
Supplemental figures 

Fig.S1 IR-induced foci formation of γH2AX and 53BP1 in U2OS cells. (A)  γH2AX and 
53BP1 foci formation was rapidly induced after IR (2Gy). (B) U2OS cells were transfected with 
miRNA mimics or siRNAs as indicated, then irradiated and fixed for immunfluorescent staining.  

 

Fig.S2 Quantitation of miR-138 expression in U2OS cells. (A) U2OS cells were transfected 
with miR-neg or miR-138 mimics for 48 hour and harvested for quantitation of miR-138 
expression with qRT-PCR (mean ± SD, n=3). (B, C) U2OS cells were transfected with pSM30-
GFP vectors containing genomic sequences corresponding to miR-138-1 and miR-138-2 and 
harvested  at 48 hour for qRT-PCR for miR-138 expression (B) or irradiated at 5Gy and 
processed for western blot (C).  

 



Fig.S3 Expression of miR-138 and H2AX in glioma cell lines and normal brain.  (A) 
Expression levels of miR-138 in glioma cell lines and U2OS cells were determined by qRT-PCR 
and normalized to that of normal brain tissue. (B) The expression of H2AX in glioma cell lines 
was evaluated by western blot.  

 

Fig.S4 The binding site of miR-138 in H2AX 3’-UTR is conserved in mammals. The 3’-UTR 
sequences of histone H2AX in different species as indicated were aligned with ClustalW2 
software. Only sequences spanning the miR-138 binding sites were shown. The sequences in a 
black box are the putative miR-138 target sites (nt 937- 942 in the 3’-UTR of human H2AX). 

 



 

 

Fig.S5 H2AX is a direct target of miR-138. U2OS cells were co-transfected with luciferase 
vectors containing empty, wildtype or mutant H2AX 3’-UTR, and pSM30-GFP constructs with 
miR-138 genomic sequences miR-138-1 or miR-138-2. Luciferase activity was measured and 
normalized to that of controls (mean ± SD, n=3). * P < 0.05 

 

Fig.S6 Effect of miR-138 on cell cycle and proliferation. U2OS cells were transfected with 20 
nM negative control miRNA mimic (miR-neg) or miR-138 mimic. (A) Forty-eight hours later, 
cells were harvested for cell cycle analysis. (B) Twenty-four hours later, cells were reseeded at 
20,000 cells /well in 6-well plate and harvested for cell counting at indicated time (mean ± SD, 
n=3). 

 



Fig.S7 MiR-138 sensitizes M059J and LN-229 glioma cells to cisplatin and camptothecin. 
M059J (A) and LN-229 (B) cells were infected with lentivirus producing non-target small RNA 
control (pLemiR-NSC) or miR-138 (pLemiR-138-1). Cells were seeded for cisplatin or 
camptothecin sensitivity assays (A, B) (mean ±SEM, n=3) or processed for western blot analysis 
(C). 

 

 



Fig.S8 MiR-24 has no effect on H2AX expression and phosphorylation after IR. U2OS cells 
were transfected with miRNA mimics as indicated for 48 hours, irradiated at 5 Gy and harvested 
1 hour after IR for western blot analysis. Ponceau staining of the blot served as loading control. 

 

Fig.S9 Expression of miR-138 in response to IR treatment. U2OS cells were irradiated at 5 
Gy and harvested at the indicated time for RNA extraction and miR-138 expression quantitation 
by qRT-PCR. MiR-138 expression was normalized to the values of non-irradiated cells (mean ± 
SD, n=3). 

 


