1627.87 1223.38 1416.40
TNF-a HPLC
2.3 TNF-o
1.6 TBP2 TBP3
TNF-a
TBP2 20pg/mL TNF-a
28 % 80% TNF-a
TBP3 100pg/mL TNF-a
34% 90% TNF-a 56
TBP1 TBP6 TNF-«a
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Fig.5 Inhibitory effect of TBP2 on TNF-«

TNF-a was used at a concentration giving 28% cytotoxicity

<
[ 3

Inhibition of cytotoxicity/%

90
°§ 100 r/min 3
3" TNF-
g 60
5 40 150r/min
g 20 TNF-«
E 0 0.1 I 1 I 10 I 100 I
i Concentration/( pg/mL) 5 6
6 TBP3 TNF-a TBP2 3 V--N-WG
Fig.6 Inhibitory effect of TBP3 on TNF-a TBP1 2 3 6
TNF-a was used at a concentration giving 34% cytotoxicity TNF-a TBP2 3
TNF-a
TNF-a
TNF-a
TNF-a
REFERENCES
TNF-a 1 Gray P'W Aggarwal B B Benton C V et al. Cloning and expression
of ¢cDNA for human lymphotoxin a lymphokine with tumor necrosis
activity. Nature 1984 312 5996 721 ~724
2 Kettelhut 1 C Fiers W Goldberg A L et al . The toxic effects of tumor
necrosis factor in vivo and their prevention by cyclooxygenase inhibi-
tors. Proc Natl Acad Sci USA 1987 84 12 4273 ~ 4277
3 Beutler B A. The role of tumor necrosis factor in health and disease.
J Rheumatol 1999 26 suppl 57 16 ~21
4 Smith R A Baglioni C. The active form of tumor necrosis factor is a
trimer. J Biol Chem 1987 262 15 6951 ~ 6954
5 Keystone E C. The role of tumor necrosis factor antagonism in clinical
practice. J Rheumatol 1999 26 suppl 57 22 ~28
6 Scott J K Smith G P. Searching for peptide ligands with an epitope
TNF-a BSA library. Science 1990 249 4967 386 ~ 390
7  Blond ES Cwirla S E Dower W J et al. Affinity panning of a library
TNF-a of peptides displayed on bacteriophages reveals the binding specificity
of BiP. Cell 1993 75 4 717 ~728
8 LISY LIU Y X HUANG H et al.

Detection of the cell-growth supporting ability of calf serum by MTT
© h Eppthid Ghigese i ofiBiologieals  hitp://journals. im. ac. cn



560 18

1997 10 2 94 ~97 gand for the alpha 5 beta 1 integrin from a phage display library. J
9 Koivunen E Wang B Ruoslahti E. Isolation of a highly specific li- Cell Biol 1994 124 3 373 ~ 380

Screening of TNF-o Antagonist Peptides from a Random Peptide Library
Displayed with Escherichia coli Flagellar

LI Chao® ZHOU Yan-Rong CHENG Du-Sheng HUANG Pei-Tang
Beijing Institute of Biotechnology  Beijing 100071 China
Abstract Tumor necrosis factor TNF-a  plays an improtant role in the process of anti-infection and anti-cancer. It can both pro-
tect and make damage to the host.In order to find new way of inhibiting its host-damaging activity An E. coli flagella displayed
random peptide library was constructed and TNF-cantagonist peptides were screened using the peptide library. After 5 rounds of
panning and DNA sequencing six peptide sequences were obtained. Two of them TBP2 TBP3 have the same sequence frame of
V--N-WG. After primary comparation of TNF-a binding ability four peptides were synthesised and purified with RP-HPLC. The
activity of inhibiting TNF-a was detected with 1929 cell and MTT method. The data show that TBP2 and TBP3 can inhibit 90 %
of TNF-a activity when TNF-agives about 30% cell toxicity on 1929.The two sequences have not been reported.
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