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Supplementary data: 

Table S1. Effect of chemotherapeutic agents on A549 and UO31 cells evaluated by 

clonogenic and MTT assays.  

Cell line Drug Clonogenic 

Assay 

IC90±SE, μM 

MTT 

IC50±SE, μM 

A549 FU 12.6±2.3         1.8±0.58 

A549 araC 0.4±.035 0.1±0.065 

A549 MP >100 uM >100 uM 

UO31 FU n/a 2.5±0.72 

UO31 araC n/a 0.21±0.039 

UO31 MP n/a 2.3±0.55 
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Table S2. Cell proliferation after knockdown of HMGB1-associated proteins in A549 

and UO31 carcinoma cell lines. Number of viable cells was assessed by flow cytometry, 

and doubling time was calculated by non-linear regression analysis using Prizm 4.0 

statistical software, as described in Materials and Methods. 

Cell line/siRNA transfection Doubling time±SE, hr 

A549/scrambled siRNA (control) 22±5.5 

A549/siHMGB1 26±3.5 

A549/siHMGB2 28±5.1 

A549/siGAPDH 88±13.3 

A549/siPDIA3 25±2.9 

A549/siHSPA8 30±5.6 

UO31/scrambled siRNA (control) 22±3.7 

UO31/siHMGB1 22±4.6 

UO31/siHMGB2 21±2.5 

UO31/siGAPDH 74±13.9 

UO31/siPDIA3 20±4.8 

UO31/siHSPA8 19±2.9 
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Figure S1. Incorporation of [
3
H]-araC into DNA of A549 and UO31 cells. After 

incubation with 1 μM [
3
H]-araC for 24-48 hr, DNA was extracted from 1-2x10

6
 cells, 

quantified spectrophotometrically and counted in a scintillation counter. DNA 

modification was calculated as a number of araC nucleosides per 100 cytidine residues. 

 

Figure S2. Transient transfection of A549 cells with siRNA resulted in decrease of the 

level of target proteins for the duration of experiment (24-72 hr). Nuclear extract (for 

detection of HMGB1 and HMGB2) and cytosolic fraction (for detection of PDIA3 and 

HSPA8) were prepared at specified time points from the cells treated with siRNA, and 

analyzed by Western blot analysis. β-actin was used as a loading control in all lanes. 

Electrophoresis and antibody treatment were as indicated in Materials and Methods. 

 

Figure S3. Cytotoxic effects of araC in A549 (A) and UO31 (B) cell lines after 

knockdown of GAPDH as evaluated by MTT assay after 72 hr incubation with 

consecutive dilutions of araC (0-50 μM). ■, control cells transfected with scrambled 

siRNA; *, cells treated with siGAPDH for 48 hr and challenged with consecutive 

dilutions of araC.  

 

Figure S4. Western blot analysis of PDIA3 and HSPA8 proteins in nuclear extracts from 

2x10
6
 A549 cells treated with 1 μM araC for 24-72 hr. Electrophoretic separation was 

performed as indicated in Materials and Methods. PARP was used as a nuclear protein 

marker. β-actin, loading control. 
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Fig. S5. Accumulation of γ-H2AX in A549 cells following hydroxyurea (A) and araC (B) 

treatment. Cells were treated with 5 mM hydroxyurea for 3 hr, or 1 μM araC for 24 hr, 

fixed with formaldehyde and immunostained with anti- γ-H2AX antibody conjugated 

with Alexa Fluor 488. After the final wash, cells were counterstained with DAPI and 

mounted on the slide.  

 

 

 

 

 


