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Interplay between p300 
and HDAC1 regulate acetylation 
and stability of Api5 to regulate cell 
proliferation
Virender Kumar Sharma  & Mayurika Lahiri *

Api5, is a known anti-apoptotic and nuclear protein that is responsible for inhibiting cell death in 
serum-starved conditions. The only known post-translational modification of Api5 is acetylation 
at lysine 251 (K251). K251 acetylation of Api5 is responsible for maintaining its stability while 
the de-acetylated form of Api5 is unstable. This study aimed to find out the enzymes regulating 
acetylation and deacetylation of Api5 and the effect of acetylation on its function. Our studies 
suggest that acetylation of Api5 at lysine 251 is mediated by p300 histone acetyltransferase while 
de-acetylation is carried out by HDAC1. Inhibition of acetylation by p300 leads to a reduction in Api5 
levels while inhibition of deacetylation by HDAC1 results in increased levels of Api5. This dynamic 
switch between acetylation and deacetylation regulates the localisation of Api5 in the cell. This study 
also demonstrates that the regulation of acetylation and deacetylation of Api5 is an essential factor 
for the progression of the cell cycle.

Apoptosis inhibitor 5 (Api5) is also known as anti-apoptotic clone 11, AAC-11. Api5 was discovered as a nuclear 
protein, which was responsible for inhibition of apoptosis under serum starved  conditions1. Api5 is a right-
handed superhelix which is composed of all helical repeats. It has 19 α-helices and two  310  helices2. It has 
also been observed that all these helices interact with neighbouring helices to form an antiparallel helix pair. 
The N-terminal of Api5 comprises of α-helix from 1 to 11 which shares homology with the Huntingtin, Elon-
gation factor 3 (EF3), protein phosphatase 2A (PP2A), and the yeast kinase TOR1 (HEAT) repeat structures 
of other proteins such as Importin β. The C-terminal of Api5 is made up of α-helices from residues 12–19 and 
share homology with armadillo (ARM)-like repeat structures of other proteins, for example, p120 catenin. The 
N-terminal of Api5 contains LxxLL motif which is an amphipathic α-helix that forms nuclear receptor co-factor 
interaction regions. This motif is present in the sixth α-helix and is required for maintaining stability of the pro-
tein by forming hydrophobic interactions with neighbouring α-helices and is also the region that interacts with 
 FGF23. The C-terminal region of Api5 has a nuclear localisation signal and a putative Leucine Zipper domain 
(LZD). LZD is present in the α18 helix, between 371 and 391 amino acid residues. It interacts with Acinus, a 
protein which mediates fragmentation of chromatin during  apoptosis4. Global mass spectrometric analysis of 
Api5 suggests the presence of one conserved acetylation site at lysine 251, which is present in the hinge region 
between α13 and α142.

It has been proven that Api5 inhibits the dE2F1-mediated apoptosis in Drosophila  cells5. dE2F1 is a well-
known pro-apoptotic gene responsible for apoptosis in the fruit flies. In the Drosophila embryonic cells, SL2, 
RNAi-mediated depletion of Api5 was found to be responsible for increased apoptotic cell death as compared 
to the dE2F1 over-expressed cells. Similar result was also observed in the human osteosarcoma cell line, Saos-
2, where ectopic expression of Api5 decreased E2F1-mediated apoptosis in E2F1 over-expressing cells without 
affecting its transcriptional  activity5.

According to the study by Rigou et al., AAC-11 binds to Acinus, a nuclear protein and plays a significant 
role in chromatin condensation during apoptosis 4. Binding of AAC-11 to Acinus does not allow its cleavage by 
caspase-3, thus in turn inhibiting DNA fragmentation and  apoptosis4.

Studies performed in melanoma cells, showed Api5 to modulate FGF2 and FGFR1 signalling which acti-
vates ERK. This activated ERK phosphorylates Bim, a pro-apoptotic protein. Phosphorylated Bim is the target 
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for proteosomal degradation. Thus ubiquitin-mediated degradation of Bim is a means by which Api5 inhibits 
apoptosis in HeLa and 565mel cell  lines6.

Mayank and group have reported Api5 to inhibit transcription of APAF1 gene. APAF1 is the main component 
of the apoptosome complex. Thus Api5 prevents the formation of the apoptosome, in turn inhibiting  apoptosis7. 
A recent study suggests Api5 to physically interact with caspase 2, and prevent its activation, thus inhibiting 
 apoptosis8.

Api5 has also been reported to be involved in the regulation of E2F1, a transcriptional activator of G1/S cell 
cycle transition genes, by enhancing the binding affinity of E2F1 to its target promoters. Knockdown of Api5 
arrested H1299 cells at the G1 phase of the cell cycle, thus proving that apart from regulating apoptosis, Api5 
also plays a critical role in maintaining normal cell cycle  progression9.

Navarro et al. demonstrated that the levels of Api5 are regulated in a cyclic  manner9. It was observed that 
the levels of Api5 was higher in the G1 phase and was stabilised during the G1/S transition. Interestingly, Api5 
levels decreased as the cells proceeded further in the cell cycle, from G2 to G2/M  phase9. This suggests that Api5 
undergoes degradation during cell cycle progression. Knockdown of Api5 arrests H1299 non-small cell lung 
carcinoma cells at the G1 phase. This was further supported by Han and his group where they showed acetylation 
of Api5 at lysine 251 to be associated with its  stability2.

Api5 has been found to be overexpressed in different types of cancers like cervical, urinary bladder, lung, 
ovarian and oesophageal  cancers6,10–13. In cervical cancers, Api5 overexpression has been shown to promote 
 invasion12. Api5 has also been shown to promote the degradation of Bim, a pro-apoptotic  protein6. In osteosar-
comas, studies have shown Api5 to inhibit E2F1 as well as Acinus-mediated  apoptosis4,5. Api5 has been identified 
as a biomarker for cervical and ovarian cancers and a prognosis marker for non-small cell lung  carcinomas11,13. 
High levels of Api5 provide cancer cells the ability to evade immune response mediated cell  death6. In breast 
cancers, Api5 interacts with the estrogen receptor to promote  proliferation14. It has also been reported that Api5 
promotes metastasis in breast  cancers14. Higher levels of Api5 are associated with chemo-resistance15. It has been 
shown that tamoxifen-resistant breast cancer cells show an upregulation of  Api516, while cancer cells which are 
sensitive to anticancer agents like tocotreinol show reduced levels of  Api517. Reduced and low levels of Api5 are 
associated with the increase in cell death in various cancers. Knockdown of Api5 resulted in the reduction in 
in vivo tumorogenicity in cancer  cells14.

Api5 acetylation at lysine 251 is conserved from protists to  mammals2. De-acetylated form of Api5 is not 
stable and therefore undergoes post-translational degradation. However the mechanism of degradation and the 
enzymes involved in the process of acetylation and de-acetylation of Api5 is not yet known.

CBP/p300, GCN5/PCAF and TIP60/MYST1/2/3/4 are the major acetyltransferases involved in acetylation 
of most of the cellular proteins. Among this, p300 acetylates proteins involved in a number of diverse biological 
functions including proliferation, cell cycle regulation, apoptosis, differentiation and DNA damage  response18–21. 
p300 histone acetyl transferase was initially identified as a transcriptional activator that performs its function 
by acetylating histones in eukaryotic cells. p300 is capable of acetylating all the four  histones22,23. Later it was 
discovered that p300 also acetylates non-histone proteins like E2F1, p53, p73, Rb, E2F, myb, myoD, HMG(I)
Y, GATA1 and α-importin24–33. The role of p300 histone acetyl transferase in the regulation of the cell cycle is 
also  known34. Activity of p300 is required for normal transition from G1 to S phase of cell  cycle35. Mutations 
or abnormality in function of p300 leads to multiple disorders and cancer is most common amongst  them36–39.

Histone de-acetylases (HDACs) are the major de-acetylases involved in the de-acetylation of histones that 
regulate genetic expression of certain genes as well as non-histone proteins that regulate the processes responsible 
for maintaining cellular  homeostasis40–43. HDAC de-acetylates proteins involved in almost all the cellular events 
like cell cycle, replication, proliferation and apoptosis. It has also been shown that most of the proteins that get 
acetylated by p300 histone acetyltransferase also undergo de-acetylation by HDAC1, a member of class1 HDACs, 
for example p53 and  E2F128,42. Han and group in their studies have suggested the possibility of involvement of 
histone de-acetylases in the de-acetylation of  Api52.

AMP-activated protein kinase (AMPK) is an energy sensor kinase that regulates almost all cellular processes 
like cell division, DNA replication, transcription activation and  apoptosis44–46 by sensing AMP to ATP ratio and 
thereby regulating cellular homeostasis. It has also been reported that AMPK regulates G1/S transition of  cells47. 
Mutations in AMPK can lead to multiple disorders including  cancer48.

Protein kinase B (Akt) has various functions in cells that include proliferation, migration and transcription. 
Studies have shown PI3K/Akt pathway to also regulate cell cycle progression by phosphorylating the inhibitors 
of cyclin-dependent kinases (CKI) p21 and p27 Cip/Kip  proteins49–51. Akt has also been shown to play a role 
in regulating different pro-apoptotic molecules in order to enhance survival and proliferation of cancer  cells52.

In this study, we report two novel and key regulators of Api5: p300 and HDAC1. We observed p300 to be the 
enzyme that interacts with and regulate Api5 levels in cells. p300 mediated acetylation of Api5 at lysine 251 pro-
vided stability to Api5, while the HDAC1-mediated deacetylation led to reduced levels of Api5 in the cells. Both 
these regulators also regulated the subcellular localisation of Api5 in cells. We observed that the de-acetylated 
protein was transported to the cytoplasm while the acetylated protein was present in the nucleus. The regulation 
of acetylation was also observed to regulate cell cycle progression. We also demonstrated AMPK and Akt to be 
the players regulating p300 activity, thereby leading to stability of Api5 in cells.

Results
In silico analysis predicts p300 histone acetyltransferase to acetylate Api5 at lysine 251. It 
has been reported in previous studies that Api5 undergoes acetylation at lysine 251, however, the enzyme that is 
required for the acetylation function has not yet been identified. Therefore, to identify the enzyme involved in 
the acetylation of Api5 we performed in silico analysis using the acetylation set enrichment based (ASEB) web 
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server  tool53,54 to predict the site as well as the enzyme which may be responsible for acetylation of Api5 at lysine 
251. ASEB predicts the site of acetylation as well as the acetyl transferases involved in the acetylation of target 
proteins by analysing sequence similarity and protein–protein interaction related information of other known 
proteins. The prediction score is represented as p value wherein, lower p value corresponds to higher probability 
of the protein to be acetylated by the acetyl  transferases53. It was observed that amongst CBP/p300, GCN5/PCAF 
and TIP60/MYST1/2/3/4, CBP/ p300 had a lower p value suggesting a higher possibility of acetylating Api5 at 

Figure 1.  Api5 interacts with p300 in silico. (a) Various acetyl transferases and their probability to acetylate 
lysine 251 of Api5 represented as p value using ASEB webserver, where lower p value corresponds to a higher 
probability. (b) The lowest-energy docking position of Api5 and p300 analysed using HADDOCK webserver 
and output analysed using PIZSA represented as a cartoon diagram. (c) Interaction between Lysine 251 of Api5 
with p300. (d) Various amino acid interactions between Api5 and p300.
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lysine 251 (Fig. 1a). Active site residues of p300 histone acetyltransferase were obtained from the  literature55. 
Docking was performed between p300 and Api5 using the High Ambiguity Driven protein–protein DOCKing 
(HADDOCK)  webserver56. HADDOCK server utilises the biochemical and biophysical properties of known 
proteins and predicts the interaction between two proteins along with the identification of amino acid residues 
involved in the interaction. The output was analysed using Protein Interaction Z Score Assessment (PIZSA) 
57 and the best scoring model was chosen as shown in Fig. 1b–d. Interestingly the acetylating domain of p300 
showed interaction with three amino acid residues of Api5 including lysine 251 (Fig. 1c,d).

p300 interacts with and regulates Api5. Acetylation of Api5 at K251 is responsible for maintaining 
its  stability2. To prove whether p300 histone acetyltransferase can regulate Api5 acetylation and thus stability, 
cells were treated with different concentrations of a small molecule chemical inhibitor of CBP/p300 (C646) and 
levels of Api5 were analysed. E2F1 and p53 are proteins which are stabilised upon acetylation by p300. Reduced 
levels of E2F1 and acetyl p53 confirmed the inhibition of CBP/p300 activity (Fig. 2a,c,d). Api5 protein expres-
sion was reduced upon p300 inhibition (Fig. 2a,b) without affecting the transcript expression of Api5 (Fig. 2e,f), 
thus demonstrating that CBP/p300 might be regulating Api5 at the post-translational level. In order to acetylate 
Api5, the interaction between CBP/p300 and Api5 is essential. Thus, to find out whether p300 and Api5 physi-
cally interact or not, stable cells expressing mCherry-tagged Api5 were immunoprecipitated using GFP-specific 
antibody (Fig. 2g). The presence of p300 histone acetyltransferase in the GFP pull down lysate confirmed the 
interaction between Api5 with p300. This interaction was further corroborated by reverse immunoprecipitation 
using p300 antibody and the presence of Api5 was confirmed using GFP specific antibody (Fig. 2h). However, 
immunoprecipitation of Api5 with GFP specific antibody did not show interaction with CBP (data not shown). 
These results conclusively demonstrate p300 to interact with Api5 and thus regulate Api5 protein expression 
without affecting the transcript levels.

HDAC1 interacts with and regulates levels of Api5. From the previous results, we discovered p300 
to be the histone acetyltransferase to regulate Api5 protein levels. Next, we were interested in identifying the de-
acetylase enzyme which might be involved in regulating the stability of Api5.

HDAC1 is one of the member of the large family of histone de-acetylases. HDAC1 belongs to class 1 HDAC 
proteins along with HDAC2. De-acetylation activity of HDAC1 is coupled with the acetylation activity of p300. 
Interestingly, HDAC1 has also been reported to be a part of the Api5  interactome58. To investigate whether 
HDAC1 regulates Api5, cells were treated with different concentrations of romidepsin, a HDAC class 1 inhibitor 
and Api5 protein levels were analysed. Api5 protein levels increased upon treatment with romidepsin suggest-
ing that HDAC1 may be involved in regulating the stability of Api5 (Fig. 3a,b). Levels of p21, a protein known 
to be degraded upon de-acetylation by HDAC1, also accumulated confirming the inhibition of HDAC1 activ-
ity (Fig. 3a and c). The accumulation of Api5 upon inhibition of HDAC1 could also be the result of increased 
transcription of Api5. To rule out this possibility, Api5 transcript levels were analysed upon HDAC1 inhibition. 
Api5 transcript levels remained unaltered upon romidepsin treatment as shown in Fig. 3d,e. These results sug-
gest HDAC1 to play a role in regulating the stability of Api5 at the post translational level. In order to decipher 
whether HDAC1 interacted with Api5 to bring about the regulation, immunoprecipitation studies were con-
ducted. To demonstrate the interaction of Api5 with HDAC1, whole cell lysates of mCherry-Api5 overexpressing 
stable cells were immunoprecipitated using GFP-specific antibody (Fig. 3f). Presence of HDAC1 in the GFP pull 
down lysates confirmed the interaction between HDAC1 and Api5. This interaction was further corroborated by 
reverse immuno-precipitation and pull down was performed using HDAC1 specific antibody. Api5 was found 
to be present in the HDAC1 pull down lysates (Fig. 3g). These studies thus validate that HDAC1 interacts with 
and regulates Api5 at the protein level. However, since romidepsin has been shown to inhibit both HDAC1 and 
HDAC2, we do not rule out the possibility of HDAC2 in the regulation of Api5.

Api5 is acetylated by p300 and de-acetylated by HDAC1 at lysine 251 residue. Previous experi-
ments suggested p300 histone acetyltransferase and HDAC1 as the acetylating and de-acetylating enzymes 
respectively that regulate the levels of Api5. It was hypothesised that these two enzymes might also regulate the 
dynamics of acetylation and de-acetylation of Api5. Therefore, the acetylation status of Api5 was investigated 
upon inhibition of both p300 and HDAC1.

To investigate whether Api5 is acetylated by p300, mCherry-Api5 overexpressing stable cells were treated 
with and without C646 and immunoprecipitation studies were performed. Acetylated Api5 was detected using 
l-acetyl lysine specific antibody. Api5 acetylation was observed to be reduced upon inhibition of p300 when 
compared to the untreated control as shown in Fig. 4a. To check for the effect of HDAC1 inhibition on the acety-
lation status of Api5 similar immunoprecipitation experiments were performed with and without romidepsin. 
Acetylated levels of Api5 increased upon inhibition of HDAC1 (Fig. 4b). This, thus confirmed that Api5 under-
goes acetylation and de-acetylation by p300 and HDAC1, respectively. Earlier studies by Han and group have 
shown that Api5 is acetylated at lysine  2512. To identify whether Api5 acetylation and deacetylation by p300 and 
HDAC1 respectively occurs at the lysine 251 residue, K251 mutants of Api5 were generated using site-directed 
mutagenesis. mVenus-tagged wild type, K251A (acetylation-deficient mutant), K251R (charge-mimic mutant) 
and K251Q (constitutive acetylation mimic) mutants of Api5 were ectopically expressed in cells. The expression 
levels of mVenus, which is a proxy for ectopic expression of Api5 K251 mutants were analysed in the presence 
and absence of C646 and romidepsin using GFP-specific antibody. We expected K251A mutant of Api5 to be 
unstable and thus observed its expression to be low. However, to investigate the molecular function of p300 and 
HDAC1 during acetylation and deacetylation of Api5, cells were transfected with a higher amount of K251A 
plasmid in order to obtain comparable protein expression to that of the other mutants. It was observed that levels 
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Figure 2.  Interaction between p300 and Api5 stabilises Api5. (a) MCF7 cells treated with varying 
concentrations of CBP/p300 inhibitor C646 for 4 h were lysed and Api5 levels were analysed using western 
blotting. (b) Quantification showing the fold change in Api5 protein levels after normalisation with GAPDH. (a–
d) Acetyl p53 and E2F1 were used as positive control for p300 inhibition. (e) API5 transcript levels upon C646 
treatment was analysed using semi-quantitative PCR. (f) Quantification of transcript levels after normalising to 
GAPDH. MCF7 cells stably expressing mCherry-Api5 were lysed and immunoprecipitations were performed 
using (g) GFP and (h) p300-specfic antibodies.
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of wild-type Api5 were reduced while the levels of K251A, K251Q and K251R mutants of Api5 remained unaf-
fected upon p300 inhibition (Fig. 4c,d). However, levels of wild-type Api5 increased upon inhibition of HDAC1 

Figure 3.  HDAC1 interaction destabilises Api5. (a) MCF7 cells treated with varying concentrations of the 
HDAC class 1 inhibitor, romidepsin for 16 h were lysed and Api5 levels were analysed using western blotting. 
(b) Quantification showing the fold change in Api5 protein levels after normalisation with GAPDH. (a,c) p21 
levels were analysed to confirm the HDAC1/2 inhibition. (d) API5 transcript levels upon romidepsin treatment 
was analysed using semi-quantitative PCR and (e) quantified after normalising with GAPDH. MCF7 cells stably 
expressing mCherry-Api5 were lysed and immunoprecipitation was carried out using (f) GFP and (g) HDAC1-
specfic antibodies.
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by romidepsin whereas that of the other mutants remained unchanged (Fig. 4e,f). Therefore, it was established 
that p300 acetylates while HDAC1 de-acetylates Api5 at the lysine 251 residue.

Acetylation of Api5 by p300 is the signal for its nuclear localisation while de-acetylation leads 
to the translocation of Api5 to the cytoplasm.. From the previous results, it can be inferred that p300 
acetylates Api5 at lysine 251, thereby maintaining its stability. It has earlier been reported that Api5 is a nuclear 
protein. To investigate the role of acetylation on Api5 function, cells were treated with the acetylation and dea-
cetylation inhibitors and immunofluorescence was performed. In control cells, Api5 was observed to be present 
in the nucleus while upon inhibition of p300, the percentage of cells showing Api5 to be present in the nucleus 
was negligible. Moreover, most cells showed nuclear and cytoplasmic localisation of Api5 (Fig. 5a,b). Interest-
ingly, 24% of cells showed only cytoplasmic presence of Api5 upon p300 inhibition which was not observed in 
the control cells (Fig. 5b). Api5 localisation was also investigated upon inhibition of HDAC1. We found that, 
upon HDAC1 inhibition, majority of the cells (67%) showed both nuclear and cytoplasmic localisation of Api5, 
whereas 29% of cells showed only nuclear localisation of Api5 (Fig. 5c,d). Only 4% of cells showed cytoplasmic 
localization of Api5 which is negligible. To follow the compartmentalisation switch of Api5, both p300 and 
HDAC1 were inhibited. The cytoplasmic localisation of Api5 that was observed upon p300 inhibition as well 

Figure 4.  p300 and HDAC1 acetylate and deacetylate Api5 at K251, respectively. mCherry-tagged Api5 over-
expressing MCF7 cells treated with (a) 7.5 μM of C646 for 4 h and (b) 0.1 nM of romidepsin for 16 h were lysed 
and immunoprecipitation was performed using RFP-specific antibody. Western blotting analysis was performed 
to ascertain the acetylation status of Api5 using acetyl lysine specific antibody. MCF7 cells were transfected with 
2 μg each of WT, K251Q and K251R and 4 μg of K251A plasmids and treated with (c) 7.5 μM of C646 and (e) 
0.1 nM of romidepsin post 24 h of transfection for 4 and 16 h, respectively. Western blotting was performed to 
check for the levels of mutant Api5 using GFP specific antibody. (d,f) Quantification showing the fold change in 
Api5 protein levels after GAPDH normalisation and represented as mean ± SEM.
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Figure 5.  p300 and HDAC1 regulate Api5 localisation. MCF7 cells were treated with (a,b) 7.5 μM C646, 
(c,d) 0.1 nM romidepsin and (e,f) 7.5 μM C646 and 0.1 nM romidepsin for 4 h and 16 h, respectively. 
Immunofluorescence assay was performed using Api5 specific antibody and cells with different Api5 staining 
pattern were manually counted and analysed. The bar graph represents the percentage of cells with Api5 staining 
only in the nucleus (red), only in the cytoplasm (yellow) or in both (blue). (g) CTCF value of Api5 intensity in 
the nucleus and the cytoplasm was measured in the same experimental set up and the values are represented 
as box plots. Here, red corresponds to nuclear intensity and yellow corresponds to the cytoplasmic intensity of 
Api5. (h) Cells exhibiting Api5 nuclear foci following different inhibitor treatments were manually counted and 
represented as bar graphs showing percentage of cells with nuclear foci.
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as the nuclear localisation observed upon HDAC1 inhibition was reduced upon inhibition of both p300 and 
HDAC1. 92% of cells showed both nuclear and cytoplasmic localisation of Api5 (Fig. 5e,f). To further confirm 
the role of p300 and HDAC1 in the translocation of Api5 from the nucleus to cytoplasm, the intensity of Api5 
was measured in the nucleus and the cytoplasm. We observed the intensity of Api5 to increase in the cytoplasm 
upon treatment with C646 while the nuclear intensity increased upon romidepsin treatment when compared to 
control cells (Fig. 5g). Interestingly it was observed that upon inhibition of HDAC1, 73% of cells showed Api5 
nuclear foci while the foci were reduced to 46% when both p300 and HDAC1 inhibitors were added in concert 
(Fig. 5h). These results were further confirmed in mCherry-tagged Api5 over-expressing cells (Supplementary 
Fig. S1 online). Therefore, it was concluded that Api5 acetylation at lysine 251 by p300 stabilises Api5 inside the 
nucleus while de-acetylation by HDAC1 at the same lysine residue directs Api5 to locate to the cytoplasm.

Acetylation of Api5 is critical for normal cell cycle progression. Lacazette and group have reported 
Api5 protein levels to peak during the G1 and S phases of the cell cycle while the transcript levels remained 
 unaltered9. Our data as well as data from Han’s  group2 have shown acetylation to be responsible for maintaining 
the stability of Api5. It may be hypothesised that the stability of Api5 during the G1 and S phases of the cell cycle 
may be due to acetylation of Api5. To demonstrate whether Api5 acetylation affected cell cycle profile, cells were 
transfected with the K251 mutants of Api5 in an Api5 knock down background and then analysed. During our 
studies we observed that cells with ectopic expression of K251A in an Api5 knockdown background were not 
able to survive in the culture. Hence, we conducted our further studies with WT, K251Q and K251R constructs. 
Interestingly, cells transfected with the K251R mutant of Api5 were observed to be arrested at the S phase of 
the cell cycle (Fig. 6a). PCNA, a S-phase cell cycle marker was also found to be upregulated in the Api5-K251R 
transfected cells (Fig. 6b,d) while the other cell cycle markers remained unaffected (Fig. 6b,e,f). This result was 
further corroborated with the observation that the Api5-K251R mutant expressing cells showed higher prolifera-
tion when compared to the other Api5 acetylation mutants (Fig. 6g). This increase in proliferation may possibly 
be due to an alteration in the cell cycle functioning resulting from the change in acetylation status of Api5. There-
fore it was confirmed that the acetylation status of Api5 also regulated proliferation and cell cycle progression.

AMPK and Akt regulate the p300 mediated stability of Api5. It has already been reported that 
AMPK can either directly or indirectly regulate G1/S cell cycle transition regulators such as p53 and  p2147. 
AMPK requires the activity of AKT to regulate other cell cycle  regulators59. It has been previously reported that 
activated Akt can activate p300 by phosphorylating it at serine 1834  residue60. Therefore to discern whether 
this signalling cascade led to the stability of Api5, both AMPK and Akt were inhibited using small molecule 
inhibitors. Api5 levels were observed to be reduced upon inhibition of both AMPK (Fig. 7a,b) and Akt (Fig. 7c,d) 
independently. It was also observed that upon inhibition of AMPK, Akt phosphorylation at serine 473 decreased 
which is known to be required to activate p300 (Fig. 7e,f). Our experiments suggest that inhibition of AMPK 
inhibits the activation of Akt. Akt is the kinase that has been reported to phosphorylate and activate p300 histone 
acetyl transferase. E2F1, a transcription factor is known to be acetylated by p300. This p300-mediated acetyla-
tion of E2F1 has been shown to regulate stability of protein. Reduced levels of E2F1 upon inhibition of AMPK 
and Akt separately confirms that both AMPK and Akt are involved in regulating the histone acetyl transferase 
activity of p300 (Fig. 7e–i). We propose a model where inhibition of activation of Akt and reduction in Api5 
protein levels upon inhibition of AMPK confirms that p300-mediated stability of Api5 is achieved through the 
AMPK-Akt pathway as illustrated in the schematic in Fig. 8a.

Discussion
In this study we have shown that p300, a histone acetyltransferase to be responsible for acetylating and main-
taining the stability of Api5. p300 is one of the most studied acetyltransferases which not only acetylates histone 
proteins but also other non-histone proteins  too23. E2F1 is another known protein that is stabilised upon acety-
lation by  p30028. E2F1 is a transcription factor that plays a critical role during the G1/S transition of the cell 
 cycle29. E2F1 levels vary during the different cell cycle phases, similar to that of  Api59. E2F1 protein levels peak 
during the G1 phase of cell cycle and starts to degrade as the cell crosses the S phase. p53, the master regulator 
of the cell is also acetylated by the  p30026. There are a number of studies that show that upon acetylation, p53 
stabilises and thus, is able to perform its different functions like activation of DNA damage response and repair 
pathway, cell cycle arrest and  apoptosis42.

Histone deacetylases are one of the members of the deacetylase family of enzymes that remove the acetyla-
tion from targeted proteins. Initially HDACs were identified and reported to de-acetylate histone  proteins40. 
But extensive studies have shown that HDACs can also de-acetylate non-histone proteins. Both E2F1 and p53, 
which are acetylated by p300, are also de-acetylated by Class 1  HDACs29,61. E2F1 and p53 upon deacetylation 
become unstable and lose their activity. HDAC1 mediated de-acetylation of E2F1 also aids in its localisation 
shift from nucleus to cytoplasm.

Earlier studies have shown Api5 acetylation at K251 residue to stabilise Api5 inside the  nucleus2. However, the 
enzymes involved in the acetylation process were unknown. Our study, is the first to identify p300 and HDAC1 
as the acetylating and de-acetylating enzymes of Api5 respectively, that work in concert, thus leading to the 
stability or instability of the protein during normal cell functioning. K251A mutant of Api5 has been reported 
to be  unstable2. This was further corroborated in our study where we were not able to observe optimum expres-
sion of K251A comparable to that of wild type Api5. In this study, we report that Api5, a nuclear protein under 
normal physiological conditions is acetylated by histone acetyltransferase p300. p300 is an essential regulator 
of Api5 as the acetylated protein is localised in the nucleus while the de-acetylated protein switches its localisa-
tion to the cytoplasm. As Api5 levels reduce upon inhibition of p300, it suggests that Api5 might be undergoing 
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Figure 6.  Acetylation status of Api5 affects cell cycle. MCF7 cells transfected with siRNA-resistant Api5-K251 
mutants 24 h post Api5 knock down. Cells were fixed in ethanol and stained with propidium iodide and cell 
cycle profile was monitored. (a) Percentage of cells in the different cell cycle phases were analysed in a flow 
cytometer and plotted as box plots. (b) Western blotting was performed to check the levels of (b) Api5, PCNA, 
Cyclin A and Cyclin B1 and (c–f) quantified after normalising to the loading control GAPDH. (g) MCF7 cells 
transfected with mVenus-tagged Api5 WT and K251 mutants were counted using Sceptar™ to check for cell 
proliferation.
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Figure 7.  AMPK and AKT regulate Api5 stability. MCF7 cells were treated with (a) 20 μM AMPKi, and (c) 
5 μM AKTi for 4 h and 24 h, respectively. Immunoblotting analysis was performed using Api5 specific antibody 
to check for Api5 expression levels. GAPDH was used as loading control. (b,d) Quantification showing the fold 
change in Api5 levels after normalisation to GAPDH. (a) p21 and (c) pAkt S473 were used as positive control 
to confirm AMPK and Akt inhibition, respectively. (e) pAkt S473 activation upon AMPK inhibition. pAkt, Akt 
and GAPDH blots were cropped and the full blot is provided in Supplementary figure S12. (f) Quantification 
showing the fold change in pAkt S473 activation after normalisation to GAPDH. (e) E2F1 levels upon AMPK 
inhibition and (g) Quantification of E2F1 levels after normalising to GAPDH. (h,i) E2F1 protein levels were 
analysed following Akt inhibition using immunoblotting.



12

Vol:.(1234567890)

Scientific Reports |        (2021) 11:16427  | https://doi.org/10.1038/s41598-021-95941-4

www.nature.com/scientificreports/

post-translational degradation in the cytoplasm. As the acetylated Api5 is stable in the nucleus and is not trans-
ported to the cytoplasm, it may also be inferred that acetylation prevents Api5 from binding to translocator/
transporter proteins that are responsible for its translocation/ transportation from the nuclear compartment 
to the cytoplasm. However, de-acetylation might be exposing Api5 binding site to transporter protein(s) that 
enables the protein to translocate to the cytoplasm.

As mentioned earlier, Api5 levels peak during G1 and S phase of cell cycle and is thereby able to play a role in 
the regulation of cell cycle progression as well as proliferation of cells by possibly functioning as a transcription 
factor. During G1 and S phases of the cell cycle, Api5 may possibly be interacting with chromatin to transcribe 
those genes that regulate progression of the cell cycle. Transcription of those genes may also regulate the prolifera-
tion of cells. Thus it may be inferred that acetylation of Api5 by p300 possibly provides additional functionality 
to Api5 that includes transcription of cell cycle regulators.

It has also been reported that Api5 is overexpressed in many cancers. This overexpression of Api5 promotes 
angiogenesis and metastasis in cancerous cells. Oncogenic properties of tumor promoting proteins can also be 
considered as an outcome of their stability. In this case, Api5 is being stabilised by the action of p300 histone 
acetyltransferase. Inhibition of p300 and induction of HDAC1 can reduce the oncogenic potential of Api5. Thus 
inhibitors of p300 and inducers of HDAC1 have therapeutic implications in the treatment of cancers that have 
high expression of Api5.

As K251 acetylation of Api5 is the only known post-translational modification which is conserved from 
protists to  mammals2, it suggests that conservation of this acetylation may play a key role during normal devel-
opment. AMPK and Akt are important regulators of various cellular processes like cell division, transcription 
regulation and  apoptosis44–46,49,50. Reduced levels of Api5 upon inhibition of these key regulators also indicates 
its role in normal physiological and developmental processes. Although our study suggests that p300 is the 
acetylating and stabilising regulator of Api5 while HDAC1 is the de-acetylating and negative regulator of stabil-
ity, one cannot ignore the possibility of other enzymes playing a role in the regulation of Api5 stability. Also, the 
inhibitor Romidepsin, used in our study has also been reported to inhibit HDAC2. Hence, we do not neglect the 
plausible role of HDAC2 playing a role in deacetylating Api5.

Thus taken together, our data is the first to demonstrate that p300 and HDAC1 are the novel regulators of Api5 
which not only interact but also mediate the localisation and activity of Api5 by acetylating and de-acetylating 

Figure 8.  Schematic representation depicting the regulation of Api5 following acetylation and deacetylation. (a) 
Model predicting the regulation of Api5 via the AMPK, Akt and p300 signalling cascade. (b) p300 acetylation 
of Api5 at lysine residue 251 stabilises the protein in the nucleus; whereas de-acetylation of Api5 at K251 by 
HDAC1 de-stabilises the protein which enables it to get translocated to the cytoplasm. Overall, this leads to 
proliferation of the cells.
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at lysine 251 respectively, leading to cellular proliferation thereby regulating cell cycle progression as illustrated 
in Fig. 8b.

Materials and methods
Chemicals and antibodies. Histone Acetyltransferase p300 inhibitor, C646 (382113), protease inhibitor 
cocktail (P2714), dimethyl sulfoxide (DMSO, D8418) and propidium iodide (PI, P4170) were purchased from 
Sigma-Aldrich, USA and romidepsin (FK228, Depsipeptide) from Seleck Biochem, USA. Lipofectamine 2000 
(11668), Alexa fluor 488 goat anti-rabbit (A11034), Phalloidin 568 (A12380), Phalloidin 633 (A22284) and Hoe-
chst 33258 (H3569) were purchased from Thermo Fisher Scientific, USA. GFP (ab290), RFP (ab62341) Cyclin B1 
(ab32053), p21 (ab109520) and p300 (ab10485) antibodies were obtained from Abcam, USA, HDAC1 (sc-8410), 
E2F1 (C-20- sc-193) and Cyclin A (sc-271682) from Santacrutz Biotechnology Inc, USA. PCNA (2586), pAkt 
Ser437 (9271), Akt (9272) and acetyl p53 Lys382 (2828) from Cell Signaling Technology, USA. Api5 (PAB7951) 
from Abnova, Taiwan, acetyl lysine (05-515) from Merck Millipore, USA, Hoechest 3,258 (H3569) was pur-
chased from Molecular Probes, Thermo Fisher Scientific, USA and GAPDH (G9545) from Sigma-Aldrich, USA.

Plasmids. CSII-EF-MCS plasmid was a gift from Dr. Sourav Banerjee, NBRC, Manesar, India. pCAG-HIVgp 
and pCMV-VSV-G-RSV-Rev plasmids were purchased from RIKEN BioResource Centre, Japan. mVenusC1 
was gifted by Jennifer Lippincott-Schwartz, NIH, USA in which Api5 was cloned. The Api5 was made siRNA-
resistant and K251 mutants were generated using site directed mutagenesis Details of plasmids used and cloning 
protocols are provided in the supplementary information.

Cell culture and drug treatments. MCF7 cells were obtained from the European Collection of Cell Cul-
tures (ECACC). HEK293T cells were a gift from Dr. Jomon Joseph (NCCS, Pune). The cells were maintained in 
100 mm dishes (Thermo Fisher Scientific, USA 172931) and were grown in high glucose Dulbecco’s Modified 
Eagle Medium (DMEM; Lonza Group AG, Switzerland, 12-604F) containing 10% heat inactivated FBS (Thermo 
Fisher Scientific, USA, 10270106) and 100 units/mL penicillin–streptomycin (Lonza Group AG, Switzerland, 
17-602E) and incubated at 37 °C humidified 5%  CO2 incubators (Eppendorf, GmBH or Thermo Scientific, USA).

For inhibitor studies, 7 ×  105 cell were seeded on 35 mm dishes (Thermo Fisher Scientific, USA, 153066) 16 h 
prior to treatment of C646 or Romidepsin and incubated for 4 h and 12 h, respectively.

MCF7 cells stably expressing mCherry-tagged Api5 were generated using lentiviral-mediated transduction. 
Briefly, 7.5 ×  105 HEK293T cells were seeded on 35 mm dish and transfected with 1 μg of mCherry-CSII-EF-MCS 
or mCherry-CSII-EF-MCS-Api5 plasmid along with 1 μg of pCAG-HIVgp and 0.5 μg pCMV-VSV-G-RSV-Rev 
packaging plasmids using Lipofectamine 2000. 1 mL DMEM containing 30% FBS was added to the cells 24 h post 
transfection. 5 ×  105 MCF7 cells were seeded on a 35 mm dish for transduction. Viral supernatant was collected 
48 h post transfection and filtered through a 0.45 µm filter to get rid of the cell debris. Filtered viral supernatant 
containing media along with 1 ml fresh media was added to the MCF7 cells. 4 μg polybrene was added to the 
cells to increase the transduction efficiency. Cells were replenished with fresh medium 48 h post transduction. 
Transduced MCF7 cells were passaged and used for further experiments.

For transfections, 6 ×  105 cells were seeded in 35 mm dishes and incubated at 37 °C overnight. siRNA duplexes 
targeting Api5 and LacZ were purchased from Dharmacon (Thermo Fisher Scientific, USA). Sense sequences 
of the siRNA are: Api5, 5′-GAC CUA GAA CAG ACC UUC AUU-3′, LacZ, 5′-CGU ACG CGG AAU A CUU CGA 
dTdT-3′. siRNA against LacZ and Api5 were transfected as described  earlier62. Api5 K251 mutants which were 
generated by site directed mutagenesis were transfected 24 h post knockdown of Api5.

Immunoblotting and immunoprecipitation. mCherry-tagged Api5 over-expressing stable cells with 
or without treatments were lysed in cell lysis buffer containing 50 mM Tris–HCl, pH 7.4, 0.1% Triton X-100, 
5 mM EDTA, 250 mM NaCl, 50 mM NaF, 0.1 mM  Na3VO4 and protease inhibitors. Immunoprecipitations were 
performed as  described63 using GFP, RFP, p300, or HDAC1-specific antibodies. 2 μg of antibody (IgG or GFP/
RFP/p300/HDAC1) was used to pull down 800 μg of protein for performing the pull down and 3% of whole cell 
extract have been loaded as input. Western blotting was performed with Api5, GFP, acetyl lysine and GAPDH 
antibodies as previously  mentioned62. Immunoblots include all the experimental lanes of a said experiment and 
there are no composite images where two or more blots were merged together. The blots were processed as hori-
zontal cut strips in the respective antibody dilutions and imaged as individual strips in ImageQuant LAS4000 
(GE Healthcare, now Cytiva, USA).

Semi-quantitative PCR. RNA extraction and cDNA synthesis of C646 and Romidepsin treated cells 
were performed as described  previously64. Semi-quantitative PCR was performed using API5 specific forward 
(5′-CGA GTG GCA GAT ATA CTA ACGC-3′) and reverse (5′-TCC TCT CCT TGA AGT ATT TGGC-3′) primers. 
GAPDH was used as endogenous control and was amplified using forward (5′-ACC ACA GTC CAT GCC ATC 
AC-3′) and reverse (5′-TCC ACA CCC TGT TGC TGT A-3′) primers. The following PCR cycle was used for the 
amplification: 95 °C for 60 s, 58 °C for 45 s, 72 °C for 60 s and final extension for 3 min. The experiments were 
repeated three times to confirm API5 levels.

Immunofluorescence. For immunofluorescence, 6 ×  105 cells were seeded on coverslips placed in 35 mm 
dishes. After treatment of C646 or romidepsin, cells were fixed in 4% paraformaldehyde and permeabilised using 
0.5% Triton X after PBS washes. After PBS-Glycine wash, cells were blocked using 10% FBS for 1 h and incubated 
overnight with Api5 antibody at 4 °C. Cells were incubated with secondary antibodies conjugated with Alexa 
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Fluor for 1 h at room temperature along with phalloidin. Nuclei were stained with Hoechst 33258 for 5 min and 
washed twice using PBS. The cells were mounted using mounting media and imaged under 63× oil immersion 
objective of the SP8 confocal microscope (Leica, Germany). Corrected total cell fluorescence (CTCF) was cal-
culated to measure the intensity of Api5 fluorescence in nucleus and cytoplasm of the cells. Briefly, the nuclear 
and cytoplasmic boundary was marked manually and measure the area, integrated density and mean grey value 
of Api5 fluorescence. Also measure the mean intensity of background to calculate corrected fluorescence. CTCF 
was calculated with the formula CFTC = integrated density − (area of selected area × mean fluorescence of back-
ground readings). CTCF of at least 200 cells were calculated per experiment set.

Cell proliferation assay. For cell proliferation assay, 6 ×  105 MCF7 cells were seeded in 35 mm dishes and 
incubated at 37 °C overnight. mVenus-tagged WT and K251 mutants of Api5 plasmids were transfected as men-
tioned before. 48 h post transfection, cells were trypsinised and pelleted down by centrifugation at 1000 rpm for 
5 min. Cell pellet was suspended in 1× PBS. 1:10 dilution of the suspended cell pellet was prepared in 1X PBS 
and the cell count was measured using 60 μm sensor connected to Sceptar™ hand-held automated cell counter 
(Millipore, Sigma-Aldrich, USA).

Flow cytometry. MCF7 cells after transfection were trypsinised using 1× trypsin and collected in media. 
After pelleting, the cells were washed with cold PBS twice to remove excess media. The cells were then fixed in 
70% ethanol overnight at 4 °C and stained with 1 mg/ml propidium iodide in the presence of RNase A (20 mg/
ml) at 37 °C for 1 h. Cell cycle profile was analysed on BD Accuri™ C6 flow cytometer (BD Biosciences, USA).

Statistical analysis. All experiments were performed with a minimum of 3 independent biological repli-
cates. Densitometry analysis of western blots were performed using ImageJ software. Results were analysed from 
a minimum of three independent experiments and plotted using GraphPad Prism (GraphPad Software, La Jolla, 
CA, USA) represented in bar graphs as Mean ± SEM. Student’s t test and Mann Whitney U test was used to test 
the significance in difference of Api5 levels between two samples and One-way Anova and Dunnett’s multiple 
comparisons test for more than two samples. p value > 0.05 was considered non-significant. *, ** and *** cor-
respond to p < 0.05, p < 0.01, and p < 0.001 respectively.
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