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Supplementary Figure S1. (A) Western blot analysis of DNA-PKcs expression in HEK293T cells 

48 h after transfection with the negative control miRNA (miR-Ctrl) or each of the three candidate 

miRNAs. Ku70 and Ku80 protein levels were measured as negative controls. (B) Expression of 

DNA-PKcs mRNA in indicated miR-transfected HEK293T cells using real-time qRT-PCR. mRNA 

levels were normalized using Actin mRNA as an internal control. Data represent as the mean  

SD (n = 3); **, P < 0.01.  

 

 

  



 

 

Supplementary Figure S2. Sequence of the entire DNA-PKcs 3’UTR (NM_006904; length: 1205 

nt). Predicted miR-145 interaction sites at nucleotides 674 and 696 are underlined.  

 

  



 

 

Supplementary Figure S3. (A, B) HeLa (A) and U2OS (B) cells co-transfected with either miR-

145 or miR-Ctrl were irradiated with 10 Gy and fixed for immunofluorescence staining of -H2AX 



at the indicated time points. DAPI was used for nuclear staining. (C) HeLa and U2OS cells 

transfected with miR-145 or miR-Ctrl were treated with NCS at the indicated doses. After 3 days, 

MTT assay was performed. Results are shown as mean  SD (n = 3); **, P < 0.01.  

 

 

 

 

 

Supplementary Figure S4. (A) HeLa and U2OS cells were co-transfected with miR-145 and its 

antagomir in combinations as indicated, and DNA-PKcs protein levels were determined using 

western blotting (top). miR-145 expression was measured in parallel using qRT-PCR (bottom). 

Results are shown as the mean  SD (n = 3); **, P < 0.01. (B) HeLa and U2OS cells transfected 

with either miR-145 or miR-Ctrl were co-transfected with a DNA-PKcs cDNA construct lacking 

the 3′-UTR and subjected to western blotting to measure the DNA-PKcs protein levels (top). The 

expression of miR-145 in treated cells was quantified using qRT-PCR (bottom). Results are shown 

as the mean  SD (n = 3); **, P < 0.01.  

 

 

  



 

 

Supplementary Figure S5. (A) HeLa-EJ5 cells were transfected with miR-145, and then 

transfected with I-SceI vector. After 48 h, the expression levels of DNA-PKcs, Ku70 and Ku80 

were determined by Western blotting. (B) Schematic depiction of the GFP-based c-NHEJ assay 

using HindIII-linearized plasmids; the pEGFP-Pem1-Ad2 plasmid has the EGFP gene interrupted 

with an intron of the rat Peml gene in which an adenoviral exon called Ad2 is inserted. When the 

two HindIII sites flanking Ad2 are cut by HindIII ex vivo, Ad2 is removed from the plasmid. 

Subsequent transfection of this linearized plasmid allows for re-sealing of the cut sites by the c-

NHEJ repair module and the remaining portion of the Pem1 intron is spliced out while inside the 

cells, giving rise to reformation of a functional EGFP gene. (C) HeLa and U2OS cells were co-

transfected with either miR-145 or miR-Ctrl along with pEGFP-Pem1-Ad2. Yields of GFP-

positive cells were assayed using flow cytometry. Results are shown as the mean ± SD (n = 3); **, 

P < 0.01. 



 

 

Supplementary Figure S6. (A, B) HeLa cells were transfected with Akt1 cDNA (pUSE-myc-

Akt1 vector) along with either miR-145 or miR-Ctrl. Two days after transfection, the level of miR-

145 (A) and DNA-PKcs mRNA (B) were measured using qRT-PCR. Results are shown as mean ± 

SD (n = 3); **, P < 0.01. (C) HeLa cells were cotransfected with Akt1 cDNA and miR-145 and 

the extracts were analyzed for Akt1 activation, DNA-PKcs, Ku70 and Ku80 expression using 

Western blotting. (D) HeLa cells transfected with pEGFP-Pem1-Ad2 were treated with 50 M 

perifosine for 24 h. The yield of GFP-positive cells was determined using flow cytometry. Results 

are shown as the mean ± SD (n = 3); **, P < 0.01. (E) pEGFP-Pem1-Ad2-transfected HeLa cells 



were co-transfected with Akt1 cDNA and miR-145, or with Akt1 cDNA alone, and the percentage 

of cells expressing GFP was measured using flow cytometry. Data represent the mean ± SD (n = 

3); **, P < 0.01. Asterisk indicates overexpressed myc-Akt1.  

 

 

 

 

 

 

 

 

Supplementary Figure S7. HeLa cells were treated with 10 Gy IR, 10 mM HU, 1 M CPT or 10 

M cisplatin. After 3 h, the level of miR-145 was measured using qRT-PCR. Results are shown 

as the mean ± SD (n = 3); **, P < 0.01. 

  



Supplementary Table S1. miRNA predicted to bind the 3`UTR of the DNA-PKcs by at least six 

algorithms 

 

 

 

 

  



Supplementary Table S2. Targetscan top14 microRNAs for the DNA-PKcs gene 

 

 

 


