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[ Abstract)
used to set up PT kit.

To obtain recombinant human extracellular tissue factor (r-TF) which can be
Methods

Objective
Expression plasmid, pPICOK-TF, was constructed by inserting the
sequence encoding human extracellular tissue factor into yeast expression vector pPIC9K and
transformed into Pichia pastoris GS115 with electroporation. Having been selected by G418,
transformants containing TF ¢cDNA were induced by methanol for the expression of rTF, purificated
and anlaysis activity.  Results SDS-PAGE showed that the molecular weight of the expression
product was about 37 000 — 45 000. Western-blotting indicated that it was human extracellular tissue
factor. After phorspholipids treatment, purified rTF was able to initiate blood coagulation.
Conclusions rTF gene is expressed in Pichia pastoris and the active products are secreted into the
medium with concentration up to 182 mg/L. The recombinant protein is purified with a simple process
and high rate of protein recovery, the purified protein can be used in PT test.
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Fig 1 Agarose gel electrophoresis for analysis
PCR product of human r-TF ¢cDNA
1:DNA marker 100 bp DNA Ladder Plus;
2:PCR product of r-TF cDNA
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Fig 2 Rectriction endonaclease analysis of
recombinant plasmid pPICIK-rTF
1:DNA marker Lambda DNA/EcoR | + Hind I
2. pPICIK9K-rTF
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Fig 3 Reducing SDS-PAGE of fusion protein
expressed by GS115/pPICIK-rTF
1:Molecular weight standard; 2:Before induction;

3 —5:Methanol induced for 24 h,48 h,72 h respectively
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Fig 4 Reduced SDs-PAGE and Western blot
for analysis of purified rTF
A. 1:Molecular weight standard; 2;Purificated of r-TF;
B. Western blot for rTF
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Tab 1 Purification of human extracellular TF from 40 mL Pichia pastoris pPICIKrTF cell culture supernatant fraction

Ttem Protein(mg) Total activity(u)? Specific activity(u/mg) Purification factor
Cell supernatant {raction 124 380 4.52 —
Concentrated sample 56 26. 8 0. 48
Dialyzed concentrated supernatant fraction 38 5 472 144 1
Anion-exchange setp 7.28 4200 576 4
2The activities were the activities of relipited rTF.
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