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Figure S1. AKNA specificity control for recovery after proteasome inhibition. (A) HeLa, (B) SiHa and 
(C) C33A cells, were seeded on coverslips in 6 well plates and incubated to allow adherence, 24 h after 
seeding cells were treated either with proteasome inhibitor (CBZ) or DMSO (vehicle) for 3 h. After the 
incubation time, cells were fixed and stained using anti-AKNA antibody (Abcam) and p53 antibody 
(Santa Cruz Biotechnologies) followed by Alexa 488 (green) or Alexa 555 (red) secondary antibodies 
(Molecular Probes). (D) HaCaT cells were seeded and fixed for AKNA staining using anti-AKNA 
antibody (Abcam) followed by Alexa 555 (red) secondary antibody (Molecular Probes). Slides were 
mounted using Fluoromont media (Sigma Aldrich) and observed under the confocal NIKON Eclipse Ti 
microscope. HPV positive cell lines, HeLa and SiHa, exhibited a recovery in the levels of p53 in the 
nucleus and AKNA levels were also recovered after proteasome inhibition with a nuclear spotted 
pattern. C33A cells do not show AKNA recovery at all after proteasome inhibition. HaCaT cells exhibit 
a strong AKNA staining in the cytoplasm and the nucleus. All images were acquired under the 40× 
objective using a NIKON camera. 



 
Figure S2. AKNA anti-serum specificity. Mice were immunized using pcDNA3-akna plasmid 
intramuscularly. (A) After 12 weeks obtained anti-serum was tested in different cell lines as well as in a 
protein bacterial lysate, where AKNA protein was expressed from pRSET plasmid under the T7 
promoter control. (B) Pre-immune serum was tested in pRSET bacterial extract and pRSET-akna 
bacterial extract showing the absence of unspecific signals. Western blot analysis indicates the specificity 
of the antibody. This antibody was used in the subsequent analyses. 
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