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Fig. 1 Identification of purified recombinant
mouse tissue factor
(a) 12% non-reducing gel to identify recombinant mouse tissue factor
(mTF), Commassie brilliant blue staining. (b) 12% non-reducing gel to
identify mTF by Western blot, polyclonal rabbit anti-tissue factor
antibodies (pAb-TF) was used.
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Fig. 2 Standard curve for a typical
relipidated mTF preparation
The mTF mole concentration of testing sample was indicated on the

x-axis. The clotting time of testing sample was indicated on the y-axis.
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Fig. 3 Mouse tissue factor (mTF)
enhancing blood coagulation
10 pmol i.y. injected relipidated mTF could enhance blood coagulation
in the mouse bleeding time assay, and mice injected with equal amount
blank liposome served as controls. 10 mice for each group.
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Fig. 4 Characterization of mTF monoclonal antibodies
(a) mTF monoclonal antibodies (T1, T2, T3 and T5) can
immunoprecipitate mTF compared to mIgG. pAb-TF was used to
identify mTF in Western blot; pure mTF as positive control. (b, ¢) T5
can indentify mTF in TNF-a-stimulated (c) mouse macrophage
membrane in FACS assay, compared with resting (b) mouse
macrophage. (d) The relative affinity between T5 and mTF.
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Fig. 5 The function-blocking activity of
mTF monoclonal antibodies
(a) Compared to mIgG, mTF monoclonal antibodies can partly inhibit
MTF activity in the in wvitro clotting assay. (b) The function-blocking
activity of TS5 is dose-dependent.
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Fig. 6 mTF function-blocking antibody TS5 reduces
thrombus formation in the murine DVT model
i.v. Injected 25 g TS could reduce thrombus formation in the murine
DVT model, mIgG served as control. 7 mice are used for each group;
Student’s ¢-test is used for statistical analysis. Error bars present s.e.m.;
*P=0.014.
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Generation and Application of Active Recombinant Mouse Tissue Factor
and Its Function-blocking Monoclonal Antibody"

PEI Xin-Hui"?, CHI Shan®, WANG Jin-Tao?, LIN Zhi-Xin", ZHANG Xue-Hong", GENG Jian-Guo?”
("College of Life Science & Biotechnology, Shanghai Jiao Tong University, Shanghai 200240, China;
2Laboratory of Molecular Cell Biology, Institute of Biochemistry and Cell Biology, Shanghai Institutes
for Biological Sciences, The Chinese Academy of Sciences, Shanghai 200031, China)

Abstract Tissue factor (TF) is a cell surface glycoprotein playing an important role in the initiation of the blood
coagulation cascade. The functions of TF in other physiological or pathological activities, such as tumor cell
migration, are also acknowledged gradually in recent years. A recombinant protein of mouse tissue factor (mTF)
extracellular part fused with His tag was constructed, and it was expressed and purified successfully in high-level
soluble form. This recombinant mTF can effectively initiate plasma clotting in vitro and enhance blood coagulation
in vivo, which prove its biological activity. Using this recombinant mTF as immunogen, a murine monoclonal
function-blocking antibody to mTF was also generated, which can inhibit mTF-initiated plasma clotting in wvitro.
And by treating with this function-blocking antibody, the thrombus formation in a murine deep vein thrombosis
model was attenuated successfully, which suggests the important role of tissue factor in deep vein thrombosis. In
all, with the active mTF recombinant protein and the mTF function-blocking antibody, the functional investigations

of TF in murine models of various research areas become more convenient and feasible.
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