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pZFCD-in
75°C 10min
15pL 10 x Klenow Buffer 2pl. BSA 10mg/mL 0. 5pL

pGH ¢DNA

Klenow 4 u/pL 1pL. 1mol/L ANTP 1uL
10min  75°C 10min Klenow
DNA 10pL
TE Hind [l
830bp  1040bp  pGH DNA
Bgl 11 pAECMV
Hind [l
DNA
DH5«a
1.2.3 36h
70% ~ 80% 293 10pg pAECMVCD
pAECMVCD-in 10pg  10pg pBHGE3 40uL. Lipo-
fectamine Reagent 200p.L DMEM
45 ~ 50min 0.8mL DMEM
DMEM 293
37°C 5% CO, 6h
2 18h
48h 3d
1 14 ~18d
293
CPE
3~4d
3
-20C
1.2.4
! )
293 90 %
3~4d CPE
)
> OPCR
pGH ¢DNA

1

5'-TTCAAGCTTAGCTCCCCAGACCACTCAG-3'
5'-GAAGCAGGAGAGCAGCCCGTAGTTCTT-3'
Hirt 10 DNA
PCR 94°C 7min—> 94°C 1min—>55°C 50s—~>72°C

1min 30s 30 —72°C 10min—>4C
1.2.5
Graham "
TCID,, °
1.2.6 pGH
pGH ELISA
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2.1 pAECMVCD
pAESP1A
Spel  Hind[ll
pAECMV

PAECMVCD-in
Xbal  Hindlll
pCMV/gfp CMV
pAECMV
pGHcDNA  pGHeDNA-
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CMV
in pAECMVCD

Digested by Spel+Hin dlll
Tsolate Targe fragment
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Digested with EcoR1, blunted,hen
digested with Hindl11, isolate 830bp
(pPGH ¢DNA Jfragment

T4DNA ligase

PALCMVCD.

8100 bp

1 pAECMVCD

pAECMVCD-in
Fig.1  Construction of pAECMVCD and
PAECMVCD-in shuttle plasmids

2.2
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pBHGE3 293

293
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CMVCD-reAd pGHeDNA-in
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85% 293 4d 3
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2 pGH ¢DNA  CHO 105
Amp* 620bp pGHeDNA-in DNA
pA 860bp Hirt
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7s00p Sl 37400 by PCR CMVCD-reAd  DNA
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containing pGH cDNA

2

Fig.2  Construction of recombinant adenovirus
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Fig.4  Electron micrograph of CMVCD-reAd
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96h 168h
168h  pGH CHO pGH
CHO pGH
pGH COS7 pGH
pGH
pGH
2.3.2 pGH CM- pGH
VCD-reAd  CMVCD-in-reAd
0% 6 CHO pGH
8 24h  CHO pGH
120h
pGH 1
1 pGH
¢cDNA CHO
Table 1 Expression results of pGHcDNA and
pGHcDNA with first intron
pGH contents/ ng/ml. cDNA
N CMVCDinrAd CMVCDrAd
1 1166.7 618.0
2 1143.0 480.0
3 1348.2 512.4
4 968. 1 501.6
5 1078.2 704 .4
6 1209.9 391 2 prothgmosin « Myc
7 987.6 523.2 CACGTG ™
8 1400.0 561.9 499bp B NADH
Means 1162.7 +155.39 536.6+93.93 SP1 *
t Test P<0.01
PDGF A i
1 CMVCD-reAd
pGH CHO pGH 536.6 + ¢DNA
93.93ng/mL CMVCD-in-reAd
1162.7 + 155.39ng/mlL P<0.01
pGH pGHCDNA
117%
pGH ATF
GTGACGT '’
3 pGH
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Expression of Adenovirus-mediated pGH ¢DNA with First Intron in CHO Cells
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Abstract The recombinant adenoviruses containing pGH ¢DNA and pGH ¢DNA with the first intron under the control of CMV
promoter were constructed respectively by homogenous recombination method. The results showed that the recombinant adenovi-
ruses could mediate pGH ¢DNA expression in CHO cells infected with the recombinant adenoviruses. The expression level of pGH
¢DNA with the first intron increased by 117% compared with pGH ¢DNA without intron. This indicate that the first intron of pGH

gene have the function of improving the expression of the pGH gene.
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