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1 M¥EHFE

1.1 H#

1.1.1 BFPFMEEME: E. cotf RRIZHEEMN COS-7T MRCHEZRE, PECRNELER_EH
EEE RS Y (CHO-DHFR > M{ER FEEERE.

1.1.2 Bk FOHMEME DNA B
AR B A BT R TR RO L R MRS
ik pCDS™ (LE 1) BFEERERIEE.

Sal I

1.1.3 THEFAMAEN. TEESNE oolsa
B Boehringer Mannheim 4 F] f1iE £ 4 ’%ﬁf

LA H; ML FE DMEM 5§ GIBCO
AT AEERRNOEE LR BAT a5
P s MOATHEF R ATE4 o "P-dATP (> | ense | saif
3000Ci/mmol » # B E-*H-TdR (20Ci/ —— ! klenow

mmol) 4 BIIA |5 HHA 7R T S HF 507 |
1.1.4  EPO-ELISA if # &. & '
Boehringer Mannheim 28] 7= & .
1.2 k&
1.2.1 DNA MBI IER (72 #H57.
1.2.2 COS-7 MM CHO MR35 . %
ARELE®,

COS-7 4EH: 0. 5% BB Mk 4 % 10° 4
IR RIS BT 0. 8ml PBS ¥ . 0 20pg '
pMGL4 JR# DNA, 41§ = 5 ¥ B 10min 5 Bl EARSEE PMCLL HHE
TE U=220V, C=1080uF, t=1s 8§ &4 Fiili, BFEEBE L0min, ¥ A Sml 34 (DMEM, &
1055 /M4 ILRE > 10010 /ml FBRA 100pg/ml $EEFR, 2mmol/LERMIED 37 CHHR.

X T 199445 9 A 9 Hrsl,
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CHO-DHFR ™I . BERER L 210" 4 CHO #M., BT 0. 8ml PBS IH#&, I 200ug EcoR 1 #4E
{E 5 pMGLA Fl 2000 BE¥§ DNA, FRBE 10min 5 U=220V, C=760pF, t=1s {& i, &
RERFHE lomin FHAERE (DMEM, & 10%/ 4L, 1001U/m] FEEZM 100pg/ml 8B E,
0. lmmol /L HE®MHEE, 0.03mmol/L K3 fl g g5 ) & 370,
113 ™¥edl. $iREERR . EPO ELISA XM &. £WEEEN . BoUEk ) MEEEm e
(10] f'H-TdR # AR,
2 ZERZR
2.1 EPO REFERNNEE

J Ava U1 Tag 1 43 BUAIBR B35 5288 FUB pEPO L EPO cDNA 5 1 2 38 i JE SR BB 45, Klenow B§
HEEERBAREREpCDS M S 1 fie i (B L. BT HEFMEEMABRIEAMEARATF, B2P
FIEHY EPO cDNA R4 HEAT RV A R3E, MR A e iTeinEe, my-fey aikEiy o
Yres ok B L SCEE (113> RIEMBH T EPO cDNA 1§ A F W IETEAY B4 B #% Rk Rk pMGLA,
2.2 BEXKERRE COS-7 MARPFREREFX>=HiEIEMISN

Sy B BT AR T B2 F Ak SR pMGL4 SRS TEM FLBh AR M P EE R Fe 8 LA Bt PR T oA AR g
¥ pMGL4 RGN COS-7 fIlIE, MHUEMEAME RS A g COS-7 SIlRsy Rk
. 3 1#03K 2 57312 ELISA MR SHIEE RIRENE FR =W RSt a R, TREH
BRSO FLEh M NS R ek o AR TR R P, BRI LA TR B R k.

F 1 ELISA 128 pMGL4 ¥3t 48k JE 83 COS-7 MBIR L%

Samples Dilution Ayse cero/ng. ml™! -
Standard sample a 1:1 0. 46 0.5
Standard sample b i:1 0. 68 1
pCDS transfection 1:50 0. 03 0
pMGL4 transfection 1150 1. 486 100

#+ 2 pMGL4 ¥ COS-7 {HHR 48h ERPTREFTHREH

Samples Volamn (ul) Colonies /plate Cells/colony
pCDS 20 9.5 47
pMGL4 10 29.5 50

2.3 FEFIEFENTECHO AP EX

FAREFLER pMGL4 H: CHO 5110, A BB W MTX) HETRB &R, FHkE
EAE RS MTX D&Y 354 B a5 A 3% 18, R MBTH ELISA £ 28cm® BiEARETIE S
M 24h BEFMAMRAEREEE., MEMTXORENTE, SIRREAKTHEZER. EMTXRE N
2X 167 'mol/L BY, ST RE KT HE 24h 2~3pg/10° cells, F*H-TdR 8 AW TR & 0K LF
I gErE . SRR Y CHO M Sy iy EPO th B A £ IE S,
2.4 HREFREMHRY—H

TEMTX AN 10 mol /L BHEH A MRS, 3 M ABES, AIRBEEKE SRR AREESTH
FIRAKF, 45 R 24h B EPO AR B 2y 500ng/ml (HE2H Sml, SIRMR) . S% 3 BT kA
KFLERE TR, XWHEMRERKTER RN ZHITNREN.

%3 FRMIXKETESHE EPO R K E

MTX concentration/mol » L~! cepo/ng + ml~! Medium/ml Cell number/ x 108

5x10-¢8 100 5 2
110677 400 5 1
2x10°7 700~800 5 1.5
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mTHRYERE
BEWER, R
Pl 5 A RE, 96T o8
WY SR T EPO
ST RS R 08
WwEXRE, HRAKE
HARFEE—F (F 2. X 0.4
— T AR R
EURRGHER, & o2
o — BB (B # o FE 26 4%

oD

EErgiy—, Bk b 1 2 o2 4 5
. . one
TR A5 8 EPO # 4 B 2 5 A%HE 7ab b ODwoli

B, B—hWaEREE
AH—F R MTX MR EAHEREREETERERN R LK TFEREHHRE.
3 it

A RRAMAMAERK DNA B EHATERR, BHTAHEEELS DNAMER R, 4
SREEMFEPRFSRL EPO —BMIREE M A S, HS 8 IRE MTX ¥E D 210 " mol/L &
BT R 24h 2~3pg/10° Cells, AMFIRFEREDFEEMBLLE T SFREKTHRD, 4@
MEFFENRBERBKTRTE, AR VEITRALMESE R E LEABEERITT TEM.

EHRMERERZRES LR AFERAE MEEHERZBRESER BEEMERRE
W XMBEFE TS, DA TRERIM s AN IR ERA TR EH RS 5 4
RERE - EWEE, XL HE MTX 8 ARk s PR BN SR,

B 4 B4 AR A i 3 TR A0 MM K & I B9 02 EPO B [HA DNA, N X REE , TR AIMR
FEARKF-HE ST H EPO <DNA FRERIB AT, AL LA EPO HEH DNA fa[gEF 7 K
R H RS, BiH EPO EHMADNA FRESSHIETHEL. B TA4BXR EPO EH
A DNA M T AAE K, B EIIEE DNA, MEERERAM, BEEH MTX MK ENRKIE
KERE., SIFESHNERKEETEN.
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Stable Expression of Erythropoietin cDNA
in Chinese Hamster Ovary Cells

Lu Baisong Xu Xiuying Chen Lin Huang Peitang
(Molecular Genetic Center, Beijing 100850)

Abstract  An plasmid for the expression of erythropoietin is costructed by insering
erthropoietin ¢cDNA in cloning site of eucaryotic expressrion vector. The expression plas-
mid is introduced into COS-7 cells and biologically active erythropoietin is expressed,
which is indicated by ELISA and colony formation assays. The plasmid is then. intro-
duced into CHO cells by means of eiectroporatién and the foreign gene is amplified by
exposing the cells to gradually higher concentration of methetrexate. The expression lev-
el reaches 2~3pg/10° cells/24hrs when MTX concentration is 2X 1077 mol/L.. The ex-
pression level of the cells remain stable after 3 months of eryopreservation. It is possible

to obtain higher expression level by further amplification and selection.

Key words Erythropoietin ¢cDNA, CHO QI efdettdpbeaiion |/ Seableéxpréssisnnals. in ac.cn



