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1 ARECLF-V4HCLF-3% Eu-PAR R X YR
Table 1 The contentration of the u-PA in serum-free superaant expressed by CLF-14 and CLF-8

\ B4
... Experiment 5 I Experiment
UKRE ¥ B Samples A
UK Source g " P Contral
FER¥E HiFpf A 1 0.5 0.2 0.1 0.06 o*
BEER Lysis zone(mm3) 113 93 75 30 8.7 ]
Standard UK ELISA (Ags2) 2.04 1.1 0.41 0.2 0,00 0
R Added sample (ul) 30 20 15 10 5 0%+
CLF-14 B“EEM Lysis zone(mm?) 76 — 4.1
ELISA (As9s) - 0.4 0.19 0.18 0,08 0.08 0.02
st g Added sample (pld 20 20 15 10 5 3p%es
CLF-38 BHEWH Lysis zone{mm3?) 44 —-- — — — 4.5
ELISA (Ays2) 0,33 0.17 ¢.13 0.1 0,05 0.03

Specific activity of UK 10—20x 101U/ mg

Cell numbers of CLF-14 and CLF-8 were 2.28x 10% and 2.40x 10%, respectively
Supernatant volumes and culture time of CLF-14 and CLE- 8 were 10ml and 4gh, respectively
* PBS; ** non-engineered straiz (1) ; *** non-engineered strain (2)
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Expression of Pro-urokinase cDNA in Chinese

Hamster Ovary Cell Lines

Li Fengzhi Li Xiuzhen Tang Hongdi
Zhang Hongguan Hu Baocheng Han Suwen
Yu Welvuan Fang Jiming Huang Cuifen

(Institute of Biotechnology, Acodemy of Military Medicul Sciences,Beijing)

Expression vectors containing the pro-UK c¢DNA (pSV,-proUK) and
a dihydrofolate reductase ¢cDNA (pSV,-dhfr or MMTV-dhir) were co-
transfected into CHO-dhfr~ cells by caleium phosphate precipitation tec-
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hnique, The dhfr* iransformants were selected by fibrinolytic agarose
plate assay,Two colonies,named as CLF-14 and CLF- g, exhibited signi-
ficantly higher expression level of u-PA activity, They reached more
than 241U/10° cells/48h and 16IU/10° cells/i8h,respectively,Examination
of the cell supernatants for u-PA using ELISA method also showed
strong positive resulls, the quantity of expression is about 0,14—0,22
ug/10° cells/48h and 0,08—0.14ug/10° cells/48h, respectively, The u-PA
secreted by stable transformed cells can be completely inhibited by UK
anti-serum,but not by t-PA anti-serum and normal rabbit serum,
Key words
Prourokinase ¢cDNAj; CHO-dhifr- cells; gene expression

M #
Explanation of Plate 1

A, 2P HidMDNABH N ERpSV-proUK BRI M BEERRALER (1, MEXNE: 2—5.FHE
HPFER _
Hybridization of yecombinant pIéSmid pSVz-proUK with 32P-labelled pro-UK ¢DNA probe
(1, positive control; 2 — 5 positive recombinant dots)
B, MMM ENRBER(L— s BEEER, 5. BEERENID
Analysis of plasmids extracted by boiling method in agarose gel (1--4; plasmids from
positive colosiesss, negtive control plasmid)
HEAWERENHnd FaXba] WETERERKAD
Identification of pro-UK gene within positive colony plasmid by digesting with Hindff and
Xba (1, pSVe-proUK;2. pSVz-dhfr control)
D. soCRE PR & 4 B e e S e R
The results of lysis zone test after incubating the fibrinolytic agarose plate at g0 for
1h(1. 0.5IU standard UK; 2, CLF-14 supernatant, 3. 50BAEE trypsin)
E. SLIL% b R 4 |
Inhibition of lysis zone by anti-serum{i. standard UK plus UK anti-serum; 2, standard

o

UK plus t-PA anti-serum; 3. CLF-14 supermatant plu%> UK anti-serum; 4, CLF-14 super-
natant plus t-PA antl-serum)

I, pro-UK cDNAZECHOM M S &%
Lxpression of pro-UK ¢DNA in CHO cella(Top line 1 — 4 :standard UK 1]U,0.51U,2.2IU
0.05]U; 5. CHO-dhir- supernatant control, Bottom line 1 —5 :supernatant of CL¥-35,
CLF-14,CL¥F-23,CLF-21, and CLF-18)
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Li Fengzhi et al, :Expression of pro-urokinase ¢cDNA Plate T
in Chinese hamster ovary cell lines
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