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Hepatocarcinoma specific IL-1 anti-sense RNA inhibits implanted hepatocarci-
noma in mice

LIU Yan-yan, LIANG Shu-juan”, WANG Huan-qin, ZHANG Su-hua, XIAO Wei-ling, WU Hui-na ( Department of Im-
munology, Weifang Medical College; Key Immunology Laboratory of Higher Institution of Shandong Province, Weifang
261042, Shandong, China )

[ Abstract ] Objective :To construct hepatocarcinoma specific IL-1{ anti-sense RNA expression vector and to explore its
effect on the growth of implanted hepatocarcinoma H22 cells in mice and the possible mechanism. Methods: Murine IL-
1B anti-sense RNA expression vectors pafpIlRES2-antilL-131 and pafpIRES2-antilL.-132 under the regulation of minimal
alpha-feto protein ( AFP ) promoter and CMV enhancer were constructed, and further verified by PCR, restriction endonu-
clease analysis and DNA sequencing. H22 cells transfected with pafpIRES2-antil.-18 1 or pafplRES2-antilL-13 2 were
divided into 3 groups: H22/mock, H22/antilL.-1 31 and H22/antilL-1B2 group. Expression of IL-13 was detected by RT-
PCR. Transfected H22 cells were subcutaneously injected into mice to establish tumor implanted mouse model. Tumor vol-
ume was measured; the cytotocixity of spleen NK against H22 cells was detected by MTT. Results: Hepatocarcinoma spe-
cific IL-1B anti-sense RNA expression vectors pafpIlRES2-antilL.-181 and pafpIRES2-antilL.-1B2 were successfully con-
structed and were verified by PCR, restriction endonuclease analysis and DNA sequencing. IL-1f expression in H22 cells
was down-regulated after transfected with IL-1f anti-sense RNA expression vectors, especially with the pafpIRES2-antilL-
182 vector. Hepatocarcinoma cells implanted mouse model was successfully established. Tumor volume and growth of
tumor in H22/antilL-1 32 mice was obviously smaller than that in H22/mock mice, and the cytotocixity of spleen NK a-
gainst H22 cells in H22/antilL-1B1 and H22/antilL.-132 mice was also greatly enhanced. Conclusion: Hepatocarcinoma
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specific IL-1 anti-sense RNA expression vector pafplRES2-antilL-13 was successfully constructed. It effectively inhibits

the growth of implanted hepatocarcinoma in mice probably through specifically blocking expression of IL-1B and increasing

cytotocixity of spleen NK.
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TTG CTA GCT TCG AGC AGT GCT GCT GAA GTC
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DNA JF515]| A pIRES2-EGFP, ¥ # H1 AFP fiz/)Mi3 5l
VR 9 20 R R PR AR A, &8 TR PCR
FE ] 1 WS 20T L DNA T3 8103000 5 R 200 i 5 Y S5 5 1E
e B HoAn 44 4 pafpIRES2-EGFP( & 1),

T

1 FEHRIEHM pafpIRES2-EGFP IR #1485 5 47
Fig.1 Restriction endonuclease analysis of recombinant
expression vector pafpIRES2-EGFP
1: 100 bp GenRuler DNA Marker; 2,4: pafplRES2-EGFP;

3: pafpIRES2-EGFP + Nde 1 ; 5: pafpRES2-EGFP + Nde [ /Nhe 1
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antilL-1B1 F pafpRES2-antilL-182.
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E 2 pafpIRES2-EGFP-antilL-1p1 & X RNA ik
UK EcoR 1 (Xho 1 FR#|EEGIE 547
Fig. 2 Restriction endonuclease analysis of anti-sense
RNA expression vector pafpRES2-antilL-113
1: DNA/EcoR 1 + HindIll Marker; 2,3 : pafplRES2-antilL-1B82 +
EcoR'T and Xho 1 5 4,5: pafplRES2-antilL-181 + EcoR |
and Xho [ ; 6,7: pafpRES2-EGFP

B3 IL-1pl # IL-1B2 & X RNA 7 H22 #f s RIE
Fig.3 Expression of IL-181 and IL-1p2 ( x100 )
anti-sense RNA in H22 cells
A: AntilL-1B2 tranfected H22 cells ; B: AntlL-1B1 tranfected

H22 cells; C: Mock tranfected H22 cells; D: AntilL-132
tranfected YAC-1 cells

2.4 IL-1B K3 RNA Ak B4k 4 )5 H22 wm el
IL-1B &k R

B H22/antilL-181 , H22/antilL-1B2 . H22/mock
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H22/mock H.EZ, H22/antilL-131 1 H22/antilL-1B2
Yf 118 A 3k 52 23], H22/andIL-182
AN FEEE W] R & 4 ).
2.5 TL-1B2 B 3L RNA Fik B AR 7 £ K 49 %0

P IL-1B S SC RNA FRB 8RR Ly H22 40 i
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55 H22/mock 41/ B L #5, H22/antilL-132 41 i I8
BN, B KR 12, UL IL-18 X X RNA A g 3%
T R A A

Hli

E 4 RT-PCR %l $ pafpRES2-antilL-13
/& H22 fHRah IL-1B ERE M RIX
Fig. 4 Expression of IL-1f gene in H22 cells after
transfection with pafpRES2-antilL-13
1: DNA/EcoR] + Hind Il Marker; 2: Negative control; 3: H22/
mock cells; 4: H22/antilL-1B1 cells; 5: H22/antilL-18 2 cells
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Fig. 5 Effect of IL-1p anti-sense RNA expression vector on
proliferation of implanted tumor in nude mice
" P <0.05 vs H22/mock group
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Specific bysis %)
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Fig. 6 Effect of IL-1p anti-sense RNA expression vector on
cytotocixity of spleen NK in tumor implanted nude mice
"P<0.05, ""P<0.01 vs H22/mock group
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e A A D, 2 T ) A 1 2 A EL AT e g A i L
W , (LR UL A A R TR SR .
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