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ABSTRACT BACKGROUND AND AIM: To study the ability of ( RGD) s-tTF thrombod's targeted protein binding to tunor
vascuar markers such as integrin 0 g s, and to invedigate the relationship between the targeting ability to integrin O 3 s and
the chemica  structure of RA polypeptide of the fuson protein. MATERIALS AND METHODS: The ( RGD) s-tTF fuson gene
was syntheszed by the truncated tissue factor (tTF) and three R@ polypeptides in series and expreseed in Escherichia
coli (E.coli)BL21 (DEj . The fusion protein was then purified by Nickel dfinity chromatography column.  The activity of
the tTF fudon protein was evaluated by clotting assay. The binding ability to intergn O3 s specidly was andyzed by
indrect emzyme linked immurosorbent assay (B-ISA) , and conpared with the activity of RA@-tTF fudon protein.
RESWTS: The coagulation activity of ( R®) s-tTF and RGD-tTF purified fuson protein wes dike (F=0.019,P>0.05).
However , the ability of the (RQD) s-tTF fuson protein binding to intergrin 0 35 gecificaly was elevated dgrificantly
(F=140.17,P<0.01). When the concentration was 0. 24 nol/L, the ODasm of the ( RGD) 3-tTF fuson protein was
1.3 times nore than that of RGE-tTF fudon protein(1.25/ 0.95) . cONCLUSION: Because the (R®) s-tTF fuson
protein has two disufides and three R@ polypeptides, the coagulation activity of tissue factor was retained and the ahility
bindng to integin OB s was increased sgnificantly. It may provide a foundation for the further study of thromboss
targeted thergpy in animel tunor nodds.
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1 (RGD)stTF PCR . M: DNA
PCR ; 2: RGDtTF PCR ; 3: (RGD)=tTF PCR
Figure 1 Analysis of PCR product of ( RGD)=tTF by agarose gel electrop
horesis. M: DNA marker; 1: PCR product of tTF; 2: PCR product of
RGDtTF; 3: PCR product of (RGD)stTF.
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Figure 2 Analysis of the product of purification through Nicke-affinity
chromatography column by SDSPAGE. 1: Total soluble protein; 2:

Total insoluble protein; 3, 4, 5: Sample washed from the caumn with
Hute buffer; M: Protein marker.
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Table 1 Clotting of tTF fusion proteins ( X +s,n=28)

Qoncentration Time of blood clotting (min)
TR o eoar

0 0 >30 >30

0 12.5 >30° >30°
0.75 12.5 >30 >30
1.5 12.5 14.56+0. 72" 14.97+0.57

3 12.5 12.78+0.70" 13.09+ 0. 47

6 12.5 9.96+0.56" 10.04+0. 39

6 0 > 30 > 30

Repeated measures andyss of variance: conpared with the RAtTF
gowp, P> 0.05 (F=0.019) ; compared with the cortrol goup (a) :

*P<0.01; corpared with the control goup (b) :  P<0.0L
(P<0.01), RAtTF
(F=0.019, P>0.05
2.5 ags
BHIA (RAD) s -tTF aps
( 3 (RQ@D) s -tTF
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) , 0.015py nmol/ L
(RQ) s -tTF aps
R@tTF ( F=140.17,P<0.01) tTF
0.24y mol/ L , (R@)s-tTF ROtTF
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Figure 3 The analysis of ( RGD)=tTF specific binding to as. Compared ’

with the RGDTF group, F=140.17, P<0.01
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