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Novel detection of post-
translational modifications in 
human monocyte-derived dendritic 
cells after chronic alcohol exposure: 
Role of inflammation regulator 
H4K12ac
Tiyash Parira1, Gloria Figueroa1, Alejandra Laverde1, Gianna Casteleiro1, Mario E. Gomez 
Hernandez2, Francisco Fernandez-Lima2 & Marisela Agudelo1

Previous reports on epigenetic mechanisms involved in alcohol abuse have focus on hepatic and 
neuronal regions, leaving the immune system and specifically monocyte-derived dendritic cells 
(MDDCs) understudied. Our lab has previously shown histone deacetylases are modulated in cells 
derived from alcohol users and after in vitro acute alcohol treatment of human MDDCs. In the current 
study, we developed a novel screening tool using matrix assisted laser desorption ionization-fourier 
transform-ion cyclotron resonance mass spectrometry (MALDI-FT-ICR MS) and single cell imaging flow 
cytometry to detect post-translational modifications (PTMs) in human MDDCs due to chronic alcohol 
exposure. Our results demonstrate, for the first time, in vitro chronic alcohol exposure of MDDCs 
modulates H3 and H4 and induces a significant increase in acetylation at H4K12 (H4K12ac). Moreover, 
the Tip60/HAT inhibitor, NU9056, was able to block EtOH-induced H4K12ac, enhancing the effect of 
EtOH on IL-15, RANTES, TGF-β1, and TNF-α cytokines while restoring MCP-2 levels, suggesting that 
H4K12ac may be playing a major role during inflammation and may serve as an inflammation regulator 
or a cellular stress response mechanism under chronic alcohol conditions.

The notion that an epigenetic modification can be described as a heritable change in genetic composition that 
is not directly encoded in the DNA1 has fascinated researchers over time. In the context of addiction, epigenetic 
modifications have been implicated in alcohol abuse2–5. Chronic alcohol use, one of the leading causes of morbid-
ity, may result in addiction, which is intrinsically related to brain behavior and neuronal remodeling6. Recently, 
researchers have begun to investigate the epigenetic effects of alcohol abuse; however, most studies have been 
conducted in the hepatic2 or neuronal regions7,8 as recently reviewed by us9. Besides the vast amount of literature 
regarding the effects of alcohol abuse on the liver and CNS, alcohol is also known to affect the human immune 
system by modulating both the innate and adaptive components of the immune system10.

Despite previous research in the alcoholism and epigenetics fields, little is known about the epigenetic effects 
of chronic alcohol exposure in the human immune system. Therefore, the current study aims to reveal the epige-
netic effects of chronic alcohol treatment in monocyte-derived dendritic cells (MDDCs), specifically the ability 
of chronic alcohol to induce histone modifications and subsequent functional effects. The epigenetic effects of 
chronic alcohol were assessed through the analysis of H3 and H4 modifications with a focus on histone (H)4 
lysine (K)12 acetylation(ac). Results from this study provide novel insights into the epigenetic effects of chronic 
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alcohol in the periphery and reveal H4K12ac as a novel epigenetic post-translational modification marker for 
chronic alcohol.

Results
Chronic treatment of MDDCs with 0.2% alcohol (EtOH) leads to increases in histone H3 and H4 
quantity. To measure total levels of histones H3 and H4, quantifications were performed for MDDCs treated 
with 0.1 and 0.2% EtOH for 5 days, using an enzyme linked immunosorbent assay (ELISA) EpiQuik quantifica-
tion technique. As shown in Fig. 1 panel a, total H3 was significantly upregulated after 0.1% EtOH (111.6 ± 4.858, 
p = 0.033) and 0.2% EtOH (138.1 ± 15.18, p = 0.027) while total H4 was significantly upregulated only at 0.2% 
EtOH (214.5 ± 33.02, p = 0.0017) when compared to untreated control. Although there was an overall unbal-
anced increase of H3 and H4 quantity after EtOH exposure, when statistical analysis was performed comparing 
the quantity of H3 versus H4 among the 0.1 and 0.2% EtOH-treated groups, there was no significant differences. 
Supplementary Figure S1 shows representative standard curves used for H3 and H4 quantification.

Chronic treatment of MDDCs with 0.2% EtOH reveals significant downregulation of H3 
post-translational modifications. As shown in Fig. 1 panel b, chronic treatment of MDDCs with 0.2% 
EtOH downregulated H3K4me1 (82.78% ± 2.95, p = 0.004), H3K4me3 (87.25% ± 3.67, p = 0.025), H3K9me3 
(85.97% ± 5.17, p = 0.053), H3K27me2 (83.54% ± 6.30, p = 0.059), H3K36me3 (78.63% ± 7.17, p = 0.041) and 
H3K18ac (83.62% ± 3.80, p = 0.013) in comparison to untreated MDDCs. However, treatment with 0.1% EtOH 

Figure 1. Chronic treatment of MDDCs with alcohol (EtOH) leads to increased histone H3 and H4 quantity 
followed by modulation in H3 and H4 modifications. After 5–7 days of differentiation, MDDCs were treated 
with 0.1%, and 0.2% alcohol for 5 days. Panel a: Histone H3 and H4 quantity was analyzed by ELISA-
based EpiQuik quantification kits independent of its modified state. The values are displayed as percent of 
control ± SEM from at least five independent experiments. Graph indicates H3 at EtOH 0.1% (111.6 ± 4.858, 
p = 0.033) and 0.2% (138.1 ± 15.18, p = 0.027), H4 at EtOH 0.2% (214.5 ± 33.02, p = 0.0017). Panel b: Histone 
extracts from MDDCs chronically treated with EtOH 0.1 and 0.2% were analyzed for 21 H3 post-translational 
modification states. Results show levels of significantly altered histone modifications for 0.1 and 0.2% EtOH, 
presented as percentage over untreated control ± SEM from two (EtOH 0.1%) and three (EtOH 0.2%) 
independent experiments. Chronic treatment with 0.2% EtOH in MDDCs showed significant downregulation 
at the sites of H3K4me1 (82.78% ± 2.95, p = 0.004), H3K4me3 (87.25% ± 3.67, p = 0.025), H3K9me3 
(85.97% ± 5.17, p = 0.053), H3K27me2 (83.54% ± 6.30, p = 0.059), H3K36me3 (78.63% ± 7.17, p = 0.041) 
and H3K18ac (83.62% ± 3.80, p = 0.013) in comparison to untreated control. Panel (c): Histone extracts from 
MDDCs chronically treated with EtOH 0.2% were analyzed for 10 H4 post-translational modification states. 
Results show levels of significantly altered histone modifications for EtOH 0.2% presented as percentage 
over untreated control ± SEM from 7 (EtOH 0.2%) independent experiments. Chronic treatment of the 
EtOH 0.2% in MDDCs showed significant downregulation at H4K5ac (15.44% ± 28.31, p = 0.011), H4K8ac 
(33.69% ± 12.89, p = 0.0002), H4K20m2 (53.63% ± 10.55, p = 0.0009), H4K20m3 (59.63% ± 10.55, p = 0.019), 
H4R3m2 (33.45 ± 10.27, p = 0.0003) and H4ser1P (49.36 ± 19.86, p = 0.025) and upregulation at H4K12ac 
(401.64% ± 123.40, p = 0.031), in comparison to untreated control. Statistical differences were calculated using 
student’s t-test when individually compared to untreated control and significant differences are indicated with*.
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did not significantly modulate H3 modification sites. Although no significant dose-dependent downregulation 
was found through statistical analyses, treatment with 0.2% EtOH decreased post-translational modification sta-
tus with respect to treatment with 0.1% EtOH. Supplementary Table T1 includes the mean % of control, SEM, and 
p values for 21 H3 modifications after 0.1 and 0.2% EtOH treatments.

Chronic treatment of MDDCs with 0.2% EtOH modulates H4 sites and significantly up-regulates 
H4K12ac. As shown in Fig. 1 panel c, chronic EtOH treatment of MDDCs with 0.2% EtOH, signifi-
cantly downregulated H4K5ac (15.44% ± 28.31, p = 0.011), H4K8ac (33.69% ± 12.89, p = 0.0002), H4K20m2 
(53.63% ± 10.55, p = 0.0009), H4K20m3 (59.63% ± 10.55, p = 0.019), H4R3m2 (33.45% ± 10.27, p = 0.0003) and 
H4ser1P (49.36% ± 19.86, p = 0.025) while significantly upregulating H4K12ac (401.64% ± 123.40, p = 0.031) in 
comparison to untreated MDDCs. Supplementary Table T2 displays the mean % of control, SEM, and p values for 
10 H4 modifications after 0.2% EtOH treatment. To further confirm the upregulation at H4K12ac, we performed 
immunoblotting. Figure 2 panel a shows a representative blot depicting H4K12ac expression in histone extracts 
from MDDCs untreated and chronically treated with 0.2% EtOH. Full blots are included in the Supplementary 
Figure S4. Figure 2 panel c shows a graphical representation of the optical density (OD) values of the H4 band as 
analyzed by ImageJ and represented as percent of control. 0.2% EtOH treated MDDCs (134.6% ± 25.15) contain 
increased (not significant) amount of H4 compared to control (100% ± 17.19). Figure 2 panel b shows OD of 
H4K12ac analyzed by ImageJ, normalized to H4 and represented as percent of control as previously reported11–13. 
MDDCs chronically treated with 0.2% EtOH (367.3 %± 132.9, p = 0.05) show a significantly higher expression of 
H4K12ac in comparison to untreated MDDCs (100% ± 15.05).

MALDI-FT-ICR-MS confirms acetylation peaks are enriched in 0.2% EtOH treated MDDCs com-
pared to untreated MDDCs. To further verify the increased acetylation in MDDCs chronically treated 
with 0.2% EtOH, we carried out SDS-PAGE separation of histone proteins, in-gel tryptic digestion of histone 
H4 followed by MALDI-FT-ICR MS for untreated and 0.2% EtOH-treated MDDCs simultaneously. Three pep-
tides containing acetylation were observed in untreated MDDCs and 0.2% EtOH (see Table 1); other detected 
non-acetylated tryptic digest peptides are summarized in Supplementary Table T3. As shown in Fig. 3, the control 
and the 0.2% EtOH-treated MDDCs H4 have K16 acetylated as indicated by the m/z 530.3045 (panel a) signal 
with higher relative abundances on the acetylated peptide in the treated MDDCs compared to acetylated peptide 
in the control MDDCs (1.12 + /− 0.16 times) (panel d). Furthermore, a peptide signal was detected containing 
acetylation at K12 and K16 at m/z 927.5365 (panel b) for the control and treated MDDCs, respectively, with 

Figure 2. Chronic treatment of MDDCs with 0.2% EtOH increases H4K12ac as measured by Immunoblotting. 
Western blot was carried out for H4K12ac and H4 in histone extracts from untreated control or 0.2% EtOH 
treated MDDCs. Panel a- shows representative blot highlighting the protein of interest (full length blots are 
included in the Supplementary Figure S4), where first 3 lanes have histone extracts from three biological 
replicates of untreated MDDCs and next 3 lanes contain histone extracts from three biological replicates of 
MDDCs chronically treated with 0.2% EtOH. The H4K12ac band appears at 11 kDa while the H4 band appears 
at 14 kDa. Panel b - optical density of H4K12ac normalized to H4 when analyzed by ImageJ and represented as 
% control. MDDCs chronically treated with 0.2% EtOH (367.3 %± 132.9, p = 0.05) showed a higher expression 
of H4K12ac in comparison to untreated MDDCs (100 %± 15.05). Panel c - graphical representation of the 
optical density (OD) values of the H4 band. 0.2% EtOH treated MDDCs (134.6% ± 25.15) contain increased 
amount of H4 compared to control (100% ± 17.19). Western blot was carried out with histone extracts for 
control and 0.2% EtOH treated MDDCs from at least 13 different buffy coats. Statistical differences were 
calculated using t-test when compared to untreated control.
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higher relative abundances in the treated compared to the control MDDCs (1.73 + /− 0.12 times) (panel d). A 
peptide signal was detected at m/z 1396.8026 (panel c) for the control and treated MDDCs corresponding to 
the acetylation of K5, K12 and K16; in this case, a higher relative abundance was also observed for the treated 
MDDCs compared to the control MDDCs (1.39 + /− 0.09 times) (panel d). These observations suggest higher 
levels of acetylation in MDDCs treated chronically with 0.2% EtOH compared to the untreated MDDCs. In order 
to address how EtOH exposure progressively changes histone modifications, MALDI-FT-ICR MS was also car-
ried out after MDDCs were treated acutely (24 hours) with 0.2% EtOH. Results are shown in panel e, and confirms 
that the same peptide signals containing acetylations K5, K12 and K16 were detected (see Table 2) acutely and 
chronically. However, after acute treatments the relative abundance of peptide for acetylated K12 and K16 at m/z 
927.5373 for treated was 1.53 + /− 0.13 times higher compared to control; however, it was lower when compared 
to chronic alcohol-treated studies. Furthermore, relative abundance of peptide for acetylated K16 at m/z 530.3046 
for acutely treated samples was 1.80 + /−0.21 times higher compared to control. Therefore, acetylation at K12 
gradually increases from acute to chronic treatment confirming that EtOH exposure progressively changes his-
tone modifications over time. Supplementary Figure S2 panel a depicts the relative abundance of the acetylated 
peaks in the control and chronically treated MDDCs normalized to common non-acetylated peptide signals 
(e.g., m/z 1180.6216). In addition, Supplementary Figure S2 panel b shows the MALDI-FT-ICR MS spectra of 
the control and chronically treated MDDCs. Supplementary Figure S3 panel a and b depict the same for acutely 
treated MDDCs. The observed peptides and acetylation sites are consistent with previously reported peptide mass 
mapping of acetylated isoforms of H414.

Upregulation of H4K12ac due to chronic treatment with 0.2% EtOH is restored to basal levels 
by Tip60/HAT inhibitor, NU9056. A significantly upregulated post-translational acetylation event points 
towards increased activity or functionality of histone acetyl transferases (HATs)15. Amongst them, Tip 60, which 
is known to acetylate H416, has recently been shown to be responsible for acetylating H4K1217,18. To further 
analyze the functional role of H4K12ac in MDDCs under chronic alcohol stress, NU9056, a recently identified 
Tip60 inhibitor19, was used to block EtOH-induced acetylation at H4K12. As measured by ELISA (Fig. 4, panel 
a), chronic exposure of MDDCs with 50 nM NU9056 (69.35 ± 15.96) (Supplementary Figure S5 shows NU9056 
toxicity) reduces H4K12ac lower than basal levels compared to control (100 ± 22.65) while 0.2% EtOH treat-
ment (138.2 ± 18.09, p = 0.05) significantly increases H4K12ac compared to control. Also, when the cells were 
co-treated with 0.2% EtOH and NU9056 (50 nM) (56.27 ± 31, p = 0.04), there was a significant reduction on 
H4K12ac compared to 0.2% EtOH-treated cells, confirming the ability of NU9056 to restore the effects of EtOH 
on H4K12ac. To further validate the ability of NU9056 to inhibit the effect of EtOH on H4K12ac, intra-nuclear 
staining to detect H4K12ac followed by single cell imaging flow cytometry was carried out. Figure 4, panel b shows 
a representative colored histogram overlay of intensity of channel 2 (H4K12ac-FITC). For isotype control (yel-
low), secondary antibody only (orange), control (red), NU9056 50 nM (pink), 0.2% EtOH (blue) and combination 
of 0.2% EtOH and NU9056 50 nM (green) treated MDDCs. The histogram overlay represents the shift in intensity 
of H4K12ac positive cells showing a decrease or leftward shift for NU9056 (50 nM), increase or rightward shift 
for 0.2% EtOH compared to control and a decrease again for combination of 0.2% EtOH and NU9056 (50 nM) in 
comparison to 0.2% EtOH-treated MDDCs. Panel c shows NU9056 (50 nM) (62.78% ± 3.53, p = 0.004) signifi-
cantly reduced the percentage of H4K12ac positive cells compared to control (74.93% ± 1.73) while 0.2% EtOH 
increased the percentage of H4K12ac positive cells (82.95% ± 0.84, p = 0.0008) compared to control. When the 
cells were treated with a combination of 0.2% EtOH and NU9056 (50 nM), there was a significant reduction on 
H4K12ac positive cells (68.21% ± 2.57, p = 0.0005) compared to cells treated with 0.2% EtOH alone. Panel d 
shows mean fluorescent intensity (MFI) of H4K12ac-FITC positive cells. MDDCs treated with NU9056 50 nM 
(154451 ± 25304) shows reduced MFI compared to untreated MDDCs (172842 ± 28155). MDDCs chronically 
treated with 0.2% EtOH (203686 ± 41517) show increased MFI compared to control while MDDCs treated with 
0.2% EtOH and NU9056 50 nM (133163 ± 23359, p = 0.0002) show significantly reduced MFI compared to 0.2% 
EtOH treated MDDCs. The results from panel d confirm that NU9056 50 nM in combination with 0.2% EtOH 
reduce alcohol induced H4K12ac expression in MDDCs. Representative single cell images are shown in panel e. 
To confirm nuclear co-localization of H4K12ac, treated or untreated MDDCs were labelled with H4K12ac using 
intra-nuclear staining protocol and followed by staining with 4′,6-Diamidino-2-Phenylindole, Dihydrochloride 
(DAPI). Images were acquired and panel f shows representative single cell images with last channel showing an 
overlay of bright field, FITC and DAPI, confirming the nuclear co-localization of H4K12ac. Although most of the 
staining is localized on the nucleus, there is some presence of cytoplasmic staining for H4K12ac. This could be 
due to non-specific binding of the antibodies20,21. To account for it, staining with isotype and secondary antibody 

Sample Measured m/z
Theoretical 
[M + H]+

error 
(ppm) Sequence Range

 Control

1396.80265 1396.80192 0.52 GKGGKGLGKGGAKR 5–18

927.53657 927.53704 −0.51 GLGKGGAKR 10–18

530.30457 530.30452 0.09 GGAKR 14–18

Treated 
0.2% 
EtOH 
Chronic

1396.80261 1396.80192 0.49 GKGGKGLGKGGAKR 5–18

927.53661 927.53704 −0.47 GLGKGGAKR 10–18

530.30456 530.30452 0.08 GGAKR 14–18

Table 1. Acetylated peptides detected by MALDI-FT-ICR MS for control and chronically treated MDDCs.
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controls was carried out and as evident in Fig. 4 panels b–c they showed very low signal, 0.3% and 0.02%, respec-
tively. Another explanation for the cytoplasmic staining is the presence of extra-nuclear histones due to apoptosis 
as previously reported in activated human lymphoblasts as an early event in apoptosis22,23.

Inhibition of H4K12ac with NU9056 modulates cytokine and chemokine production. Alcohol 
has been known to alter cytokine and chemokine secretion by immune cells24. Our lab has also previously 
reported modulated cytokine secretion profile in alcohol users25 and after in-vitro acute alcohol treatment in 
MDDCs26. In order to study the functional relevance of upregulation of H4K12ac due to chronic alcohol expo-
sure in MDDCs, we looked at secretion of inflammatory cytokine and chemokine profiles under the treatment 
of NU9056 alone, chronic EtOH treatment, and combination of chronic EtOH and NU9056. From the cytokines 
that showed modulation after H4K12ac inhibition (Supplementary Figure S7), MCP-2 is the only cytokine that 
appears to be regulated by H4K12ac since inhibition of H4K12ac is resulting in a reduction of MCP-2 production 

Figure 3. MALDI-FT-ICR-MS confirms acetylation peaks are enriched in 0.2% EtOH treated MDDCs 
compared to untreated MDDCs. Typical representative MALDI-FT-ICR MS spectra of the 14–18 GGAKR 
(Panel a), 10–18 GLGKGGAKR (Panel b) and 5–18 GKGGKGLGKGGAKR (Panel c) in the control and 0.2% 
EtOH treated MDDC samples (theoretical isotopic pattern is shown for all cases). There is higher abundance 
of the acetylated peptides in the chronic 0.2% EtOH-treated MDDCs relative to the control MDDCs (Panel d). 
Relative abundance of acetylated peptides in MDDCs acutely treated with 0.2% EtOH compared to untreated 
control is shown in panel e. Relative abundances were normalized using internal, non-acetylated common 
peptides (Supplementary Figures S2 and S3).

Sample Measured m/z
Theoretical 
[M+H]+

error 
(ppm) Sequence Range

 Control

1396.80167 1396.80192 −0.18 GKGGKGLGKGGAKR 5–18

927.53689 927.53704 −0.16 GLGKGGAKR 10–18

530.30459 530.30452 0.13 GGAKR 14–18

Treated 
0.2% 
EtOH 
Acute

1396.8015 1396.80192 −0.3 GKGGKGLGKGGAKR 5–18

927.53732 927.53704 0.29 GLGKGGAKR 10–18

530.30462 530.30452 0.19 GGAKR 14–18

Table 2. Acetylated peptides detected by MALDI-FT-ICR MS for control and acutely treated MDDCs.
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induced by EtOH as shown in Fig. 5 panel b. In Supplementary Figure S7, panel a, a graphical representation of 
optical density values show treatment with 0.2% EtOH significantly upregulates ICAM-1 (4.71 ± 0.42, p = 0.0007) 
and IL-10 (5.008 ± 0.89, p = 0.027). While inhibition of H4K12ac by NU9056 (50 nM) significantly upregulates 
ICAM-1 (7.37 ± 1.16, p = 0.002), IL-6 (4.55 ± 1.21, p = 0.015), IL-10 (4.13 ± 1.03, p = 0.046), IL-15 (4.33 ± 1.84, 
p = 0.062), IL-16 (2.62 ± 1.02, p = 0.059) and IP-10 (4.15 ± 0.69, p = 0.002) when compared to untreated control. 
In addition, when the cells were treated with a combination of 0.2% EtOH and NU9056, there was a significant 
upregulation of ICAM-1 (10.43 ± 2.42, p = 0.011), IL-10 (4.35 ± 0.55, p = 0.023), IL-15 (6.68 ± 1.01, p = 0.0009), 
IL-16 (1.94 ± 0.35, p = 0.0004) and IP-10 (3.95 ± 0.35, p = 0.0002) when compared to untreated control. Statistical 
analysis between MDDCs co-treated with 0.2% EtOH + NU9056 versus MDDCs treated with only 0.2% EtOH 
to reveal a significant upregulation of IL-15 (p = 0.036), RANTES (p = 0.014), TGFβ−1 (p = 0.0008) and TNFα 
(p = 0.028) shown in Fig. 5 panel a and significant downregulation of MCP-2 (p = 0.016) shown in Fig. 5 panel 

Figure 4. Upregulation of H4K12ac due to chronic treatment with 0.2% EtOH is restored to basal levels by 
Tip60/HAT inhibitor, NU9056. Post differentiation, MDDCs were treated with NU9056 50 nM, EtOH 0.2% or 
both for 5 days. Panel a shows H4K12ac quantity from histone extracts as percent (%) of control ± SEM from 
at least three independent experiments. Statistical differences were calculated using student’s t-test compared 
to untreated control (100 ± 22.65) and indicated for H4K12ac at NU 50 nM (69.35 ± 15.96), EtOH 0.2% 
(138.2 ± 18.09, p = 0.05), and EtOH 0.2% + NU 50 nM (56.27 ± 31, p = 0.04). Interactions between groups 
were tested by ANOVA which gave a p = 0.008. Intra-nuclear staining for H4K12ac and single cell imaging 
flow cytometry were also performed and it was carried out at-least three times in triplicates. 10,000 events 
were acquired from live population (eFLUOR450 dye) per sample. Controls with secondary (2°) antibody (Ab) 
only and isotype staining were also analyzed. Panel b shows a representative overlay of histogram of intensity 
of channel 2 (FITC) for each treatment shown in legend on the histogram. Panel c shows the percentage of 
FITC positive (H4K12ac expressing cells). 2° Ab control showed (0.02% ± 0.009) H4K12ac positive population. 
Isotype control showed (0.34% ± 0.001) positive for H4K12ac. NU 9056 (50 nM) (62.7% ± 3.5, p = 0.004) 
reduced H4K12ac positive cells compared to control (74.93% ± 1.73) while 0.2% EtOH increased H4K12ac 
positive cells (82.9% ± 0.84, p = 0.0008) compared to control. 0.2% EtOH and NU9056 (50 nM) reduced 
H4K12ac positive cells (68.21% ± 2.57, p = 0.0005) compared to cells treated with 0.2% EtOH alone. ANOVA 
gave a significant value of p < 0.0001. Panel d shows MFI of H4K12ac population from each treatment after 
background subtraction. 0.2% EtOH + NU9056 50 nM (133163 ± 23359, p = 0.0002) show significantly reduced 
MFI compared to 0.2% EtOH (203686 ± 41517) treated MDDCs only. Panel e shows representative single cell 
images from experiments where live cells were acquired based on staining with fixable viability dye eFLUOR 
450. Panel f shows representative single cell images confirming nuclear staining with H4K12ac antibody based 
on DAPI co localization with H4K12ac.
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b. Representative blots for each treatment are included in Supplementary Figure S7, panel b. To further validate 
the modulation of MCP-2 by H4K12ac, MCP-2 levels were measured by ELISA (Fig. 5 panel c) in cell culture 
supernatants. The combination of 0.2% EtOH and NU9056 50 nM (321.64 pg/mL ± 13.50, p = 0.03) significantly 
reduced MCP-2 levels compared to 0.2% EtOH treatment alone (401.75 pg/mL ± 28.22). MCP-2 expression was 
measured by single cell imaging flow cytometry (Fig. 5 panels d–g) in MDDCs. 0.2% EtOH was able to signif-
icantly upregulate percentage of cells expressing MCP-2 (85.8% ± 5.2, p = 0.002) compared to untreated con-
trol MDDCs (52.3% ± 2.3). Combination treatment of 0.2% EtOH + NU9056 50 nM also significantly reduced 
the percentage of cells expressing MCP-2 (29.6% ± 1.18, p = 0.0001) compared to 0.2% EtOH-treated MDDCs. 
EtOH-treated MDDCs showed significantly higher MFI of MCP-2 (4260 ± 603, p = 0.04) compared to untreated 
MDDCs (2510 ± 29) while MDDCs treated with 0.2% EtOH + NU9056 50 nM showed significantly lower MFI 
(1459 ± 297, p = 0.01) compared to 0.2% EtOH-treated cells. Panel f shows an overlay histogram of MCP-2 for 
isotype (yellow), control (red), 0.2% EtOH (blue), NU9056 50 nM (pink) and 0.2% EtOH + NU9056 50 nM 
(green). Panel g shows representative single cell images for each treatment. in silico analysis using GeneMANIA 
or Gene Multiple Association Network Integration Algorithm27 was carried out to elucidate interactions between 

Figure 5. Inhibition of H4K12ac with NU9056 modulates cytokine and chemokine production. After 5–7 
days of differentiation, MDDCs were treated with NU9056 50 nM, 0.2% EtOH or both for 5 days. Supernatants 
collected were analyzed for 48 inflammatory cytokines and chemokines. Data is from 3 blots for untreated 
control, 2 blots each for treatment with 0.2% EtOH alone, treatment with NU9056 alone, and treatment 
with 0.2% EtOH plus NU9056. Cytokines chosen to be presented in the graph were selected on the basis of 
fold change (2 folds or more) compared to control. Each cytokine is detected in duplicates within each blot. 
Statistical differences were calculated using student’s t-test when individually compared to untreated control 
and indicated with a * (compared to control) and # (between treatments) for significant p value. Two-way 
ANOVA was carried out (p = 0.027). Panel a shows optical density values for cytokines IL-15, RANTES, TGF-
β1 and TNF-α. Panel b shows optical density values for MCP2. In panel c, MCP-2 ELISA was carried out 
from cell culture medium at least three times in duplicates. Values detected in pg/mL are as follows, untreated 
control (322.4 ± 25.04), NU9056 50 nM (317.5 ± 14.3), 0.2% EtOH (401.7 ± 28.2) and 0.2% EtOH + NU9056 
50 nM (321.6 ± 13.5, p = 0.03). Panels d–g show intracellular staining to measure MCP-2 levels in untreated 
or treated MDDCs. Data represented is from at least 3 experiments. Panel d shows % gated MCP-2 positive 
cells for untreated control (52.3% ± 2.3), NU9056 50 nM (45.8% ± 1.07), 0.2% EtOH (85.8% ± 5.2, p = 0.002) 
and 0.2% EtOH + NU9056 50 nM (29.6% ± 1.18, p = 0.0001). Panel e shows MFI values for MCP-2-FITC 
for untreated control (2510 ± 29), NU9056 50 nM (2151 ± 43), 0.2% EtOH (4260 ± 603, p = 0.04) and 0.2% 
EtOH + NU9056 50 nM (1459 ± 297, p = 0.01). Panel f shows an overlay histogram of MCP-2-FITC for all the 
samples as shown in legend. Panel g shows representative single cell images.
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KAT5, gene for TIP60 histone acetyl transferase, and NFKB1, which is a common transcription factor associated 
with alcohol effects28 and CCL8 (MCP-2 gene). Results from the in silico analysis (Fig. 6 panel a) showed several 
genes that are associated to KAT5 through physical interaction, gene interaction, or other pathways. KAT5 asso-
ciates with NFKB1 through physical interactions while CCL8 is co-expressed with NFKBIZ, NFKBIA, RELB and 
MAP3K8, which are genes that interact directly with NFKB1.

Discussion
Post-translational modifications of histones are dynamic and are responsible for two broad functions, modifying 
chromatin state and modulating DNA functions in terms of DNA replication, gene transcription and transla-
tion29. The goal of this study was to implement two novel techniques: MALDI-FT-ICR MS and single cell imaging 
flow cytometry as screening tools to delineate histones H3 and H4 post translational modifications in human 
dendritic cells (DCs) under chronic alcohol stress with an aim of identifying epigenetic markers or epi-drug 
targets for alcohol use disorders.

Our studies quantifying H3 and H4 (Fig. 1) in untreated and EtOH-treated MDDCs revealed, for the first 
time, an evident increase in H3 and H4 quantity after treatment with EtOH. Although in the current study nucle-
osome density was not measured, the detected increase in H3 and H4 may not be a direct correlation towards 
increase in nucleosome density and this effect may be induced by cell stress due to chronic EtOH treatment as 
previously shown during extra-nuclear detection of histones and nucleosomes in activated human lymphoblasts 
as an early event in apoptosis22. Recently, Celona et al., have demonstrated that histone content is reduced and 
cells with reduced histones have a more accessible chromatin and increased transcription30. Other group has 
suggested that histone content increases in differentiating embryonic stem cells and that the difference in histone 
content is an additional hallmark of pluripotency23,31. In our study, we observed an increased in histone content 
which may correlate with the MDDC differentiation stage and maturation effects induced by chronic exposure 
to EtOH.

Besides an increase in H3 and H4 quantity, our findings also reveal histone H3 and H4 post translational mod-
ifications in MDDCs under chronic EtOH treatment. For instance, treatment with 0.2% EtOH for 5 days caused 
a decrease in H3K4me1, H3K4me3, H3K9me3, H3K36me3 and H3K18ac. In general, H3K9 methylations are 
mostly associated with gene repression while H3K4 methylations have been mostly associated with gene activa-
tion32,33. Mono-methylation at H3K27, H3K9, H4K20, H3K79, and H2BK5 are usually related to gene activation; 
however, tri-methylations of H3K27, H3K9, and H3K79 are related to gene repression34,35. Tri-methylation at 
H3K36 is again associated with active gene transcription36 and acetylation at H3K18 is increased in transcriptional 

Figure 6. Summary of immunomodulatory role of H4K12ac. Panel a depicts the in silico analysis of genes 
KAT5, NFKB1 and CCL8 revealing several gene interactions using GeneMANIA. Panel b provides a schematic 
of the cytokine modulation partially adapted from our review9. H4K12ac negatively regulates IL-15, RANTES, 
TGF-β1 and TNF-α while positively regulating MCP-2. However, additional studies are necessary to confirm 
the immunoregulatory role of H4K12ac and to elucidate the molecular mechanisms behind this epigenetic 
immunomodulation as recently reviewed by us9.
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start sites and enhancers of active mammalian genes37,38. Therefore, based on current literature recently reviewed9, 
our study suggests a state of both activation and repression of gene transcription based on the H3 modifications 
due to chronic alcohol treatment in MDDCs. Previous reports of chronic alcohol exposure and H3 modification 
in liver nuclear extracts from rats chronically fed with alcohol showed an increased acetylation at H3K9 and 
H3K2739. Chronic intermittent alcohol (CIE) exposure also showed an increase in histone acetylation at H3K9 
while a decrease in H3K9 methylation during CIE removal in mouse primary cortical neurons40. Consistent with 
previous literature, our study also shows a decrease in H3K9 tri-methylation after chronic treatment of MDDCs 
with 0.2% EtOH. Overall, there was a general decrease in methylation at different H3 lysine residues, which may 
be due to the chronic EtOH effects on these immune cells.

MDDCs chronically treated with 0.2% EtOH expressed lower levels of H4K5ac, H4K8ac, H4k20m2, 
H4K20m3, H4R3m2 and H4ser1P with significant upregulation of H4K12ac. According to previous research, 
acetylation at H4K5, H4K8 and H4K12 are elevated in promoters of transcriptionally active genes, whereas 
H4K20me3 is associated with repressed genes38. While H4R3m2 has previously been shown to be a repressive 
mark41. In our study, altered H4 modifications due to chronic alcohol treatment also show a combination of 
gene activation and repression in MDDCs. Consistent with our findings, previous literature also suggests an 
increase in H4K12ac in the context of alcohol and oxidative stress in adolescent rats due to intermittent alcohol 
administration for two weeks42. In another report, a significant increase in H4K12ac was seen in monocytes 
from transgenic Alzheimer’s rats which also resulted in the increase of inflammatory cytokines like MIP-2 and 
TNFα43. Additionally, H4K12 and H3K18 acetylations have been indicated as prognostic markers for pancreatic 
cancer showing a high correlation score with tumor stage44. Extrapolating from previous reports of H4K12ac as 
prognostic marker for Alzheimer’s44 and pancreatic cancer44, and from our current findings demonstrating an 
increase in H4K12ac after chronic alcohol exposure, it can be concluded that upregulated H4K12ac could serve 
as an important epigenetic marker during chronic alcohol abuse.

Recent progress in epigenetic histone modification analysis support the use of mass spectrometry for clin-
ical applications45,46. Therefore, using MALDI-FT-ICR-MS we were also able to confirm the ELISA, single cell 
imaging flow cytometry, and western blotting results showing EtOHinduced an increase in H4K12ac in human 
MDDCs. It is relevant to point out that although all the techniques used demonstrated a significant increase 
in H4K12ac after alcohol treatment, there was variability in the increased amount. For instance, ELISA results 
showed a four-fold increase in H4K12ac (Fig. 1 panel c) and the validation methods using immunoblotting 
(Fig. 2), MALDI-FT-ICR-MS (Fig. 3), and single cell imaging flow cytometry (Fig. 4) were consistent in demon-
strating an increase in H4K12ac; although with a less profound effect. Single cell imaging flow cytometry data 
demonstrated the ability of alcohol to significantly increase the percentage of H4K12ac positive cells (Fig. 4 panel 
c); however, the MFI of intracellular H4K12ac expression per cell (Fig. 4 panel d) was not significantly increased. 
This could be due to the variability of the amount of acetylation per cell since not all histones are acetylated at 
the same rate and global levels of histone acetylation can be modulated due to different variables including pH47; 
however, the reason why cells regulate histone acetylation levels after EtOH exposure and the mechanisms of 
action still remain to be elucidated.

Furthermore, this study highlights the use of two novel approaches, MALDI-FT-ICR MS and single cell 
imaging flow cytometry as screening tools to detect PTMs in human immune cells. Additionally, this study 
reports, for the first time, the ability of NU9056, a recently identified Tip60/HAT specific inhibitor19, to block 
the alcohol-induced effect on H4K12 acetylation in primary culture of human MDDCs. Results from H4K12ac 
quantification and inflammatory cytokine arrays from supernatants of cells under treatment with 0.2% EtOH, or 
NU9056, or both, show NU9056 reduces H4K12 acetylation compared to control (Fig. 4) and when H4K12ac is 
reduced there is an evident upregulation of cytokines like ICAM-1, IL-6, IL-10, IL-15, Il-16 and IP-10 when com-
pared to control (Supplementary Figure S7). Surprisingly, NU9056 in combination with 0.2% EtOH treatment 
enhanced the effects of EtOH on cytokine production by upregulating the secretion of IL-15, RANTES, TGFβ−1 
and TNFα compared to EtOH 0.2% while blocking the secretion of MCP-2 compared to 0.2% EtOH treatment, 
suggesting a partial inflammatory role of H4K12ac.

Even though TIP 60 has been reported to be involved in acetylation of H4K1217,18, it is also an acetyl trans-
ferase for other acetylation sites on H416. Therefore, NU9056 being a TIP60 inhibitor, may be modulating other 
acetylation sites which affect cytokine expression and result in other functional effects on MDDCs. Overall, 
the functional effects of NU9056 and/or EtOH resulting in increased inflammation may not solely be mediated 
through H4K12ac, since modulation in other acetylation sites may also be involved. HAT inhibitors like anacardic 
acid have been reported to be protective in function against alcohol-induced H3K9 hyper-acetylation, Gata4, 
α-MHC, cTnT over-expression by inhibiting the binding of certain HATs to the promoter region of these genes48. 
NU9056 has recently been shown to have a protective role in mouse neurons by reducing increased cyclic phos-
pholipase mRNA expression due to oxygen-glucose deprivation injury49. In regards to inflammation, epigenetic 
regulation of pro-inflammatory cytokines in PBMCs from post-traumatic stress disorder (PTSD) patients show 
evidence of the role of epigenetic regulation during inflammation50. In the current study, although NU9056 sig-
nificantly lowers MCP-2 secretion induced by EtOH, surprisingly the effect of EtOH on inflammatory cytokines 
(IL-15, TGFβ-1 and TNFα)51 and pro-inflammatory chemokine (RANTES)52 is enhanced by NU9056.

A possible explanation for the modulation of inflammation induced by NU9056 and/or EtOH treatments is 
toxicity as a result of chronic exposure; therefore, to rule out cellular toxicity as an aberrant side effect cell viability 
(Supplementary Figure S5) and apoptosis/ necrosis assays (Supplementary Figure S6 panels a–c) were performed 
in MDDCs untreated and chronically treated with NU9056 and/or EtOH. Although the results demonstrate 
there is about 20% apoptosis among untreated and treated cells as detected by 7-AAD and annexin V staining 
(Supplementary Figure S6 panels c), there are no significant differences in apoptosis or necrosis between the 
treatments. Furthermore, LDH release in cell culture media was also measured and confirm similar levels among 
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untreated and treated cells (Supplementary Figure S6 panel d). Therefore, it is unlikely that the differential modu-
lation in cytokine release observed is solely due to cellular toxicity caused by NU9056 and/or EtOH.

Another possible explanation for the enhancement of inflammatory cytokines is interactions between EtOH 
and NU9056; as we have previously reported in the case of co-treatment of MDDCs with mocetinostat and 
EtOH, which resulted in the exacerbation of production of oxidative stress related genes8. Histone modifica-
tions and inflammatory cytokine regulation have been correlated with oxidative and cellular stress as previously 
reported53–55. Therefore, cellular stress could be the cause of altered histone modifications which may be helping 
the cells to maintain homeostasis by altering transcription of inflammatory genes. Although we did not measure 
reactive oxygen species (ROS), ROS signaling is crucial during innate and adaptive immunity and the effect of 
post-translational modifications on proteins related to ROS signaling may be playing a role on the immuno-
modulation observed after chronic alcohol exposure of MDDCs such as in the case of hypoxia inducible factor 
(HIF-1α)56 or elevated mitochondrial superoxide (O2

−) levels, which has been shown to disrupt normal T-cell 
development impairing adaptive immune function under other stress conditions such as influenza challenge57. 
Furthermore, chronic ethanol exposure may be modulating the ability of DCs to activate co-stimulatory mole-
cules and induce cytokine response as in the case of chronic ethanol feeding in mice, which limits the ability of 
DCs to stimulate T cell proliferation58,59.

In summary, H4K12ac negatively regulates IL-15, RANTES, TGF-β1 and TNF-α while positively regulating 
MCP-2 (Fig. 6 panel b). Even though typically histone acetylation is related to increased gene transcription and 
positive regulation, literature also suggests, the process may be more complicated involving transcription factors, 
other histone modifications and chaperones and can also cause negative regulation or reduction in gene tran-
scription60. The in silico analysis further throws light on the gene interaction pathways between MCP-2 (CCL8), 
KAT5 (TIP60 histone acetyl transferase) through NFκB, which is a common transcription factor associated with 
alcohol effects61. KAT5 directly interacts with NFKB1 while CCL8 is co-expressed with NFKBIZ, NFKBIA, RELB 
and MAP3K8, demonstrating that the alcohol effect on H4K12ac may be mediated through NKκB. In addition, 
NFKBIA is an NFκB inhibitor which inhibits the activity of dimeric NF-kappa-B/REL complexes62, suggesting a 
possible mechanism by which H4K12ac modulates MCP2/CCL8 expression. To further analyzed the signaling 
mechanisms depicted in the in silico analysis, it may be worth directly targeting H4K12ac with siRNA or CRISPR 
Cas9 techniques to block TIP60 histone acetyl transferase as previously described63,64.

In conclusion, this is the first study to provide evidence of H3 and H4 modification landscape due to chronic 
alcohol exposure in human MDDCs. It also brings into light H4K12ac as an epigenetic marker for MDDCs under 
chronic alcohol stress. We also show TIP60/HAT inhibitor, NU9056, was able to block the effects of chronic EtOH 
on H4K12ac; however, this inhibition of H4K12ac resulted in an increase of cytokines with a significant down-
regulation of MCP-2. Similar to our findings, Plagg and colleagues have reported an increased in TNFα along 
with other cytokines to be correlated with an increased in H4K12ac in monocytes from transgenic Alzheimer’s 
rats43. The ability of NU9056 to inhibit MCP-2 upregulation by EtOH may serve as a protective mechanism 
against inflammation due to chronic EtOH exposure further confirming the functional role of H4K12ac as an 
inflammation regulator since MCP-2 is functionally important as a chemokine that attracts eosinophils, baso-
phils, monocytes and T cells65.

Besides the implementation of novel screening tools, this study is of significance as it elucidates the mecha-
nisms behind alcohol effects in the immune system, and it contributes to the current research priorities of the 
National Institute on Alcohol Abuse and Alcoholism (NIAAA), where epigenetics and precision medicine have 
become an important factor to be considered when studying the molecular mechanisms behind alcohol effects.

Materials and Methods
MDDCs Isolation. Human buffy coats from healthy anonymous blood donors were purchased from the 
community blood bank (One Blood, Miami, FL, USA). Human blood studies in Dr. Agudelo’s lab have been 
reviewed and approved by the Institutional Review Board of FIU, IRB protocol approval # IRB-13-0440. All 
methods were performed according to institutional guidelines. Buffy Coats are commercially available and each 
buffy coat represents one N in our experiments. Monocytes were isolated from buffy coats and MDDCs were 
differentiated as previously described by us8.

Treatments. MDDCs were treated with NU9056 (#4903, Tocris, USA.) 50 nM and/or 0.1% (~20 mM) alco-
hol (Ethanol or EtOH) (catalog #E7023, Sigma–Aldrich, St. Louis, MO, USA) or 0.2% EtOH (~40 mM) for 5 
days, which are equivalent to the physiological blood alcohol concentrations (BAC) of 100 mg/dL and 200 mg/
dL respectively, and are close to the legal limit for driving under intoxication of 0.08% (80 mg/dL) and corre-
sponds to BAC levels found in chronic alcohol users (200 mg/dL)66. Our usage of 0.2% alcohol is also supported 
by literature67. Alcohol treatments were replenished in full every 24 hours and media changed every 48 hours. 
Alcohol treated cells were kept in a separate incubator (New Brunswick™ Galaxy® 48 R) humidified with alcohol 
matching the concentration in culture conditions, whereas control cells were kept in a separate incubator (VWR® 
symphony™ Air-Jacketed CO2 Incubator).

Viability and Toxicity assays. Trypan blue assay was carried out as previously described by us8. XTT assay 
was carried out using XTT cell proliferation assay kit (#35-1011 K, ATCC), apoptosis assays were carried out using 
PE Annexin V apoptosis detection kit (#559763, BD Biosciences) and LDH activity measurement in cell culture 
medium of cells was carried out using LDH assay kit (#AB102526, ABCAM) following manufacturers protocol.

Histone extraction and total H3, H4 and H4K12ac quantification. Total histones were extracted from 
MDDCs using histone extraction kit (EpiQuik Total Histone Extraction Kit, #OP-0006, Epigentek) and were quantified 
with Bradford reagent (Bio-Rad Protein Assay Dye Reagent Concentrate, #5000006) using spectrophotometer (VWR® 
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Spectrophotometers, UV-Vis Scanning UV-3100PC). ELISA-based EpiQuik quantification kits were used to measured 
total H3 (EpiQuik Total Histone H3 Quantification Kit, #P-3062-96, Epigentek), total H4 (EpiQuik Total Histone H4 
Quantification Kit, #P-3072-96, Epigentek) and total H4K12ac (EpiQuik Global H4K12ac Quantification Kit, #P-4028-
96, Epigentek). Quantity values were calculated using manufacturer’s instruction which accounts for protein amount 
used and based on a standard curve generated for each assay using known amounts of H3, H4 or H4K12ac protein 
respectively. 500 ng of histone extracts were assayed for each sample. To standardize these data, raw quantification 
values were then converted into percent of control for each experiment and data for all independent experiments were 
combined. The formula [Amount (ng/mg protein) = {OD (sample − blank) × 1000}/(Protein (µg)* × slope)] was used 
for H3, H4 and H4K12ac quantification. Slope is derived from standard curves as shown in Supplementary Figure S1. 
As they are human samples, to account for variability, amount of H3 and H4 obtained was converted to % of control for 
each experiment then H3 and H4 was represented in one graph.

H3 and H4 modification detection and analysis by ELISA. These modifications have been selected in 
our study based on previous findings8,68–70. Histone modification studies were carried out using H3 modification 
multiplex array (EpiQuik Histone H3 Modification Multiplex Assay Kit, #P-3100-96, Epigentek) and H4 modi-
fication multiplex array (EpiQuik Histone H4 Modification Multiplex Assay Kit, #P-3102-96, Epigentek). Equal 
amounts of protein were added among samples in each independent experiment, however, overall protein con-
centration range from 100 to 200 ng. H3 modifications were calculated according to manufacturer’s instructions 
which also accounts for protein amounts and the final values for each modification were presented as percentage 
over untreated control.

H4K12ac detection by immunoblotting. 2 µg of total histone extracts were electrophoresed on a 4–20% 
polyacrylamide gel (catalog# 456-8094, BIORAD). Western blot was performed as previously described by us7. 
Antibodies used were rabbit anti-human-H4K12ac antibody (catalog# 19-595 EMD Millipore) (1:2000) and sec-
ondary antibody, anti-rabbit (1:2000) (catalog# 2-348 EMD MILLIPORE), anti-human H4 (1:10,000) (#MA5-
14816, Thermo Scientific™) and secondary anti-mouse (1:10,000). Films were analyzed using Image J software.

H4 peptide mapping of H4 by mass spectrometry: Gel Preparation. 36 µg of total histone extracts 
pooled from untreated and 0.2% EtOH treated MDDCs were run on 4–20% SDS-PAGE. Histone H4 bands 
observed at around 14-kDa were excised and placed in clean, plastic vials prior to in-gel digestion with trypsin. 
In-gel tryptic digestion was conducted utilizing the Thermo Scientific digestion kit (#89871) following manu-
facturers protocol. Extraction of peptides was performed by adding 10 μL of 1% Formic Acid (FA) to the gel band. 
Thereafter, the aliquot was combined with the gel peptide extract, and used for Matrix Assisted Laser Desorption 
Ionization-Fourier Transform Ion Cyclotron Resonance Mass Spectrometry (MALDI-FT-ICR MS) analysis. 
MALDI mass spectrometry analysis was conducted on a 7 T Bruker Solarix FT-ICR MS instrument (Bruker 
Daltonics Inc., Billerica). The instrument and sample spotting technique are similar to previously described71. 
The mass spectra were internally calibrated with a 0.01 ng/mL solution of Sodium Trifluoroacetate (NaTFA) 
utilizing 10 calibration points enclosing the mass range between 300 to 1600. Mass spectra were acquired with 
50 co-added scans, with 200 laser shots at 500 Hz and at 4 MW. Considering that MALDI matrix peaks are quite 
abundant below 700 Da, the database search excluded known CHCA matrix peaks between 300 and 700 Da from 
the peak list submitted for peptide mass fingerprinting. Data was processed using the Biotools Protein Viewer 
and Sequence Editor software (Bruker Daltonics Inc., Billerica). Spectra were normalize to commonly observed 
non-acetylated (e.g., 1180.6216).

H4K12ac and MCP-2 immunostaining and analysis by single cell imaging flow cytometry. 1 × 106 
cells were stained with primary anti-human H4K12ac-polyclonal (# 07-595 EMD Millipore) and secondary 
anti-rabbit Fluorescein isothiocyanate (FITC)-labelled antibody (catalog #AP187F, Millipore). Rabbit isotype con-
trol antibody (catalog #02-6102, Thermo Fisher) was also used. Intra-nuclear staining for H4K12ac was carried 
out using transcription factor buffer kit (catalog #562574, BD Biosciences) following manufacturer’s protocol. For 
MCP2 staining, MCP2-FITC labeled antibody (#NB120-10391F, Novus) was used following manufacturers pro-
tocol for the fixation/permeabilization kit (#55028, BD Biosciences). Cells were first stained with fixable viabil-
ity dye eFLUOR®450 (Cat# 18-0863, eBioscience) to gate on live cell population during image acquisition. DAPI 
(4′,6-Diamidino-2-Phenylindole, Dihydrochloride) was used in co-localization studies. Image acquisition by 
Amnis® FlowSight® Imaging Flow Cytometer and analysis by IDEAS® image software was carried out as previously 
described by us72. For each experiment, from all events collected, FITC positive cells were gated from single cells.

Cytokine array and MCP-2 ELISA. The expression of 48 inflammatory cytokines was analyzed according 
to manufacturer instructions with the RayBiotech inflammation arrays (#AAH-INF-3-8, RayBiotech, Norcross, 
GA, USA) as previously described by us25,26. Briefly, supernatants from cells after 5 day post-treatment with 
NU9056, 0.2% EtOH and 0.2% EtOH + NU9056 and untreated control were assayed for the experiment. MCP-2 
ELISA was carried out using MCP-2 ELISA kit (#ELH-MCP2-1, RayBiotech) as per manufacturer’s instructions.

In silico Analysis. Target cytokines identified with the cytokine array and ELISA were further analyzed in 
silico using the GeneMania prediction server (University of Toronto) for collating gene and pathway interactions.

Statistics. All graphical and statistical analysis were carried out either in Microsoft excel or Graph Pad 
Prism software (GraphPad Prism software, La Jolla, CA). IDEAS® image analysis software was used for sin-
gle cell imaging studies. Comparisons between groups were performed using t-test or two-way ANOVA and 
Dunnett’s Multiple Comparison post-test. Differences were considered significant at p ≤ 0.05. Data are expressed 
as mean ± SEM.



www.nature.com/scientificreports/

1 2Scientific RepoRts | 7: 11236  | DOI:10.1038/s41598-017-11172-6

References
 1. Holliday, R. The inheritance of epigenetic defects. Science 238, 163–170 (1987).
 2. Choudhury, M. et al. Knock down of GCN5 histone acetyltransferase by siRNA decreases ethanol-induced histone acetylation and 

affects differential expression of genes in human hepatoma cells. Alcohol 45, 311–324, doi:10.1016/j.alcohol.2010.12.003 (2011).
 3. Choudhury, M., Park, P. H., Jackson, D. & Shukla, S. D. Evidence for the role of oxidative stress in the acetylation of histone H3 by 

ethanol in rat hepatocytes. Alcohol 44, 531–540, doi:10.1016/j.alcohol.2010.06.003 (2010).
 4. Pandey, S. C., Ugale, R., Zhang, H., Tang, L. & Prakash, A. Brain chromatin remodeling: a novel mechanism of alcoholism. The 

Journal of Neuroscience 28, 3729–3737 (2008).
 5. Shukla, S. D., Aroor, A. R., Restrepo, R., Kharbanda, K. K. & Ibdah, J. A. In Vivo Acute on Chronic Ethanol Effects in Liver: A Mouse 

Model Exhibiting Exacerbated Injury, Altered Metabolic and Epigenetic Responses. Biomolecules 5, 3280–3294, doi:10.3390/
biom5043280 (2015).

 6. Robison, A. J. & Nestler, E. J. Transcriptional and Epigenetic Mechanisms of Addiction. Nature Reviews. Neuroscience 12, 623–637, 
doi:10.1038/nrn3111 (2011).

 7. Agudelo, M. et al. Effects of alcohol on histone deacetylase 2 (HDAC2) and the neuroprotective role of trichostatin A (TSA). Alcohol 
Clin Exp Res 35, 1550–1556, doi:10.1111/j.1530-0277.2011.01492.x (2011).

 8. Agudelo, M. et al. Profile of Class I Histone Deacetylases (HDAC) by Human Dendritic Cells after Alcohol Consumption and In 
Vitro Alcohol Treatment and Their Implication in Oxidative Stress: Role of HDAC Inhibitors Trichostatin A and Mocetinostat. PloS 
one 11, e0156421, doi:10.1371/journal.pone.0156421 (2016).

 9. Parira, T., Laverde, A. & Agudelo, M. Epigenetic Interactions between Alcohol and Cannabinergic Effects: Focus on Histone 
Modification and DNA Methylation. Journal of alcoholism and drug dependence 5, doi:10.4172/2329-6488.1000259 (2017).

 10. Szabo, G. & Saha, B. Alcohol’s Effect on Host Defense. Alcohol Res 37, 159–170 (2015).
 11. Zhang, Q. et al. Histone modification mapping in human brain reveals aberrant expression of histone H3 lysine 79 dimethylation in 

neural tube defects. Neurobiology of Disease 54, 404–413, doi:10.1016/j.nbd.2013.01.014 (2013).
 12. Gaikwad, A. B., Sayyed, S. G., Lichtnekert, J., Tikoo, K. & Anders, H.-J. Renal Failure Increases Cardiac Histone H3 Acetylation, 

Dimethylation, and Phosphorylation and the Induction of Cardiomyopathy-Related Genes in Type 2 Diabetes. The American 
Journal of Pathology 176, 1079–1083, doi:10.2353/ajpath.2010.090528 (2010).

 13. Esse, R. et al. Global protein and histone arginine methylation are affected in a tissue-specific manner in a rat model of diet-induced 
hyperhomocysteinemia. Biochimica et Biophysica Acta (BBA) - Molecular Basis of Disease 1832, 1708-1714, doi:10.1016/j.
bbadis.2013.05.013 (2013).

 14. Ren, C. et al. Peptide Mass Mapping of Acetylated Isoforms of Histone H4 from Mouse Lymphosarcoma Cells Treated with Histone 
Deacetylase (HDACs) Inhibitors. Journal of the American Society for Mass Spectrometry 16, 1641–1653, doi:10.1016/j.
jasms.2005.06.001 (2005).

 15. Kuo, M.-H. & Allis, C. D. Roles of histone acetyltransferases and deacetylases in gene regulation. Bioessays 20, 615–626 (1998).
 16. Altaf, M. et al. NuA4-dependent acetylation of nucleosomal histones H4 and H2A directly stimulates incorporation of H2A. Z by 

the SWR1 complex. Journal of Biological Chemistry 285, 15966–15977 (2010).
 17. Wee, C. L. et al. Nuclear Arc Interacts with the Histone Acetyltransferase Tip60 to Modify H4K12 Acetylation(1,2,3). eNeuro 1, 

doi:10.1523/eneuro.0019-14.2014 (2014).
 18. Grézy, A., Chevillard-Briet, M., Trouche, D. & Escaffit, F. Control of genetic stability by a new heterochromatin compaction pathway 

involving the Tip60 histone acetyltransferase. Molecular biology of the cell 27, 599–607 (2016).
 19. Coffey, K. et al. Characterisation of a Tip60 Specific Inhibitor, NU9056, in Prostate Cancer. PloS one 7, e45539, doi:10.1371/journal.

pone.0045539 (2012).
 20. Kungulovski, G. & Jeltsch, A. Quality of histone modification antibodies undermines chromatin biology research. F1000Research 4, 

1160, doi:10.12688/f1000research.7265.2 (2015).
 21. Egelhofer, T. A. et al. An assessment of histone-modification antibody quality. Nat Struct Mol Biol 18, 91–93, doi:http://www.nature.

com/nsmb/journal/v18/n1/abs/nsmb.1972.html#Supplementary-Information (2011).
 22. Gabler, C. et al. Extranuclear detection of histones and nucleosomes in activated human lymphoblasts as an early event in apoptosis. 

Annals of the rheumatic diseases 63, 1135–1144 (2004).
 23. Karnavas, T., Pintonello, L., Agresti, A. & Bianchi, M. E. Histone content increases in differentiating embryonic stem cells. Frontiers 

in Physiology 5, doi:10.3389/fphys.2014.00330 (2014).
 24. Szabo, G. & Mandrekar, P. A recent perspective on alcohol, immunity and host defense. Alcoholism, clinical and experimental 

research 33, 220–232, doi:10.1111/j.1530-0277.2008.00842.x (2009).
 25. Nair, M. P., Figueroa, G., Casteleiro, G., Munoz, K. & Agudelo, M. Alcohol Versus Cannabinoids: A Review of Their Opposite Neuro-

Immunomodulatory Effects and Future Therapeutic Potentials. Journal of alcoholism and drug dependence 3, doi:10.4172/2329-
6488.1000184 (2015).

 26. Agudelo, M. et al. Differential expression and functional role of cannabinoid genes in alcohol users. Drug and alcohol dependence 
133, 789–793, doi:10.1016/j.drugalcdep.2013.08.023 (2013).

 27. Warde-Farley, D. et al. The GeneMANIA prediction server: biological network integration for gene prioritization and predicting 
gene function. Nucleic Acids Research 38, W214–W220, doi:10.1093/nar/gkq537 (2010).

 28. Edenberg, H. J. et al. Association of NFKB1, which encodes a subunit of the transcription factor NF-kappaB, with alcohol 
dependence. Human molecular genetics 17, 963–970, doi:10.1093/hmg/ddm368 (2008).

 29. Kouzarides, T. Chromatin Modifications and Their Function. Cell 128, 693–705, doi:10.1016/j.cell.2007.02.005 (2007). doi:.
 30. Celona, B. et al. Substantial histone reduction modulates genomewide nucleosomal occupancy and global transcriptional output. 

PLoS biology 9, e1001086, doi:10.1371/journal.pbio.1001086 (2011).
 31. Karnavas, T., Pintonello, L., Agresti, A. & Bianchi, M. E. Histone content increases in differentiating embryonic stem cells. Frontiers 

in Physiology 5, 330, doi:10.3389/fphys.2014.00330 (2014).
 32. Strahl, B. D., Ohba, R., Cook, R. G. & Allis, C. D. Methylation of histone H3 at lysine 4 is highly conserved and correlates with 

transcriptionally active nuclei in Tetrahymena. Proceedings of the National Academy of Sciences 96, 14967–14972 (1999).
 33. Schübeler, D. et al. The histone modification pattern of active genes revealed through genome-wide chromatin analysis of a higher 

eukaryote. Genes & development 18, 1263–1271 (2004).
 34. Barski, A. et al. High-resolution profiling of histone methylations in the human genome. Cell 129, 823–837 (2007).
 35. Sims, R. J. & Reinberg, D. Histone H3 Lys 4 methylation: caught in a bind? Genes & development 20, 2779–2786 (2006).
 36. Pokholok, D. K. et al. Genome-wide map of nucleosome acetylation and methylation in yeast. Cell 122, 517–527 (2005).
 37. Rando, O. J. & Chang, H. Y. Genome-wide views of chromatin structure. Annual review of biochemistry 78, 245 (2009).
 38. Wang, Z. et al. Combinatorial patterns of histone acetylations and methylations in the human genome. Nature genetics 40, 897–903 

(2008).
 39. Oliva, J., Dedes, J., Li, J., French, S. W. & Bardag-Gorce, F. Epigenetics of proteasome inhibition in the liver of rats fed ethanol 

chronically. World Journal of Gastroenterology: WJG 15, 705–712, doi:10.3748/wjg.15.705 (2009).
 40. Qiang, M., Denny, A., Lieu, M., Carreon, S. & Li, J. Histone H3K9 modifications are a local chromatin event involved in ethanol-

induced neuroadaptation of the NR2B gene. Epigenetics 6, 1095–1104, doi:10.4161/epi.6.9.16924 (2011).
 41. Gurung, B. et al. Menin epigenetically represses Hedgehog signaling in MEN1 tumor syndrome. Cancer research 73, 2650–2658 

(2013).

http://dx.doi.org/10.1016/j.alcohol.2010.12.003
http://dx.doi.org/10.1016/j.alcohol.2010.06.003
http://dx.doi.org/10.3390/biom5043280
http://dx.doi.org/10.3390/biom5043280
http://dx.doi.org/10.1038/nrn3111
http://dx.doi.org/10.1111/j.1530-0277.2011.01492.x
http://dx.doi.org/10.1371/journal.pone.0156421
http://dx.doi.org/10.4172/2329-6488.1000259
http://dx.doi.org/10.2353/ajpath.2010.090528
http://dx.doi.org/10.1016/j.jasms.2005.06.001
http://dx.doi.org/10.1016/j.jasms.2005.06.001
http://dx.doi.org/10.1523/eneuro.0019-14.2014
http://dx.doi.org/10.1371/journal.pone.0045539
http://dx.doi.org/10.1371/journal.pone.0045539
http://dx.doi.org/10.12688/f1000research.7265.2
http://dx.doi.org/10.3389/fphys.2014.00330
http://dx.doi.org/10.1111/j.1530-0277.2008.00842.x
http://dx.doi.org/10.4172/2329-6488.1000184
http://dx.doi.org/10.4172/2329-6488.1000184
http://dx.doi.org/10.1016/j.drugalcdep.2013.08.023
http://dx.doi.org/10.1093/nar/gkq537
http://dx.doi.org/10.1093/hmg/ddm368
http://dx.doi.org/10.1016/j.cell.2007.02.005
http://dx.doi.org/10.1371/journal.pbio.1001086
http://dx.doi.org/10.3389/fphys.2014.00330
http://dx.doi.org/10.3748/wjg.15.705
http://dx.doi.org/10.4161/epi.6.9.16924


www.nature.com/scientificreports/

13Scientific RepoRts | 7: 11236  | DOI:10.1038/s41598-017-11172-6

 42. Pascual, M., Boix, J., Felipo, V. & Guerri, C. Repeated alcohol administration during adolescence causes changes in the mesolimbic 
dopaminergic and glutamatergic systems and promotes alcohol intake in the adult rat. Journal of neurochemistry 108, 920–931 
(2009).

 43. Plagg, B., Ehrlich, D., Kniewallner, K. M., Marksteiner, J. & Humpel, C. Increased Acetylation of Histone H4 at Lysine 12 (H4K12) 
in Monocytes of Transgenic Alzheimer’s Mice and in Human Patients. Current Alzheimer research 12, 752 (2015).

 44. Juliano, C. N. et al. H4K12 and H3K18 Acetylation Associates With Poor Prognosis in Pancreatic Cancer. Applied 
immunohistochemistry & molecular morphology: AIMM/official publication of the Society for Applied Immunohistochemistry 24, 
337–344, doi:10.1097/pai.0000000000000194 (2016).

 45. Onder, O., Sidoli, S., Carroll, M. & Garcia, B. A. Progress in epigenetic histone modification analysis by mass spectrometry for 
clinical investigations. Expert review of proteomics 12, 499–517, doi:10.1586/14789450.2015.1084231 (2015).

 46. Kaimori, J. Y. et al. Histone H4 lysine 20 acetylation is associated with gene repression in human cells. Sci Rep 6, 24318, doi:10.1038/
srep24318 (2016).

 47. McBrian, M A. et al. Histone Acetylation Regulates Intracellular pH. Molecular Cell 49, 310–321, doi:10.1016/j.molcel.2012.10.025 
(2013).

 48. Peng, C. et al. Inhibition of histone H3K9 acetylation by anacardic acid can correct the over-expression of Gata4 in the hearts of fetal 
mice exposed to alcohol during pregnancy. PloS one 9, e104135, doi:10.1371/journal.pone.0104135 (2014).

 49. Tan, C. S. et al. Clinacanthus nutans Extracts Modulate Epigenetic Link to Cytosolic Phospholipase A2 Expression in SH-SY5Y Cells 
and Primary Cortical Neurons. Neuromolecular medicine 18, 441–452, doi:10.1007/s12017-016-8404-z (2016).

 50. Bam, M. et al. Evidence for Epigenetic Regulation of Pro-Inflammatory Cytokines, Interleukin-12 and Interferon Gamma, in 
Peripheral Blood Mononuclear Cells from PTSD Patients. Journal of neuroimmune pharmacology: the official journal of the Society 
on NeuroImmune Pharmacology 11, 168–181, doi:10.1007/s11481-015-9643-8 (2016).

 51. Dinarello, C. A. Proinflammatory cytokines. Chest 118, 503–508 (2000).
 52. Crawford, A., Angelosanto, J. M., Nadwodny, K. L., Blackburn, S. D. & Wherry, E. J. A role for the chemokine RANTES in regulating 

CD8 T cell responses during chronic viral infection. PLoS pathogens 7, e1002098, doi:10.1371/journal.ppat.1002098 (2011).
 53. Ma, L. et al. Specific histone modification responds to arsenic-induced oxidative stress. Toxicol Appl Pharmacol 302, 52–61, 

doi:10.1016/j.taap.2016.03.015 (2016).
 54. Sawicka, A. et al. H3S28 phosphorylation is a hallmark of the transcriptional response to cellular stress. Genome research 24, 

1808–1820, doi:10.1101/gr.176255.114 (2014).
 55. Magraner-Pardo, L., Pelechano, V., Coloma, M. D. & Tordera, V. Dynamic remodeling of histone modifications in response to 

osmotic stress in Saccharomyces cerevisiae. BMC genomics 15, 247, doi:10.1186/1471-2164-15-247 (2014).
 56. Kaewpila, S., Venkataraman, S., Buettner, G. R. & Oberley, L. W. Manganese Superoxide Dismutase Modulates Hypoxia Inducible 

Factor-1 alpha Induction via Superoxide. Cancer research 68, 2781–2788, doi:10.1158/0008-5472.CAN-07-2635 (2008).
 57. Case, A. J. et al. Elevated mitochondrial superoxide disrupts normal T-cell development to impair adaptive immune responses to an 

influenza challenge. Free radical biology & medicine 50, 448–458, doi:10.1016/j.freeradbiomed.2010.11.025 (2011).
 58. Fan, J. et al. Mechanisms by which chronic ethanol feeding limits the ability of dendritic cells to stimulate T cell proliferation. 

Alcoholism, clinical and experimental research 35, 47–59, doi:10.1111/j.1530-0277.2010.01321.x (2011).
 59. Hemann, E. A., McGill, J. L. & Legge, K. L. Chronic ethanol exposure selectively inhibits the influenza-specific CD8 T cell response 

during influenza A virus infection. Alcoholism, clinical and experimental research 38, 2403–2413, doi:10.1111/acer.12522 (2014).
 60. Shahbazian, M. D. & Grunstein, M. Functions of site-specific histone acetylation and deacetylation. Annu. Rev. Biochem. 76, 75–100 

(2007).
 61. Mandrekar, P., Catalano, D. & Szabo, G. Alcohol-Induced Regulation of Nuclear Regulatory Factor-Kβ in Human Monocytes. 

Alcoholism: Clinical and Experimental Research 21, 988–994, doi:10.1111/j.1530-0277.1997.tb04242.x (1997).
 62. Ea, C. K., Deng, L., Xia, Z. P., Pineda, G. & Chen, Z. J. Activation of IKK by TNFalpha requires site-specific ubiquitination of RIP1 

and polyubiquitin binding by NEMO. Mol Cell 22, 245–257, doi:10.1016/j.molcel.2006.03.026 (2006).
 63. Takino, T. et al. Tip60 regulates MT1-MMP transcription and invasion of glioblastoma cells through NF-kappaB pathway. Clinical 

& experimental metastasis 33, 45–52, doi:10.1007/s10585-015-9756-8 (2016).
 64. Grezy, A., Chevillard-Briet, M., Trouche, D. & Escaffit, F. Control of genetic stability by a new heterochromatin compaction pathway 

involving the Tip60 histone acetyltransferase. Molecular biology of the cell 27, 599–607, doi:10.1091/mbc.E15-05-0316 (2016).
 65. Proost, P., Wuyts, A. & Van Damme, J. Human monocyte chemotactic proteins-2 and −3: structural and functional comparison with 

MCP-1. Journal of leukocyte biology 59, 67–74 (1996).
 66. Urso, T., Gavaler, J. & Van Thiel, D. Blood ethanol levels in sober alcohol users seen in an emergency room. Life sciences 28, 

1053–1056 (1981).
 67. Liang, Y., Harris, F. L. & Brown, L. A. S. Alcohol Induced Mitochondrial Oxidative Stress and Alveolar Macrophage Dysfunction. 

BioMed Research International 2014, 13, doi:10.1155/2014/371593 (2014).
 68. Shukla, S. D. et al. Emerging Role of Epigenetics in the Actions of Alcohol. Alcoholism: Clinical and Experimental Research 32, 

1525–1534, doi:10.1111/j.1530-0277.2008.00729.x (2008).
 69. Starkman, B. G., Sakharkar, A. J. & Pandey, S. C. Epigenetics—Beyond the Genome in Alcoholism. Alcohol Research: Current 

Reviews 34, 293–305 (2012).
 70. Pascual, M. et al. Changes in histone acetylation in the prefrontal cortex of ethanol-exposed adolescent rats are associated with 

ethanol-induced place conditioning. Neuropharmacology 62, 2309–2319, doi:10.1016/j.neuropharm.2012.01.011 (2012).
 71. Schenk, E. R., Nau, F., Thompson, C. J., Tse-Dinh, Y.-C. & Fernandez-Lima, F. Changes in lipid distribution in E. coli strains in 

response to norfloxacin. Journal of Mass Spectrometry 50, 88–94, doi:10.1002/jms.3500 (2015).
 72. Figueroa, G. et al. Characterization of Human Monocyte-derived Dendritic Cells by Imaging Flow Cytometry: A Comparison 

between Two Monocyte Isolation Protocols. Journal of visualized experiments: JoVE, doi:10.3791/54296 (2016).

Acknowledgements
This research is partially supported by the National Institute on Alcohol Abuse and Alcoholism, award 
R00AA021264. Financial support as part of startup package has been received from the Department of 
Immunology, Institute of Neuroimmune Pharmacology, Herbert Wertheim College of Medicine, and FIU 
Office of Research and Economic Development. Tiyash Parira is supported by FIU Presidential Fellowship and 
HWCOM Biomedical Science Program. Alejandra Laverde and Gianna Casteleiro are supported by NIH/NIGMS 
R25 GM061347. Mass spectrometry experiments reported in this publication were performed at the Advanced 
Mass Spectrometry Facility of Florida International University.

Author Contributions
M.A. designed and oversaw the entire project along with reviewing the manuscript. T.P. conducted all the key 
experiments, analyzed data and wrote the manuscript. G.F., A.L. and G.C. made equal contributions and assisted 

http://dx.doi.org/10.1097/pai.0000000000000194
http://dx.doi.org/10.1586/14789450.2015.1084231
http://dx.doi.org/10.1038/srep24318
http://dx.doi.org/10.1038/srep24318
http://dx.doi.org/10.1016/j.molcel.2012.10.025
http://dx.doi.org/10.1371/journal.pone.0104135
http://dx.doi.org/10.1007/s12017-016-8404-z
http://dx.doi.org/10.1007/s11481-015-9643-8
http://dx.doi.org/10.1371/journal.ppat.1002098
http://dx.doi.org/10.1016/j.taap.2016.03.015
http://dx.doi.org/10.1101/gr.176255.114
http://dx.doi.org/10.1186/1471-2164-15-247
http://dx.doi.org/10.1158/0008-5472.CAN-07-2635
http://dx.doi.org/10.1016/j.freeradbiomed.2010.11.025
http://dx.doi.org/10.1111/j.1530-0277.2010.01321.x
http://dx.doi.org/10.1111/acer.12522
http://dx.doi.org/10.1111/j.1530-0277.1997.tb04242.x
http://dx.doi.org/10.1016/j.molcel.2006.03.026
http://dx.doi.org/10.1007/s10585-015-9756-8
http://dx.doi.org/10.1091/mbc.E15-05-0316
http://dx.doi.org/10.1155/2014/371593
http://dx.doi.org/10.1111/j.1530-0277.2008.00729.x
http://dx.doi.org/10.1016/j.neuropharm.2012.01.011
http://dx.doi.org/10.1002/jms.3500
http://dx.doi.org/10.3791/54296


www.nature.com/scientificreports/

1 4Scientific RepoRts | 7: 11236  | DOI:10.1038/s41598-017-11172-6

with sample processing, cell isolation, and data analysis. M.G.H. and F.F.L. made equal contributions towards 
mass spectrometry experiments.

Additional Information
Supplementary information accompanies this paper at doi:10.1038/s41598-017-11172-6
Competing Interests: The authors declare that they have no competing interests.
Change History: A correction to this article has been published and is linked from the HTML version of this 
paper. The error has been fixed in the paper.
Publisher’s note: Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

Open Access This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Cre-
ative Commons license, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons license and your intended use is not per-
mitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from the 
copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/.
 
© The Author(s) 2017

http://dx.doi.org/10.1038/s41598-017-11172-6
http://creativecommons.org/licenses/by/4.0/

	Novel detection of post-translational modifications in human monocyte-derived dendritic cells after chronic alcohol exposur ...
	Results
	Chronic treatment of MDDCs with 0.2% alcohol (EtOH) leads to increases in histone H3 and H4 quantity. 
	Chronic treatment of MDDCs with 0.2% EtOH reveals significant downregulation of H3 post-translational modifications. 
	Chronic treatment of MDDCs with 0.2% EtOH modulates H4 sites and significantly up-regulates H4K12ac. 
	MALDI-FT-ICR-MS confirms acetylation peaks are enriched in 0.2% EtOH treated MDDCs compared to untreated MDDCs. 
	Upregulation of H4K12ac due to chronic treatment with 0.2% EtOH is restored to basal levels by Tip60/HAT inhibitor, NU9056. ...
	Inhibition of H4K12ac with NU9056 modulates cytokine and chemokine production. 

	Discussion
	Materials and Methods
	MDDCs Isolation. 
	Treatments. 
	Viability and Toxicity assays. 
	Histone extraction and total H3, H4 and H4K12ac quantification. 
	H3 and H4 modification detection and analysis by ELISA. 
	H4K12ac detection by immunoblotting. 
	H4 peptide mapping of H4 by mass spectrometry: Gel Preparation. 
	H4K12ac and MCP-2 immunostaining and analysis by single cell imaging flow cytometry. 
	Cytokine array and MCP-2 ELISA. 
	In silico Analysis. 
	Statistics. 

	Acknowledgements
	Figure 1 Chronic treatment of MDDCs with alcohol (EtOH) leads to increased histone H3 and H4 quantity followed by modulation in H3 and H4 modifications.
	Figure 2 Chronic treatment of MDDCs with 0.
	Figure 3 MALDI-FT-ICR-MS confirms acetylation peaks are enriched in 0.
	Figure 4 Upregulation of H4K12ac due to chronic treatment with 0.
	Figure 5 Inhibition of H4K12ac with NU9056 modulates cytokine and chemokine production.
	Figure 6 Summary of immunomodulatory role of H4K12ac.
	Table 1 Acetylated peptides detected by MALDI-FT-ICR MS for control and chronically treated MDDCs.
	Table 2 Acetylated peptides detected by MALDI-FT-ICR MS for control and acutely treated MDDCs.




