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Fig. 1 Analysis of expression of induced cell and purified rETIa
at different steps by SDS PAGE under reducing conditions

1: protein marker; 2: induced cell lysate; 3: precipitate of induced

cell lysate: 4: inclusion body of rETla; 5: reactivation mixture of

rETIla; 6: purified rETla by aniom exchange chromatography; 7:

purified rETIa by gel filtration ; 8 : freeze dried rETIa after being

purified by gel filtration.
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Fig. 2 Inhibitory activity of rETIa to NTA

400 =8 9251 +38.207
r2=0.9881

O

B 300+

g ar

S Slope =K (app. )

Lo100f

3

=~ 0 1 1 1 1
10 20 30 40

1/a(a=V./V,)

Fig. 3 A plot of determination of inhibitory constant of rETIa
against NTA in accordance with equation
(L] 1 (la) = Ki(app.) Ja+ [Eo]. Ki= Ki (app.) / (1+
[S] /K.
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Fig. 4 Affinity chromatography of tPA deletion variant
(NTA) on rETIa Sepharose 4B
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Fig. 5 SDS PAGE analysis of NTA in the absence of
reducing agent
I': reactivation mixture of NTA: 2: fractions of former region ( peak
1): 3: fractions of latter region (peak I ): 4: fractions of former
region ( peak 11): 5: fractions of latter region ( peak 11): 6:
fractions of central region ( peak III') : 7 : fractions of latter region

(peak I1I); &: protein marker.
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Table 1 Purification of tPA deletion variant (NTA) by affinity chromatography on rETIa Sepharose 4B
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Preparation of Recombinant ETIa and Its Application in Purification
for tPA Deletion Variant (NTA)

- . # . . S .
WANG Xin , QU XiarMing, YANG Sheng-Li
( Shanghai Research Center of Biotechnology, The Chinese Academy of Seiences, Shanghai 200233, China)

Abstract Being cultured in high cell density, E. coli BL21 (DE3) harboring plasmid PET22brmETIa were
induced by IPTG and then recombinant ET Ia were highly expressed. Expressed rET Ia were above 40% of total
bacterial protein. After primary purification through breaking E. coli , dissolving inclusion bodies, refolding,
and further purification by twostep chromatographies, rETIa of electrophoretic purtity has been obtained.
Inhibitory activity of rET la against tPA deletion variant (NTA) has been detected and inhibitory constant ( K;)
was 8.72 x 10" ®mol/L. So affinity chromatography column of rETIaSepharose 4B was prepared for
purification of NTA. After only one step purification with this column from refolded NTA, 13.2-fold puritied
NTA with the specific activity of (565.7 £71.3) U/Hg and above 90% of purity, have been obtained with the

recovery rate of 96. 2%.
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