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Abstract: We constructed the recombinant adenovirus vector expressing IL-24 and E1A (Ad-IL-24-E1A) and investigated the
inhibition of Ad-IL-24-E1A on SMMC-7721 hepatocellular carcinoma in vitro. We amplified IL-24 gene by PCR using
pAdTrack-IL-24 as template. The IL-24 gene was cloned into pAdTrack-IRES at the Bgl II and Sal T site to form
pAdTrack-IL-24-IRES. E1A digested from pAdTrack-E1A was cloned into the pAdTrack-1L-24-IRES at the Xho I and EcoR V site to
form the pAdTrack-IL-24-IRES-E1A. We co-transformed both pAdTrack-IL-24-IRES-E1A and pAdeasy-1 digested by Pme I and
packaged to obtain Ad-IL-24-E1A. Ad-IL-24-E1A at 50 MOI infected SMMC-7721 cells. 3-(4,5-Dimethylthiazol-2-yl)-2,5-
diphenyltetrazolium bromide (MTT) assay determined cell proliferation. Flow cytometry detected Cell apoptosis. The apoptotic rate
of SMMC-7721 cells was 52% 48 h after infection with Ad-IL-24-E1A. The result showed that the growth of SMMC-7721 cells was
significantly inhibited by Ad-IL-24-E1A at the MOI of 50.
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Fig. 1 Construction and identification of pAdTrack-IL-24-IRES and pAdTrack-IL-24-IRES-E1A. (A) Using primers P1 and P2, IL-24(621

bp) was obtained by PCR with pAdTrack-IL-24 recombined plasmid as template. (B) pAdTrack-IL-24-IRES was identified by PCR (P1 and
P2) and the result is 621 bp IL-24. (C) pAdTrack-IL-24-IRES was digested by Bgl II and Sal I to release the 621 bp IL-24 fragment. (D) 1:
pAdTrack-IL-24-IRES was digested by Xho I and ECOR V to get larger fragment; 2: pAdTrack-E1A was digested by Xho I and EcoR V to
release the 1200 bp E1A fragment. (E) Using primers P3 and P4, pAdTrack-IL-24-IRES-E1A was identified by PCR to get 1200 bp E1A
product. (F) pAdTrack-IL-24-IRES-E1A was digested by Xho I and ECOR V to release the 1200 bp E1A fragment. M: marker 2000.
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QBI-293A - Ad-1L-24-EIA
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Fig. 2 QBI-293A cells transfected with Ad, Ad-IL-24 and Ad-IL-24-E1A under fluorescence-microscope.
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Fig. 3 Transcriptional expression of I1L-24 and E1A on SMMC-
7721 transfected with Ad, Ad-IL-24 and Ad-IL-24-E1A by RT-PCR. IRES(Ribosome entry site)

1:PBS; 2: Ad; 3: Ad-IL-24; 4: Ad-IL-24-E1A; M: marker 2000. (A)

Taking P1 and P2 as primer. (B) Taking P3 and P4 as primer. 5 IRES

Journals.im.ac.cn

© HERFERMEMHARFATIESHELE http://journals. im. ac. cn



IL-24-El1A SMMC-7721 1039

PBS Ad-1L-24 Ad-IL-24-ElA

EIA-Cy3

IL-24-Cy3

4 [EERZIEN 1L-24 F/= E1IA B HE SMMC-7721 AF 40 i o 89 =ik
Fig. 4 Immunohisto-chemistry analysis expression of IL-24 and EIA in SMMC-7721 cells in vitro with anti-IL-24 and E1A
antibodies.
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Fig. 5 Pictures of SMMC-7721 malignant tumor cells transfected with Ad, Ad-IL-24 and Ad-IL-24-E1A (50 MOI) 48 h under
microscope.
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Fig. 6 Growth curves of HL-7702 and the growth-suppression curves of SMMC-7721 malignant tumor cells transfected with Ad,
Ad-IL-24 and Ad-IL-24-E1A. (A) Cytotoxic effect of Ad-IL-24-E1A on HL-7702 cells. (B) Cytotoxic effect of Ad-IL-24-E1A on
SMMC-7721 cells.
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Fig. 7 Flow cytometry map of SMMC-7721 malignant tumor cells transfected with Ad, Ad-1L-24 and Ad-IL-24-E1A. (A) Apoptosis
analysis using Annexin-V-PE/7-AAD double staining. (B) Apoptotic rate of SMMC-7721 cells.
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