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suPAR-pMT/Bip.
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Fig. 1 SDS-PAGE of S2 cells culture medium stably
transfected with suPAR-pMT/Bip vector and induced with
0.5 mmol/L CuSO,

M: Protein molecular mass marker; /: Untransfected S2 cell (Control); 2:
Supernatant after two days induction; 3: Supernatant after four days

induction (The arrow indicates the suPAR band).
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Fig. 2

further purified on an anion exchange column Resource Q

suPAR captured from ATF-affinity column was
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Fig. 3 SDS-PAGE of suPAR purified through Resource Q
I: Fraction from ATF-affinity column; 2~35: Fractions from Resource Q
(2: 1291ml; 3: 25.15 ml; 4: 30.95 ml; 5: 37.58 ml); M: Protein

molecular mass marker.
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Fig. 4 Gel filtration chromatogram shows suPAR from

Resource Q is monomeric
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Fig. 5 Gel filtration chromatogram (superdex 75) shows

that suPAR (eluted at 57.1 ml) binds with ATF (eluted at

76 ml, in excess) to form suPAR-ATF complex (eluted at
53.6 ml)
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Fig. 6 Detection of the stability of suPAR after purification
1: suPAR-ATF complex (control); 2,3: suPAR-ATF in which suPAR
was from ATF-column and stored in 4°C for 1day (lane 2) or 2 days
(lane 3); 4: suPAR-ATF in which suPAR from ATF-column and

Resource Q column and stored at 4°C for a week; 5: suPAR.
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Fig. 7 suPAR-ATF-ATNG615 complex forms protein crystals
by microdialysis method

Sl S ATNGIS
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Fig. 8 SDS-PAGE shows that the crystals contain suPAR,
ATF and ATN615

1: Starting complex for crystallization; 2: Washed crystals of suPAR-

ATF-ATN615 complex.

Table 1 Statistics on diffraction data of suPAR-ATF-
ATNG61S5 crystals

Space group P2,
Unit cell 51.792 A, 86.805 A, 124.690 A, 90°, 94.54°, 90°
Resolution 194

Total measurements 273 350

Unique reflections 86 852

Completeness /%  94.5 (77.5)"
Average l/o 16.1 (1.97)
R 0.064 (0.338)°

“The numbers in parentheses are for the highest resolution shell.
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The Expression, Purification and Crystallization of
Monomeric Soluble Human Urokinase Receptor”
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2 Center for Haemostasis and Thrombosis Research, Beth Israel Deaconess Medical Center,
Harvard Medical School, Boston, MA 02215, USA;
The Graduate School of The Chinese Academy of Sciences,Beijing 100049, China)

Soluble form of human urokinase receptor was cloned into Drosophila Schneider 2 secretion

expression vector pMT/Bip/v5-his, and co-transfected with pCoHygro into S2 cells, to establish stably S2 cells

line. The expressed suPAR from such procedure tends to form oligomer and is unstable, presenting difficulties for

its structural studies. Here a purification procedure that yields monomeric suPAR was reported. SuPAR obtained

through such procedure is monomeric and quite stable. SUPAR complex with amino terminal fragment (ATF) of
uPA and an anti-suPAR antibody (ATN615) was crystallized by dialysis method into diffracting crystals (1.9 A).
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