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Material and methods 

Construction of eukaryotic vector 

The gene for the miR-7 (NM-407044) were expanded by PCR from human DNA derived from 

95D cells using a forward primer (5′-CGACGCGTAAGAGAGAAATGAGCCACTTGC) and a 

reverse primer  (5′-CCCAAGCTTCCTGCCACAGTGGGGGATG) and then subcloned into and 

Mul I and HindⅢ sites of pGL3.0 basic vector (Invitrogen Corp, San Diego, California, USA) to 

generate pGL3.0- basic-miR-7 vector (termed as p-miR-7). Afterwards, for the construction of the 

PGL3-basic-TTF-1-promoter-miR-7(termed as p-T-miR-7) vector, the promoter region of TTF-1 

(NM-7080) was amplified from DNA derived from 95D cells using a forward primer 

(5′-CGGGGTACCTGTTTCGGCAACTAC) and a reverse primer (5′-CGACGCGTCCTTCT- 

-GGGTCCTT) and subcloned into KpnI and Mul I sites of p-miR-7 vector. Clone identity was 

verified using restriction digest analysis and plasmid DNA sequencing. Endotoxin-free plasmids 

were obtained using Endofree plasmid mega kit (QIAGEN GmbH, Hilden, Germany). Then, 

plasmids were transiently transferred into the 95D cells using Lipofectamine-2000 (Invitrogen) in 

different following experiments according to the manufacturer’s instruction.  

Real-time PCR assay 

6 organs and tissues, including heart, liver, spleen, kidney, brain, and lymph nodes were collected 

from nude mice lung cancer model. DNAs were purified from 100 mg these indicated organs or 

tissues respectively. The primers were obtained from Shanghai Sangon Biological Engineering 

CO, and the other reagents were from TAKARA Bio Inc. Real-time PCR were performed 

according to the manufacturer’s protocols. The following primers were used: 

forward:5’-AAGCCTCTTTTTCGTGGAAGT-3’,reverse:5’-GGTTGGGCAGATTTTGAATG3’ 

Plasmid copies were quantified using the BIO-RAD CFX96 detection system (Bio-Rad 

Laboratories). Relative expression was calculated using the comparative threshold cycle (Ct) 

method. The copies of plasmid were calculated as previously description .
1,2 

Statistical analyses 

The data were analyzed with GraphPad Prism 5.0 and were presented as the mean ± SD. Student’s 

t-test was used when two conditions were compared. Probability values of <0.05 were considered 

significant; two-sided tests were performed. 

 

 



Supplementary figure S1 

 

Supplement figure S1. The construction of plasmid p-T-miR-7. 

miR-7 sequence were amplified from DNA derived from human lung cancer 95D cells by PCR, 

and then subcloned into pGL3.0 basic vector by restriction site of  Mul I and HindⅢ. (a)The 

electrophoresis of pri-miR-7 (1302 bp) amplified from DNA by PCR. (b) The electrophoresis of 

PCR products of bacterium solution; 1-4: Electrophoresis of different PCR products; M: Marker; 

Identification of p-miR-7 plasmid by Mul I and HindⅢ double digestion(c) and sequencing (d). 

Then, 95D cells genomic DNA was used as template, TTF-1 promoter sequence was amplified by 



PCR assay, and then cloned into p-miR-7 vector by restriction site of Kpn I and Mul I to construct 

PGL3.0-basic(-)-TTF-1-promoter-pri-miR-7(termed as p-T-miR-7). (e) The electrophoresis of 

PCR products of TTF-1 promoter (2311 bp) from the DNA. (f) The electrophoresis of PCR 

products of bacterium solution; 2,6,8: Electrophoresis of different PCR products; M: Marker; 

Identification of p-T-miR-7 plasmid by Kpn I and Mul I double digestion (g) and sequencing (h). 
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Supplement figure S2. The plasmid copy number in the main organs and tissues. 

Human lung cancer cell line 95D cells were injected subcutaneously into right flank of Balb/c 

nude mice (n=8). 7 days later, the plasmid of p-T-miR-7(100mg) was remote given by 

subcutaneous injection into the left flank of nude five times every three days. 3 days after last 

injection, all of the mice were sacrificed and vital organs including heart, liver, spleen, kidney, 

brain and lymph node were harvested. The indicated DNA was purified and used for the 

calculation of plasmid copy number by Realtime PCR assay. (a) The data showed copies of 

plasmid in per gram organs or tissues. (b) The sketch map of distribution of plasmid.    
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Supplementary figure S3 

 

 

 

 

 

 

 

 

 

 

 

 

Supplement figure S3. The relative expression of miR-7.  

Human lung cancer cell line 95D cells were injected subcutaneously into right flank of Balb/c 

nude mice (n=8). 7 days later, the plasmid of p-T-miR-7 (100mg) was remote given by 

subcutaneous injection into the left flank of nude five times every three days. 3 days after last 

injection, all of the mice were sacrificed and vital organs including heart, liver, spleen, kidney, 

brain and lymph node were harvested. Then, the relative expression level of miR-7 was analyzed 

by Realtime PCR assay. All data was normalized to heart. 
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Table S1. Over 4-fold down-regulation genes (534) in p-T-miR-7 injection group. 
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