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IL 27 d i th li b t t i th t l lIL-27 was expressed in the liver, but not in the tumor, spleen, or lung 
of the tumor-bearing mice intravenously transfected with the IL-27 
gene. Mice were transfected with pGEG.mIL-27 or pGEG.4 (a control 
plasmid) as described in Materials and Methods. As control, 
untransfected mice were used. Twenty-four hours after transfection, 
total RNA as e tracted from the spleen (S) l ng (L ) t mor (T) andtotal RNA was extracted from the spleen (S), lung (Lu), tumor (T) and 
liver (Li) by the guanidinium acid phenol method. After reverse-
transcription, aliquots of cDNA were subjected to RT-PCR using a 
pair of IL-27 p28 sense  (5’-ctctgcttcctcgctaccac-3’) and anti-sense 
(5’-ggggcagcttcttttcttct-3’) primers, a pair of IL-27 EBI3 sense (5’-
cggtgccctacatgctaaat 3’) and anti sense (5’ gcggagtcggtacttgagagcggtgccctacatgctaaat-3 ) and anti-sense (5 -gcggagtcggtacttgagag-
3’) primers, a pair of IFN-γ gene-specific sense (5’-
actgccacggcacagtca-3’) and anti-sense (5’-gcgactccttttccgctt-3’) 
primers, or a pair of β-actin-specific sense (5’-
ctgaagtaccccattgaacatggc-3’) and anti-sense (5’-
cagagcagtaatctccttctgcat 3’) primers PCR conditions were ascagagcagtaatctccttctgcat-3 ) primers. PCR conditions were as 
follows: denaturation at 94C for 1 min, annealing at 48C (IL-27 p28, 
IL-27 EBI3, and IFN-γ genes) or 55C (β-actin gene) for 1 min, and 
extension at 72C for 1 min for a total of 25 cycles. The PCR products 
were separated by gel electrophoresis through 1.2% agarose gel 
followed by ethidium bromide staining The mRNA for p28 and EBIfollowed by ethidium bromide staining. The mRNA for p28 and EBI 
components of the IL-27 were demonstrated in the liver, but not in 
the tumor, spleen, or lung of the tumor-bearing mice that received 
the hydrodynamics-based transfection in vivo of the IL-27 gene, 
while IFN-γ mRNA was not detected in these tissues. 
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IL 27 gene treated mice did not completely reject preestablishedIL-27 gene-treated mice did not completely reject preestablished 
SCCVII tumor. SCCVII tumor-bearing mice were treated with either 
IL-27 expression plasmid (circles) or control plasmid (pGEG.4; 
squares) as in Fig. 2A. Control tumor bearers were left untreated 
(triangles). Shown are means +/- S.D. of the volumes of the tumors. 
n=6 mice in each group *p<0 05 on days 27 31 and 34 Moren=6 mice in each group. p<0.05, on days 27, 31 and 34. More 
than two mice in the pGEG.4-transfected group were dead on day 
55, so that tumor volume of this group is not plotted on day 55. 



Supplementary Table S1

DX5+ CD11b+ CD4+ CD8+

Control 3.77% 10.82% 16.56% 8.21%

Anti-asialoGM1 
antibody 0.31% 11.28% 19.68% 8.11%

P value between 
Control and Anti-
asialoGM1 antibody 
groups

0.000091 0.48 0.061 0.89

Specific deprivation of NK cells by anti-asialo GM1 antibody. Mice 
were intraperitoneally injected with anti-asialo GM1 antibody on 
days -2, 0, 2, 4, 6 , and 13. On day 14, splenic cells were prepared 
from the mice and stained with FITC-conjugated anti-DX5from the mice and stained with FITC-conjugated anti-DX5 
(eBioscience; San Diego, CA), FITC-CD4 (eBioscience), PE-CD11b 
(eBioscience), and PE-CD8 (eBioscience) antibodies. 
Flowcytometric analysis was performed using FACS Calibur (BD 
Immunocytometry Systems, San Jose, CA). 


