116G TEMMEE AR EER (pro-UK)EEE LK UE
SEX KM HAE HAIK

(EEEFH*R4MIBHRNEAR TEREE L5 100071)

E FF Southern blot FIPes# (Slot blot) Z3EH L, A EREREARBENERE (pro- UK TEHAR—
NGB RS 134 U MR E T H pro-UKEEHE NEGHTTTME., HRE7, 11GC TRYURBRNAE
#4 pro- UK ¥ NUCH 100~ 200 # 01 /408, /5 134 (RBHE N BERFZE. HH 16 Mk ERERHL
pro-UKH TR MM, 74 WHO HLEM X T HH DNA LM T £ rMEsk.

T FEEE, NN, TEHRKE AX

S Q78 XAHAME A XEHES 0253-2654(19993-03-0162-165

DETECTION OF COPY NUMBERS OF PRQ-UK GENE IN 11G CELL LINE

Han Suwen Zhang Jinfeng Yu Weiyuan Hu Baocheng

{Institute of Bietechrnology, Beijing 100071)

Abstract  Southern blot and Slot blot hybridization methods were used in this research to detect the copy
numbers of pro-urokinase {pro-UK) gene in pro-UK expression engineering cell line (11G cell line and

propagated 134 tmes cell line). The results showed that the copy rumbers of pro-UK gene were abour 100~ 200
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19980527 34 , 199809~ 44 [

© EH RS

LE T RETHATIBR S 4R5BEF  http://journals. im ac. cn



1999 4 26 (3)

MAEY ¥ ER + 163

copies/cell and the copy numbers did not changed after propagadng 134 dmes. This demonstrated that pro—UK

gene expression can be stable and high efficiemt in 11G engineering cell line and it is suitable for WHO

requestion about recombinant DNA transfected cell line for producis.

Key words Pro—urokinase, Copy number, Engineering cell line, Hybridization

AR BRI (pro—urokinase, pro-UK) 47 iR ¥
MR, IR PR B BE PR R, AT MR Re R AT IR
e, ERIER b, BB ZAUE RGN, AT HE
KEAFETHTIRTHREME, XN DNA &
AR T ARBBHEEK cDNAHEZK
M 8235 JE B8 (dihydrofolate reductase, DHFR) &
B g B & B P& (chinese hamster ovary,
CHO) 41 M o 2K 48 & B A & &R &, # 3 ™~
pro-UKH) CHO TRMM-11G HBATHidE
E, B TEEZETEABANED FRE, BRI
711G # IR pro-UKEE B #5 I B pt4T T M2,

1 #MREARE
L1 #EakE

CHO—dhfr ~ 4 B %k . 25 — S M- BRiE R B 4k
KA b E & B P8 (CHO dhfr ~) 40 f &,
Uraub # Chasin 832", KEHE,

IIGTREAMEE. 11GHEE S FiE pro-
UKH R B B 28 i A ™ 4% 134 1Ry T#
MELEE, pSV, - UKEABR K 11IG T B
BhmABTERAHE,

1.2 TABEFCERER

B 4 P9 )8 Stull. Bgll. Pstl & DNA #7ic
KA & 5 EE Promega > B AL EEEY T
Baw 5 [p-"PIdUTP B4 B Jb 5 T 45 )
(KB ST . 1.11 x 10°Bg/mmol/L).

1.3 A"

FREEEFE () (FF 10% (@) p4 1L
#.0.03mmol / LIK # KL%, 0.03mmol / LI B3 &
%.0.0lmmol/L L& 8. 0.0lmmol/LH &8
ff) D-MEM X5 78 & ) #5 3% CHO-dhfr ™ S}, F it
BSR4 (3 30 4 b 2 R i o T RS R i M i )
AR M0y (MTX) I ERS 3 11G % 15 0.25%
BEE A M (T 0.02%EDTA) i 1k #T #1745 18,
ITC K%,

14 ABEHEE DNA BRE

B 111G 40 i M1 CHO—dhfr ~ 41 Ji B 8 %
2mL {4 M2 % 2 x 1074080 /mL), 5+ 5] I A
1k & % (100mmol/ L NaCl, 10mmol/L Tris—
HCI pHS8.0, 25mmol/L EDTA,0.5% SDS) & E&
HE KO.Img/mL), FEBEEASOCHKHE
iFHE; 1A RNA 8§ (200pug/mL). 37CHB% 1h
B/ 05 B4R K CFEULIE DNA; B L.
R T HRILIEY) TE @& DNA.
1.5 #$tHlE

¥ pSV, « UK Jfi & DNA LA Pstl 88 #%; 1%
B B 0 o 1 PR UK ) o A R IBT W 1.5kb B pro-
UK DNA K B R AL 4% 8 & (-2
dUTP #RICHT DNA 5. fRid T M &R
B AT,
1.6 Slot blot k3 & i

e FE S R 10pg 11G 40 A5 4% DNA.: FA
24 B 3 CHO-dhfr ™ 48 BT 3 24K DNA (10ug);
TR IF# R pSV, - UK k. DNA, ¥ & 7 51
L TR IS 10,20, 50, 100, 200, 300 #5 0K
DNA 22 {E bR R GTE R LR 51
). 2SR 100C BB M 10min /5, 1
A 2% SSC 200uL, Al B2l 38 247 (Bio—Rad 22
AVEERESBABKBTHEIEEEE L ¥
B T#G, 80T #t# 2h LIE&ZA.
1.7 Southern blot EEPE~ ¢

53 BEL CHO—dhfr~ 8 fi ¥ 2 {4 DNA. 11G
i 3 6k DNA £ 10pug. BARAE ST 50,100,
200 ¥ U 089 pSV, + UK JF B DNA (& S A
10pg CHO-dhfr - 48 f 3 2 % DNA LI B &
) B Stul. Bgli B8 #%, 1% B FE 95 &8 ke 0k
e F AR {1.5mol/L NaCl, 0.5mot/L NaOH)
FEH 30min S5, BE P (1.5mol/L NaCl,
0.5mol/L Tns— HCl pH7.4) F &l 30min; Z
EERKE SRR RENEFREERIEME
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500g T4 F 20 x SSCPERAE, KK+
DNA B EMBABEE L HEOBRARA TR
J5.80C #t# 2h KIS A,
1.8 METRHETY
BREMEFRENHERTEEERER
Southern N M A R KIEE T MM
(50% FF 8k B, 5 x Denhardt ¥, 6 X SSC, 0.1%
SDS, 100pg/mL&Efa ¥y DNA) #, 42T iR 4% 4h;
Bl P A SRIC R (M ART 95C S
10min, K E), 42°C 23053 80 XA B
RBAHTFSCHEREREIK BK
15mins fF X EFREE X XA, - 70CHSH
H B & 24~48h.

2 &R51he
2.1 pSV, * UK FR# DNA. 11G 4/l DNA %
Uit gy |

E @ pSV, + UK iR DNA 25 5900bp, H
SFEN39OX10°D. CHOHREHA S T8
%198 x 10°D(1 BE/R A 6.02 x 10745+ F), B
1.5 x 10°CHO 40 i & 10ug DNA, 10pg &
pSV, « UK R DNA Y T A+ & 1 # )

B HG RS S pro- UKEE N
Slot blot Heik LR
Al CHO-dhfr - % B8 ¢ & & DNA (10ug). A2 pSV,-UK
DNA #1% 10 #1, A3 pSV,-UK DNA % 201, BI
pSV,-UK DNA #% 50 ¥ 1, B2 pSV,-UK DNA #% 100
#£ 7, B3 pSV,-UK DNAK Z 2008 11, Cl pSV,-UK
DNA #2300 %1, C2 11G FREKREEHE DNA (10ug)

1999 £ 26 (3)
# pro-UKZ H. B £ R+, K % 100.
200. S00pg M 1. 2. 3ng pSV, - UK M
DNA (4 5148 X F pro-UKZEHA 10. 20. 50. 100,
200,300 # W /4BMIH DNA B) S AR,
22 111G IRARGERAE NMAHNE
Slot blot H## X HFHHBELERER, 11G
THEAKME DNARFTRLTEREEMYT Ing#
pSV,+ UK DNA(E 1), ZAHBEHE N &K
5T 100 # 05/ 1 1G4 IR pro-UK
H AT B2 Southern blot X ERHEENR
¥R 200 ¥ 0L/ 40 (B 2), ERBIR T
11G 40 i b pro-UK ¥ I i e M 118 3
HENSEE. BRRIGIEHARKAREN
pro-UK#Y ¥ N HR 100~200 #5140, Se4H
REE 13 RE. BREHARE N, HERE
R E3 B4, XEERIEY, RE
pro-UKM 1IG TRARKHFSHA LES
NA(WHO)MEMXTRHTEEIB™ RN
TE & b A B A R Y,

H2 11GREARARES pro-UKEREE N
Southen blot X R
1 CHO-dhfr ™ #HAEH 545 DNA (10ug), 2 pSV,-UK DNA
#LS0#M, 3 pSV,-UK DNAK S 100 ], 4 pSV,
-UK DNAH 220040, 5 NGHEMA HAMRE 6K
DNA (10ug) )

23 1GHRE pro-UKEBH NS pro-
UKRIEMX R

i o 7 T 4 B R P MITX MR
611G 40 B dhfr 2 H 8 UL 98, 50 W
pro-UKZEH#E Np > #Hhn, RMERER,
11G Z fi pro-UKE: H # N HAF 100~ 200
PN/ M, pro-UKEBHENAEMBRT
pro-UKZE 1IG T # RER, HRKXBED
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B3 1G134 RAKREE pro-UKEE# 0 ¥
Slot blot BeS¥ LR
Al CHO-dhfr ™ #0 J8 3 £ & DNA (10ug). A2 pSV,-UK
DNAHIY 200, A3 pSV,-UK DNA M 2 50 ¥, A4
pSV,-UK DNA# %1003 A, B1 pSVI-UK DNA 1 %
WERN, B2 pSV,-UK DNA A% 300 £, B3 11G134
MY &k DNA(10pg)

> 500U/ 10°40 il / 24h (F & MTX fin EH# 3¢ 84
11G # pro-UKE H i R &R X 100U/10°40
Hi/24h). LRI, 11GH P pro-UKE B &
FRERXREKTFHIERE. HHR, 11IGHAR
BEREN. B#ikpro-UKH THEHMRE, R
HREFWIF R AR,

£ F X W
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B4 11G134 {REBIES pro-UKHE FH # I
Southern blot Z¥3r 5%
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