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Co-expression of low-risk HPV E6/E7 and EBV LMP-1 leads to precancerous lesions by DNA damage
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Supplemental Figure 1. Viral gene(s) expression of each clone.
All clones expressed G3PDH and target viral gene(s). Although two RT-PCR products were observed in HPV6 E6 and HPV11 E6, a DNA sequence analysis confirmed genuine viral gene expression for both (data not shown). RT (+) indicates that cDNA was generated after reverse-transcription, whereas RT (-) shows the total RNA before reverse-transcription. 

Supplemental Figure 2. Cell proliferation, NF-B activity and p53 induction.
(A) Low-risk HPV+EBV showed higher proliferation than cells expressing a single viral gene. 
(B) The NF-B activity was increased in low-risk HPV+EBV. 
(C) Low-risk HPV+EBV demonstrated decrease in p53 induction.
(D) Low-risk HPV gene alone expressed p53 protein, whereas low-risk HPV+EBV showed a decreased level of p53. Notably, co-expression of HPV11 E6 or E7 with LMP-1 suppressed p53 phosphorylation. Low-risk HPV+EBV expressed less RB protein compared with the cells expressing only the low-risk HPV gene. 

Supplemental Figure 3. DNA damage, DNA damage response (DDR) and apoptosis. 
(A) Low-risk HPV+EBV induced more DNA damage than low-risk HPV gene alone.
(B) Under genotoxic conditions, apoptosis was suppressed in low-risk HPV+EBV. 
(C) Regardless of geneticin selection, the ATR-Chk1 pathway is induced in CF-1 and mock cells (CF-1 neo). With the selection, ATM protein abundance is slightly increased in CF-1 neo.

Supplemental Figure 4. Invasive capacity. 
The invasive capacity of low-risk HPV+EBV was slightly increased compared with low-risk HPV alone.

Supplemental Figure 5. Expression of adhesion molecules in tumors arising from nude mice. 
Cytoplasmic expression of adhesion molecules such as MMP-2, paxillin and Cat-1 was seen in tumors from nude mice injected with high-risk HPV+EBV.
 


