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Preliminary stable expression of human OPG in the CHO cell
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Abstract: Objective To construct the stable expression vector of the human OPG, and to detect its stable expression in DHFR ™
type CHO cells. Methods The fulldength human OPG gene was obtained using RTPCR method. The gene was cloned into the
vector pcDNA3. 1-DHFR/CT-GFP. After identification, the vector was transfected into DHFR = type CHO cells. The CHO cells
with positive expression of OPG were selected using MTX screening. Results The stable expression vector of the human OPG
was successfully constructed, and the CHO cells with positive expression of OPG were also obtained. Conclusion The fulldength

human OPG gene can be stably expressed in the CHO cells, which provides a foundation for the functional research and clinical

application of OPG.
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1.1.1 AWkl RKIBFFE TOP10 I H Invitrogen
O], R # K peDNA3. 1-DHFR/CT-GFP iy 1E
Invitrogen 2% 7] 77 i peDNA3. 1/CT-GFP [ 3EAE E F
R — A RRIE R R A A, — AR A i it
B2t e [ € B D SR 40 g ( CHO-dhfr ) 9 H ATCC,,
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Lipofect AMINETM2000 Reagent ¥4 [ Invitrogen /3 H]
OPG-ELISA 1257 &% H 3 [E R&D A7,
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1.2.1 FWMANBFHLNEK OPG £iBIFH). AR HE
GeneBank o' A OPG ) mRNA J¥ %1 ( Accession :
U94332) , & Gene Runner &34 1 — X514 .
. PR1:5'=ACG GAA TTC GAC CAC AAT GAA
CAA GTT GCT G3', Fiif: PR2:5" ATC CTA TCA
GGC CAT TTC CAG TTA TAA GCA G3', FiifE5'3i
S5 H EcoR 1 WYL 55 ( GAATTC ) LRI P45
I ACG LU I kozak J¥41 ( ACAATGA) , NiE 5 Ity %
AEAEcoR VEFUINL &L (ATC) F12 N2 (CTA
TCA) , VIA BT cDNA A pfu DNA A il
4T PCR §7 4. PR1 1 PR2 4% 0.3 pL, 10 x pfu
Buffer, pfu DNA 24 1U, /il ddH,0 % 25 pL, X
N 2400 .95 °C 3 min 7438 ; LA 94 °C A2PE 30
5,68 CiB Kk 30 5,72 CIEf 1 min, 3£ 30 MER; i
J& 72 °C 10 min SEMIEM HL S wl H 1. 2% B b
BEE LIRS E PCR 724,
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# PCR P~ Wy FH AL 5 19 ks 24, 3 5 %4k
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Y, BOJE, FEEGE R 4] DNA FIl mRNA , 4 51 H
PCR Fl RT-PCR %5 OPG YR H ik, g W H
ELISA J7ik, %55E OPG Rk,
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4 E
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VKT UL, A AT H R (1 2) o K EHH 3
PRI 45 5 5 Genebank F 358 45 IE A (I &
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1. DL2000 Marker:2000bp . 1000bp . 750bp . 500bp . 250bp . 100bp;
2. OPG cDNA ¥} /351 (1243bp)
B1 RTPCR JriEy 48 A OPG cDNA
Fig.1 Amplification of the OPG ¢DNA using
RTPCR
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BRI B2 5 WG VI =)
B2 OPG FkFIRMIMY) % e
Fig. 2

vector using restriction endonuclease

Identification of the OPG expression

2.2 Yy CHO-DHFR 4i il J5 () OPG 1 3 X 41
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mRNA J55, 7] W, DHFR F1 OPG A4 4wt 3L R AR E 20 %%
AT HMZH DNA Jf HA mRNA B9%: 5% (& 3,4)
W W, H ELISA %55 OPG )35, 7F 450 nm
P, BAPEZH WG RE My 0. 273, FIYEXT R Ky 0. 07, 3iF
WA OPG ik,
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1. DL2000 Marker;2000bp ,1000bp .750bp ,500bp ,250bp , 100bp;
2. YL fE CHO 40ffd A9 DNA § 44,3, #5445 CHO 40 Ml /Y RT-
PCR ¥4

3 HEY CHO 4IiJ5 OPG RYFER AR5

I mRNA 56 %58
Fig.3 Identification of the OPG genome integration

and mRNA transcription in the transfected CHO cells
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1. DI2000 Marker; 2000bp . 1000bp . 750bp . 500bp .
250bp .100bp ;2. % Yt J5 CHO 4fi Jfi i) DNA ¥4 ;3.
F YL CHO i) RTPCR ¥4
B4 Y CHO 4HLf5 DHFR (SR 4THE5
FI mRNA #5R%5E
Fig.4 Identification of the DHFR genome
integration and mRNA transcription in the

transfected CHO cells
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