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KCl 0.15mmol L CaCl, 10mmol L K,HPO,
pH7.6 25mmol L HEPES pH7.6 2mmol L EG-
TA pH7.6 S5mmol L MgCl, 2mmol L ATP 5

mmol L Bio-Rad Gene Pulser I
0.2cm 300V 1000pF
10mL 37C CO,
48h G418
96 15d
pro-UK
Vero
1.4 pro-UK
FAPA °©
1.5 MTX
7
1.6 Western blotting
Sp2 0 Namalwa
SDS-
PAGE 20pL.
pro-UK
IgG Western blotting
pro-UK 4
1.7 pro-UK
pro-UK
pro-UK 8
1.8 IAA
9
2
2.1 pro-UK
pro-UK
pcDNA; UK
P CMV
pro-UK neo
polyA
mRNA
pro-UK

1
Table 1 The properties of plasmids used in this study

Mono-
Gene Selection _,
restriction promotor 3’sequence
) expressed gene
site
pcDNA3UK  Poul pro-UK CMV P neo BGHpAO
pUK Sall pro-UK MTpro dhfr  SV40pA
pUs Poul  proUK  AdvMLP  dhfr  SV40pA
pSV2neo EcoR1 neo SV40 neo SV40pA
pSV2dhir EcoR1 dhfr SV40 dhfr  SV40pA
2.2 pro-UK
3 3

2 pro-UK
Sp2 0>Namalwa > Vero pcDNA; UK

Sp2 0 pro-UK 50
IU 10° cells. 24h  Namalwa pro-UK

71U  10° cells. 24h  Vero

pro-UK 1IU  10° cells. 24h
Sp2 0 Vero
2 pro-UK c¢cDNA
1U 10° cells. 24h
Table 2 Stable expression of pro-UK with 3 plasmids in
various cell lines TU 10° cells.24h

Plasmid Promotor Vero Sp2 0 Namalwa
pcDNA;UK  hCMVP 1 25 50 7
pUK MT Pro 1.25 n.d. 30
pU3 Adv MLP 11.25 10 n.d.

Note n.d. stable cell clone was not found the figures in parentheses
show the pro-UK expression level obtained by large DNA dosage electro-

poration methods as mentioned in Material and Methods.

2.3 MIX
pro-UK
MTX
pro-UK pro-UK

3

3 MTX nmol L
TU 109 cells. 24h
Table 3 Pro-UK expression levels in various cells with

different MTX concentrations IU 10%cells 24h

pro-UK

Onmol L S50nmol L 500nmol L. 5000nmol L
Vero 5 12.5
Sp2 0 10 20
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3 pro-UK
Namalwa 200I1U  10° cells.
24h Sp2 0 201U 10° cells. 24h  Vero
1.251U  10° cells. 24h
2.4 Western blotting pro-UK
Vero pro-UK
500nmol L MTX
12.5 TU 10° cells. 24h  Western blotting

pro-UK  Vero 1
Sp2 0 Namalwa pro-
UK
pro-UK
1 2 3 4

1  Western blotting pro-UK  Sp2 0
Namalwa
Fig.1 Western blotting assay showed the expression of
pro-UK in Sp2 0 cells and in Namalwa cells
1.pro-UK from Sp2 0 cells deoxidized
2.pro-UK from Namalwa cells deoxidized
3. pro-UK from Sp2 0 cells non-deoxidized

4. pro-UK from Namalwa cells non-deoxidized

2.5
1 pro-UK
Namalwa
pro-UK 2 pro-UK
[
K 150
5
2 100
L o~
& =
v E 50
% 2
: S 0 . . . ,
& 0 2 4 6 8
t/d
2 Namalwa pro-UK

Fig.2 Stable expression of pro-UK in recombinant

Namalwa cells after cell division

pro-UK

2.6 pro-UK
-20C
8L SDS-PAGE
pro-UK 90 %
1 2

1000mL

3 Sp2 0

Namalwa

pro-UK SDS-PAGE
Fig.3 SDS-PAGE of pro-UK purified from recombinant
Sp2 0 and Namalwa cells
1. Protein MW marker 97400 66200 42700 31000 14400
2. pro-UK purified from Sp2 0 cells
3. pro-UK purified from Namalwa cells

2.7 pro-UK
pro-UK UK
Plasmin UK
S-2444
UK 10
pro-UK pro-UK
Plas-
min
2.8 pro-UK
SDS-PAGE
4.5% 10%
G250 94 67 43 33
17.5kD
pro-UK 52kD
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2.9 1AA pro-UK
IAA CHO Vero Sp2 0
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Expression of Prourokinase in Different Mammalian Cells

QIAN Feng XIAO Cheng-Zu GAO Li-Hua ZHANG Zheng-Guang GUO Zhi-Xia YU Wei-Yuan
Institute of Biotechnology Beijing 100071

Abstract Comparison studies of recombinant prourokinase pro-UK in various host cells and expression vectors were
carried out. Expression levels of vectors constructed in this study in different cell lines were compared. Mammalian cells
expressing pro-UK were established. The levels of pro-UK expression in recombinant Namalwa Vero and Sp2 0 cells are
200 12.5 and 50 TU  10° cells 24h . pro-UK purities separated by immunoaffinity chromatograph are above 90% . Im-
munoabsorbent assay showed the ratio of pro-UK in CHO cells is lower than that from Vero and Namalwa cells. This

study provide new host cells for pro-UK production.
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