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Fig.1 Agarose gel electrophoresis of pKS-SPAP2CT Fig.2 Agarose gel electrophoresis of pGex-2T-
cut by BamH 1 and EcoR 1 SPAP2CT cut by BamH 1 and EcoR I
a. Molecular weight marker; b. pKS-SPAP2CT; a. DNA Marker; b. pGex-2T-SPAP2CT cut by
c. pKS-SPAP2CT cut by BamH [ and EcoR I . BamH [ and EcoR I.
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Fig.3 SDS-PAGE of all proteins of
pGex-2T-SPAP2CT
a. Molecular weight marker;
b. pGex-2T-SPAP2CT uninduced;
c. pGex-2T-SPAP2CT induced by IPTG.
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Fig.4 Affinity chromatography of GST-SPAP2CT
on glutathione sepharose 4B

a. Fraction flowing through glutathione sepharose 4B; b. fraction

eluted with buffer 1; ¢. fraction eluted with buffer 2; d. fraction

eluted with 10 mmol/L glutathione readuced.
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Fig.6 Separation of GST-SPAP2CT on SDS gels
and analysed by immunoblotting with
anti-SPAP2CT(163)

a. Magic marker;

b. GST-SPAP2CT.

Fig.5 Separation of GST-SPAP2CT on SDS gel protein
samples separated by 10% SDS gels and then
stained with Coomasie Brilliant Blue

a. Molecular weight marker; b. a from glutathione sepharose 4B;

c. b from glutathione sepharose 4B; d. ¢ from glutathione sepharose

4B; e. d from glutathione sepharose 4B.
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Abstract SPAP2, atransnembrane protein, isan Ig family receptor containing both ITM s (immunoreceptor
tyrosine-based inhibition motifs) and ITAM s (immunorecepor tyrosine-based activation motifs). The extracel-
lular portion of SPAP2 contains six immunoglobulin-like domains and its intracellular ssgnent has wo ITAM s
and wo ITMs Sequence aligmentwith the genamic database reveals that the SPA P2 gene contains 16 exons
and is localized at chramosome 1g21. SPAP2 is consisted of 734 anino acids, and the intercellular portion of
SPAP2 contains 137 anino acids Tyrosine-phogphorylated SPAP2 is ecifically asociated with SH2 damain-
containing tyrosine kinases and SH2 daomain-containing tyrosine phogphatases, which lead o the initiation of
signal trangduction SPAP2CT gene was anplified by PCR with SPAP2 full-length DNA as the tanplate and
cloned o the pBluescript  KSvector pGex-2T-SPA P2CT, the expression vector of disoluble fusion potein,
was constructed and tranderred into E coli of DE3-plysS The fusion protein GST-SPA P2CT was expressed ef-
ficiently and purified by FFQ ion exchange chramatogrgphy and GH affinity chraomatogrgphy.  The result indi-
cates that we have constructed steady expression vector pGex-2T-SPAP2CT, which was expressd in E coli
The molecular weight of the disoluble fusion protein is46 000, the productivity of GST-SPA P2CT protein is
10% and the purity isover 90% after the purification
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