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SCIENTIFIC REPLIRTS

Remodelling of the hepatic
epigenetic landscape of
_glucose-intolerant rainbow
et trout (Oncorhynchus mykiss) by
e nutritional status and dietary
carbohydrates

Lucie Marandel®, Olivier Lepais*3, Eva Arbenoits?, Vincent Véron?, Karine Dias', Marie Zion* &
Stéphane Panserat!

. The rainbow trout, a carnivorous fish, displays a ‘glucose-intolerant’ phenotype revealed by persistent
: hyperglycaemia when fed a high carbohydrate diet (HighCHO). Epigenetics refers to heritable

. changes in gene activity and is closely related to environmental changes and thus to metabolism

. adjustments governed by nutrition. In this study we first assessed in the trout liver whether and how

. nutritional status affects global epigenome modifications by targeting DNA methylation and histone

. marks previously reported to be affected in metabolic diseases. We then examined whether dietary

. carbohydrates could affect the epigenetic landscape of duplicated gluconeogenic genes previously

. reported to display changes in mRNA levels in trout fed a high carbohydrate diet. We specifically

. highlighted global hypomethylation of DNA and hypoacetylation of H3K9 in trout fed a HighCHO diet,
. awell-described phenotype in diabetes. g6pcb2 ohnologs were also hypomethylated at specific CpG

. sitesin these animals according to their up-regulation. Our findings demonstrated that the hepatic

. epigenetic landscape can be affected by both nutritional status and dietary carbohydrates in trout. The
. mechanism underlying the setting up of these epigenetic modifications has now to be explored in order
. toimprove understanding of its impact on the glucose intolerant phenotype in carnivorous teleosts.

. 'The rainbow trout (Oncorhynchus mykiss) is considered to be a glucose-intolerant species, displaying persistent
. hyperglycaemia after intake of a high-carbohydrate diet'~*. The biology of this strictly carnivorous fish has been
© thoroughly studied at physiological, biochemical and transcriptional levels since the 90’s to try to explain the
. mechanisms underlying their poor ability to use dietary carbohydrates*~”. The sequencing of the trout genome®
. has recently opened new perspectives to improve the understanding of the phenotype observed by providing the
. possibility to consider the complexity of the genome and the fate of duplicated genes after the salmonid-specific
* fourth whole-genome duplication event (Ss4R). Using this new tool, Marandel et al.” demonstrated that dietary
. carbohydrates in the trout can differentially affect expression of duplicated genes involved in gluconeogenesis, a
. pathway hypothesized not to be inhibited by dietary carbohydrates in carnivorous fish. For instance, five dupli-
: cated genes encoding glucose-6-phosphatase (G6pc), the enzyme catalyzing the last stage of gluconeogenesis,
- were identified and found to be differentially regulated by dietary carbohydrates in vivo®!? and also by insu-
- lin, glucose and amino acids in vitro!!l. The atypical up-regulation of two of these five genes (g6pcb2 ohnologs;
: ohnologs are paralogs formed by a whole genome duplication event) by dietary carbohydrates or insulin in vitro
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was hypothesized to be involved in the establishment of the glucose-intolerant phenotype in trout fed a high
carbohydrate diet.

The duplicated genes that are differentially expressed in trout in response to a diet rich in carbohydrate share
high level of sequence homology®. How these genes are differentially regulated remains however to be elucidated.

Epigenetic modifications are possible mechanisms through which nutritional status could initiate a metabolic
memory by changing the chromatin structure and consequently the regulation of the genes, and hence their
transcription'?. Indeed changes in the epigenome are partly in response to environmental factors, including nutri-
tional status, which will subsequently lead to adjustment of metabolism. This will insure that the cells respond
promptly to environmental stimuli'*~'°. Modulation of epigenetic marks at the target gene loci as well as at the
global level related to dietary carbohydrates have been thoroughly described in mammals, mainly linked to met-
abolic diseases, such as diabetes and hyperglycaemia, one of the most important feature of diabetes. Most of these
investigations have highlighted global epigenetic changes in diabetic animals such as DNA hypomethylation and
modification of histone marks such as hypoacetylation of H3K9, and hypermethylation of H3K4 and H3K96-18,
a phenotype also observed under hyperglycaemic conditions in mammals'®?° and in zebrafish?!. Several studies
carried out to explain the nutritional programming of metabolic diseases have also reported epigenetic modifica-
tions at gluconeogenic gene loci in mammals. For instance, in male piglets exposed in utero to a low protein diet,
the G6pc promoter in the liver displayed a hypomethylation of DNA and an increase in H3K4me3 and H3K9me3
compared to controls??. Similarly, mice pups born of mothers fed a high fat diet during pregnancy displayed
several histone modifications along the Pck1 promoter?. A diabetic environment has also been shown to induce
epigenetic changes at gluconeogenic gene loci?*?.

There is little information concerning epigenetic modifications at global and target gene levels mediated by
nutritional status or by dietary carbohydrates and their physiological consequence (i.e., hyperglycaemia) in rain-
bow trout. Indeed, only one study has reported global DNA hypomethylation in the livers of trout fed a high
carbohydrate diet without prospecting for histone mark changes at glucose metabolism-related gene loci**. In the
present study we therefore first assessed in trout whether and how nutritional status (i.e, fasted vs fed fish with or
without dietary carbohydrates) affected global epigenome modifications by targeting DNA methylation and his-
tone marks previously reported to be affected in metabolic diseases linked to disturbance of glucose metabolism
(permissive H3K4me3, H3K9ac and H3K36me3, and repressive H3K9me3). As changes in the global epigenome
induced by environmental modifications may have a potential epigenetic impact at the gene regulation level, we
then examined whether dietary carbohydrates could affect the epigenetic landscape at duplicated gluconeogenic
gene loci previously reported to display mRNA level changes in trout fed a high carbohydrate diet (i.e, pck1,
fbp1bl, fop1b2, g6pca, gbpcbla, g6pcblb, g6pcb2a, g6pcb2b®, and not fbpla and pck2 the mRNA levels of which
remained stable). This last step would also provide new information to improve understanding of how duplicated
genes encoding the same enzyme, but which are regulated differently by dietary carbohydrates, are regulated.

Results

The fish used for the following analyses were fasted for four days and refed with either the NoCHO or the
HighCHO diet and sampled 6 h after the last meal. Blood glucose levels to verify the hyperglycaemic phenotype
in trout fed the HighCHO diet and expression patterns of duplicated gluconeogenic genes have already been
published by Marandel et al.®.

Analysis of global hepatic epigenome. Global DNA methylation, H3K4me3, H3K9me3, H3K9ac
and H3K36me3 levels were first assessed in fasted and fed trout (Fig. 1). Our analyses showed that the levels
of H3K9ac (Fig. 1a) and the global DNA methylation (Fig. 1b) were affected in fed trout but in different ways.
Indeed, trout fed the NoCHO diet displayed higher global enrichment in H3K9ac compared to fasted trout or
those fed the HighCHO diet (Fig. 1a). However, DNA was hypomethylated in trout fed the HighCHO diet com-
pared to fasted trout and fish fed the NoCHO diet (Fig. 1b). Our results also showed that fed trout displayed
higher global enrichment in H3K9me3 compared to fasted fish whatever the composition of the diet (Fig. 1a).
Finally, the global levels of H3K4me3 and H3K36me3 remained stable in fed trout whatever the nutritional status
or the composition of the diet (Fig. 1a).

Analyses of histone modifications at gluconeogenic gene loci.  Classical ChIP -qPCR analyses were
performed to profile the patterns of H3K4me3, H3K9me3, H3K9ac and H3K36me3 in relation to the nutri-
tional status in trout along g6pca, gépcbla/gépcblb, gépcb2a/g6pcb2b (Fig. 2), pckl and fbp1bl1/fbp1b2 (Fig. 3)
5'-upstream regions. No difference in enrichment level was evidenced whatever the nutritional status of the fish or
the histone modification analysed. Results expressed as enrichment over the IgG mock (Supplementary Figure 1)
revealed that H3K36me3 was more enriched around the TSS (Transcription Start Site) of the genes studied.
Moreover, this mark globally displayed greater enrichment at gluconeogenic loci (except at fbp1b1/fbp1b2loci) in
fasted animals and trout fed the NoCHO diet than in trout fed the HighCHO diet.

Analysis of CpG methylation level at gluconeogenic gene loci.  Using targeted Next Generation
Bisulfite Sequencing (t-NGBS), we analysed DNA methylation levels at specific CpG sites along the 5'-upstream
region of gluconeogenic genes whose mRNA levels had previously been shown to be affected by nutritional status
and/or dietary carbohydrates by Marandel et al.*~!! (i.e. g6pc paralogous genes, fbp1b ohnologs and pck1). DNA
methylation levels of g6pca, fop1bl, fop1b2 and pckl, remained stable whatever the nutritional condition (i.e.,
nutritional status and/or composition of the diet) or the CpG site analysed (Fig. 4). A significant decrease in the
methylation level was observed at CpG sites —567 of g6pcbla and —1273 and —325 of g6pcb1b in trout fed the
HighCHO diet compared to fasted trout and trout fed the NoCHO diet. In contrast, an increase in DNA meth-
ylation level occurred in fed trout compared to fasted trout (at CpG site +167 of g6pcb2b) and in trout fed the

SCIENTIFICREPORTS | 6:32187 | DOI: 10.1038/srep32187 2



www.nature.com/scientificreports/

J Fasted @ NoCHO m HighCHO

a.
- 40 - - 5.0 - .
S 3.0 - _ 5 40
[ iy ® 30
E 20 - E *
: g 204 T
2 101 2 1,0 -
0,0 - 0,0 -
- 0,2 - & - 25 -
LS - -
T 0.2 - T 5 20 T
> g 164 -
x 017 S 10 -
* 0.1 - = 05
- = '
0,0 - 0.0 -
Fasted Fed Fasted Fed
Fed
Fasted *
H3K4me3 T — c— D G “— ———
H3K9ac == = - e
H3 .
H3KIme3 o i i e
H3 “'”-———
HIK3EMES o ——
o ——— L
b. 8.0 -
604 T
Q
E 40 -
2
== 20 -
0,0 -

Fasted Fed

Figure 1. Global epigenetic modification in fasted trout (white bars), and those fed the NoCHO (grey
bars) or the HighCHO (black bars) diet. Analyses of global histone modifications and representative blot (A),
global DNA methylation (B). Data are expressed as mean =+ SD, stars indicate significant differences between
conditions (p < 0.01).

NoCHO diet compared to fasted trout or trout fed the HighCHO diet (at CpG sites —211 and —110 of g6pcb1b;
+74, +147 and 4163 of g6pcb2a; and +127 of g6pcb2b).
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Figure 2. Histone modifications at g6pc gene loci in fasted trout (white), and those fed the NoCHO (grey)
or the HighCHO (black) diet. The bottom and top of the box are mean-SD and mean + SD respectively, and the
band inside the box is the mean. The ends of the whiskers represent the minimum and maximum of the data.
Data represent the averages of three independent experiments. Analysed regions are identified with upper case
letters and located with respect to transcription star site (identified by broken arrow).

Discussion
Epigenetics refers to heritable changes in gene activity that are not caused by changes in the DNA sequence. Since
one of their first definitions by Waddington?, epigenetic changes have been linked to environmental changes. By
modifying the metabolic status of organisms and cells, nutrition is one of the recognised ways to induce epige-
netic modifications and hence gene transcription activity changes. In this study we investigated histone modifi-
cations and DNA methylation changes, two epigenetic mechanisms. The results were analysed with regard to the
nutritional status of fish, i.e. the feeding status (comparison of fasted and fed trout without dietary carbohydrates,
the most common standard diet for trout in aquaculture) and then also according to the content of the diet in die-
tary carbohydrates (0% or 30%). We also examined the data in relation to the resulting hyperglycaemia observed
in trout fed the HighCHO diet. Indeed, increase in blood glycaemia and its persistence can be considered an
environmental factor and thus likely to induce epigenetic modifications.

We initially considered epigenetic modifications induced by the feeding status (i.e, between fasted and fed
trout without dietary carbohydrates). The global analysis of the hepatic epigenome first revealed that H3K9me3
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Figure 3. Histone modifications at pck1 gene and fbp1 gene loci in fasted trout (white), and those fed the
NoCHO (grey) or the HighCHO (black) diet. The bottom and top of the box are mean-SD and mean + SD
respectively, and the band inside the box is the mean. The ends of the whiskers represent the minimum and
maximum of the data. Data represent the averages of three independent experiments. Analysed regions are
identified with upper case letters and located with respect to transcription star site (identified by the broken
arrow).

and H3K9ac levels were affected. Indeed, these two histone modifications were increased in trout fed the NoCHO
diet compared to fasted trout, whereas H3K4me3, H3K36me3 and the DNA methylation level remained stable.
To our knowledge, global epigenome changes in the livers of fasted and refed healthy animals have rarely been
studied. These findings together suggested that the global hepatic epigenome was remodelled by the feeding
status, and demonstrated that the global epigenome could be modified in the short term as fish were fed for only
four days before sampling.

Secondly, histone modifications, which have an important role in the epigenetic regulation of chromatin
dynamics and gene expression, are known to be affected by the feeding status (or by the levels of hormones
involved in glucose homeostasis) in mammals and in diabetes at gluconeogenic gene loci???#?>2-31, In trout, we
did not demonstrate any significant impact of the feeding status on the levels of H3K9me3, H3K4me3, H3K9ac
and H3K36me3 along the 5'-upstream region of gluconeogenic genes. Several hypotheses could be proposed: 1)
these histone modifications are not affected by such environmental factors at these precise loci in trout, 2) gluco-
neogenic genes in trout are not regulated by these histone modifications, 3) regions targeted for the analysis are
not functional regulatory regions and 4) inter-individual variability erases environmental effects. With regard to
this last hypothesis, we observed that the inherent variability monitored in each condition studied was not caused
by the same individual from one histone modification to the other (data not shown). This result supported the
fact that the variability detected was true biological variability and not due to technical impairment. Although
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Figure 4. DNA methylation status of gluconeogenic genes in fasted trout (white bars), and those fed the
NoCHO (grey bars) or the HighCHO (black bars) diet. Data are expressed as percentage of methylation at
each CpG site. Positions of CpG sites are given in relation to the transcription start site. Different letters and
stars indicate significant differences between conditions (p < 0.01).

we took care to make our sampling for chromatin extraction repeatable from one liver to another, this variability
may reflect different composition of the liver tissue we extracted. Indeed, although hepatocytes accounted for 85%
of the liver volume, the samples were not free from non-parenchymal cells*’. As epigenetic mechanisms have an
important role in cell differentiation, these two types of cell may display different epigenetic profiles. However,
and remarkably, our findings revealed a H3K36me3 distribution profile that was different from those described
in mammals and zebrafish. Indeed, in the latter species H3K36me3 was detected in gene bodies (exons), peaking
towards the 3’ end***, whereas for most of the genes we studied (except for fbp1ba/fbp1b2) this modification was
enriched around the TSS (Supplementary Figure 1). These findings suggest a potentially different role for this
mark in trout at these loci or in general.

Finally, DNA methylation at specific gluconeogenic gene loci has previously been shown to be involved in the
regulation of their expression mainly in cancer®*-*’ and also to be affected by in utero nutrition in mammals?>3,
Our results showed that DNA methylation remained stable throughout the 5’-upstream region of gépca, fop1b1,
fbp1b2 and pckl whatever the feeding status of the animal. On the other hand, the methylation level was affected
at specific CpG sites along gépcb1b, g6pcb2a and gépcb2b by the feeding status (g6pcb1b: sites —211 and —110,
goépcb2a: sites +74, +147, +163, and g6pcb2b: sites +127 and +167), all of them displaying higher methylation
levels in fed trout than in fasted trout. These dynamic changes in DNA methylation at specific loci could not be

SCIENTIFIC REPORTS | 6:32187 | DOI: 10.1038/srep32187 6



www.nature.com/scientificreports/

correlated with changes in mRNA level described on the same samples by Marandel et al.’. Indeed, DNA methyl-
ation is generally (but not always) associated with gene repression®® but here all the genes mentioned above were
non- (for g6pcb1b) or up-regulated (for g6pcb2a and g6pcb2b) in trout fed the NoCHO diet compared to fasted
trout®. These findings suggest that DNA methylation did not directly regulate the gene under consideration in
relation to the nutritional status but might interact with other regulatory mechanisms. It is noteworthy, however,
that our analysis at specific loci also showed that overall g6pcb2 ohnologs displayed higher DNA methylation lev-
els than g6pbI ohnologs, and that g6pca was at an intermediate level between both pairs of ohnologs. This strongly
confirms that these genes suffered a sub- or neo-functionalisation after the Ss4R at the epigenetic regulatory level
which may have led to or participated in the previously described®!! gene expression divergence. Indeed, several
studies have recently demonstrated that sequence divergence and DNA methylation divergence of duplicated
genes are initially combined, and that epigenetic modifications are important facilitators of duplicated gene evo-
lution after a whole genome duplication event*-42,

These findings together showed for the first time that feeding status in trout, i.e. fasted vs fed state, affected
the hepatic epigenetic landscape at the global level as well as at the level of some gluconeogenic genes even in the
short term (only 4 days of starvation and feeding).

We also looked at the effects of dietary carbohydrates on the hepatic epigenetic landscape. Our results demon-
strated that global DNA methylation and H3K9ac levels decreased in trout fed the HighCHO diet compared
to trout fed the NoCHO diet, suggesting that dietary carbohydrates may directly or indirectly affect these two
epigenetic marks. Hypomethylation of DNA and hypoacetylation of H3K9 have already been fully documented
in metabolic diseases, particularly in diabetes (for DNA methylation'®*}, and for H3K9ac*#*°) and have often
been linked to the hyperglycaemic state. This phenotype was also observed in a hyperglycaemia-induced model
in zebrafish?'*¢ and under oxidative stress in vitro*’. Although global hepatic H3K9 hypoacetylation remains to
be investigated and understood, this modification seemed nevertheless closely linked to the hyperglycaemic state
and to the metabolic memory phenomenon associated with the progression of diabetic complications*®. Only
the global DNA methylation profile has previously been investigated in trout fed diets containing 12% or 22% of
dietary carbohydrates®. The latter study highlighted global hypomethylation of DNA in trout fed the 22% car-
bohydrate diet compared to trout fed the 12% carbohydrate diet, a result which is in accordance with our results.
In addition, such global DNA hypomethylation occurred in trout fed the 22% carbohydrate diet with which
hyperglycaemia was suppressed by methionine restriction. In diabetes and in a zebrafish hyperglycaemia-induced
model it was proposed that oxidative stress induced by acute hyperglycaemia impaired genomic DNA methyla-
tion through the activation of the Tet-dependent iterative oxidation pathway**#. This suggests that DNA hypo-
methylation could be induced by other mechanisms in trout or might not be due to the induced hyperglycaemia.
It can be hypothesised that the increase in carbohydrate content alone or the decrease in protein content in the
HighCHO diet might have been responsible for the decrease in DNA methylation. Indeed, in order to increase the
carbohydrate content in our experimental HighCHO diet while keeping the same energy level as in the NoCHO
diet, we changed on the carbohydrate/protein ratio, thus decreasing protein content from 61% to 40%°. Protein
restriction has been shown to modulate global and target gene DNA methylation levels*®. Unexpectedly, we
did not observe any changes in global H3K9me3 or H3K9me3 levels in trout fed the HighCHO diet. Actually,
a decrease in global H3K9me3 level and an increase in H3K4me3 level have been reported in several studies
related to diabetes and hyperglycaemia®**!. Our findings together suggested that the global hepatic epigenome
was remodelled by the dietary carbohydrates, mimicking a phenotype previously described in diabetes at least for
DNA methylation and H3K9ac. However, the causes of these epigenetic modifications (hyperglycaemia, protein
or carbohydrate content in the diet) and the mechanism by which they were initiated remains to be elucidated.

With regard to histone modifications at gluconeogenic gene loci, as for the feeding status comparison, no
significant impact of dietary carbohydrates on the levels of H3K9me3, H3K4me3, H3K9ac or H3K36me3 were
demonstrated along the 5'-upstream region of gluconeogenic genes.

Finally, dynamic changes in DNA methylation at specific CpG sites were monitored at gépcbla, g6pcblb,
g6pcb2a and g6pcb2b loci in trout fed the HighCHO diet and compared to trout fed without dietary carbohy-
drates (g6pcbla: site -567, g6pcb1b: sites —1273, —325, —211 and —110, gépcb2a: sites +74, +147 and 4163, and
g6pcb2b: site +-127). These findings demonstrated for the first time nutrient-induced promoter-specific methyl-
ation at g6pc loci in trout. In addition, when CpG methylation was affected in trout fed the HighCHO diet it was
also in favour of a hypomethylation compared to trout fed the NoCHO diet and interestingly displayed the same
level of methylation as in fasted trout. This pattern reflected what happened at the global epigenome level at these
specific loci (see above). As explained above, DNA methylation acts in general to repress gene transcription.
g6pcb2 ohnologs have previously been shown to be up-regulated in trout fed the HighCHO diet and this was
believed to contribute to the glucose intolerant phenotype’ in these fish. Hypomethylation of certain CpG sites
at these two loci may thus be a potential contributor to the glucose intolerant phenotype via the de-repression of
g6pcb2 ohnologs. Functional analysis of affected CpG sites must now be tested to explore the relationship between
their methylation levels and the expression levels of genes.

Taken together, our findings showed for the first time that changing dietary carbohydrate content in the trout
diet has an effect on DNA methylation level at specific gluconeogenic gene loci and may be involved in the regula-
tion of g6pcb2 ohnologs previously believed to contribute to the initialisation of the glucose intolerant phenotype’
by their atypical up-regulation in trout fed the HighCHO diet.

Conclusions

We reported here for the first time remodelling of the hepatic epigenetic landscape by nutritional status and
dietary carbohydrate content of the trout diet both at global and target gene levels. We demonstrated that global
hypomethylation occurred in trout fed the HighCHO diet which in particular mimicked a phenotype described
in diabetes. DNA hypomethylation can lead to dramatic consequences such as induction of expression of
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oncogenes or miRNA>? and genomic instability™. The cause of this epigenetic phenotype must therefore now
be clarified (i.e., decrease in protein content or increase in carbohydrate content in the diet or hyperglycaemia
alone) as well as the mechanisms underlying its setting up in order to improve understanding of its impact on the
glucose intolerant phenotype and its persistence in carnivorous teleosts.

Methods

Ethical issues and approval. Investigations were conducted according to the guiding principles for the
use and care of laboratory animals and in compliance with French and European regulations on animal welfare
(Décret 2001-464, 29 May 2001 and Directive 2010/63/EU, respectively). This protocol and the project as a whole
were approved by the French National Consultative Ethics Committee.

Diets and experimental design. Data published in this manuscript were obtained from the analysis of
biological material used in an article previously published by Marandel et al.’. Juvenile rainbow trout (~70 g body
mass) were reared at 17 °C in the INRA experimental facilities at Saint-Pée-sur-Nivelle, France. The first sampling
was performed after four days of total starvation. Fish were then fed with either the NoCHO (containing no car-
bohydrate) or the HighCHO diet (containing 30% carbohydrates) twice a day at 2.5% live weight for four days
and sampled 6h after the last meal in order to monitor the expected hyperglycaemic phenotype (around 0.8 g.L™!
for fasted trout and those fed the NoCHO diet and around 1.8 g.L! for trout fed the HighCHO diet, data pre-
viously published by Marandel et al.®). Diet compositions are provided as a reminder of Marandel et al.® in
Supplementary Table 1.

Gut content of each fish was systematically checked to confirm that the fish sampled had effectively consumed
the diet. The livers were dissected and immediately frozen in liquid nitrogen, and stored at —80C until further
analysis.

Analysis of global DNA methylation. Livers of three fish per condition were analyzed. DNA extrac-
tion was performed on 10 mg of tissue as previously described** without modification. DNA was quantified by
NanoDrop (Thermo Fisher, USA) and the quality was verified on 1% agarose gel. The overall value of DNA
methylation level (5-mC) was assessed using the MethylFlash Methylated DNA Quantification Kit (Epigentek,
USA). Each analysis was performed in duplicate using 5ng of DNA, according to the manufacturer’s instructions.

Analysis of global histones modifications. The livers of three fish per condition were analysed (same
samples as for global DNA methylation analysis). One hundred mg of tissue was homogenized using Precellys24
(Bertin Technologies, Montigny-le-Bretonneux, France) in 2 ml tubes containing 1 ml of TEB (1X PBS, 0.5%
Triton-100X, 5mM NaBu and 1X protease inhibitor from Roche (Cat. No. 04 693 116 001)) and four 2.8 mil-
limeter ceramic beads, 2 x 10s-15s off at 5,000 rpm. Samples were then left to stand at 4 °C for 20 min before
centrifugation at 2,000 rpm and 4 °C for 10 min. Pellets were then resuspended in 0.5N HCI containing 10%
glycerol (between 100 pl and 1,200 ul depending on the size of the pellet) and incubated on ice for 30 min (with
vortexing every 10 min). Samples were centrifuged at 12,000 rpm at 4°C for 5min. Three volumes of iced acetone
were added to the supernatant and precipitation was performed at 20°C overnight. Samples were centrifuged at
12,000 rpm at 4 °C for 5min and iced cold acetone was used to wash the pellets 3 times. Pellets were resuspended
in distilled water at 60 °C for 1h. Total protein concentration was determined using the Bio-Rad protein assay kit
(Bio-Rad Laboratories, Germany). Lysates (5 g of total protein) were subjected to SDS-PAGE and western blot-
ting using the appropriate antibody on 15% gel (40% acrylamide, 2% bis-acrylamide, 1.5 M Tris-HCl pH 8.8, 10%
SDS) for 40 min at 100 V and then 56 min at 150 V.

Antibodies. The same antibodies were used for both western blotting and ChIP analysis. Anti-IgG
(C15410206), Anti-H3K9me3 (C15410056), anti-H3K4me3 (C15410003), anti-H3K36me3 (C15410192) and
anti-H3K9ac (C15410177) were purchased from Diagenode (Belgium) and anti-H3 (ab1791) from Abcam (UK).

Analysis of target gene DNA methylation by targeted next-generation bisulfite sequencing.
DNA extracted from the three livers per condition for global DNA analysis was used for gene-specific analysis of
DNA methylation. Bisulfite conversion was performed using EZ DNA Methylation-Gold™ Kit (Zymo Research,
D5005, USA) on each DNA sample according to the manufacturer’s instructions. PCR primers (Table 1) for
the target regions were designed with the MethPrimer software (http://www.urogene.org/cgi-bin/methprimer/
methprimer.cgi)®. To prevent any PCR skewing, three independent PCR amplifications were carried out using
each bisulfite-converted DNA as template. Advantage® 2 Polymerase Mix (Clontech Laboratories, Inc., 639206,
USA) was used for PCR amplification. The PCR conditions were 94 °C for 2 min and 40 cycles at 94°C for 255,
Tm for 1 min (Tm are given in Table 1 for each primers set) and 72 °C for 2 min, followed by 7 min at 72 °C. For
each condition, all 9 PCR products obtained from the 3 original livers were pooled. Libraries were generated
using the KAPA Library Preparation Kit (Kapa Biosystems, Wilmington, USA) at EpigenDx (Hopkinton, USA).
Sequencing was performed at EpigenDx (Hopkinton, USA) on Ion Torrent PGM™ using a Ton 314™ Chip Kit
v2. The NGS QC Toolkit v2.3.3¢ was used to trim data removing part of the sequences with a quality score
lower than 18 followed by a removal of reads smaller than 35 nucleotides using Bowtie 27 using gene sequences
in silico bisulfite converted as a reference. Alignment BAM files were then sorted by target and condition using
BAMtools®® split function. Sorted reads were analyzed in BiQ Analyzer HT® setting parameters at 100% of the
read length, 90% sequence identity, bisulfite conversion efficiency >98% and lower cutoff at 30 reads per CpG
site analyzed. The methylation level of each sampled cytosine was estimated as the number of reads reporting a
C, divided by the total number of reads reporting a C or T. Positions of CpG sites were determined from the tran-
scription start site (TSS, Fig. 4). Data were analyzed by a binomial global linear model followed by a Tukey test as
a post-hoc analysis using the R Commander package in R (v.3.1.0)%.
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F: GTTTTTGTAAGATTATGTAATG
—1133/—-681 55.8
R: TCATTTACTATTTCCTTCCC

6pca
8P 552/ 158 F: TGGATTATTTGAAGTGTTTTTGTTATAATT 558
R: AATTAACCCTACCCCACCTTATAAA ’
F: AATGAAAATTGATTGATTTA
—1246/—855 55.8
6ochi R: AAATCTAACCAAAATCCTA
gépcbla

866/—530 F: TTTTGTGGGTAAAATATTTGATTG 558
R: TCAATTTTCATTAAACTACTTAAAATATCC ’

F: ATTTAGATTAGTAATTTAGGG
—1295/—-941 55.8
R: AATCAATCAATAAATCAATCA

F: TTGATTGATTTATTGATTGATTTTTTT
g6pcblb —962/—620 60.5
R: TCAATATCCTATAACTAACCCACCTATC

359/—9 F: ATTGGTTAAAAAGGGGGTTTAGTAA 605
R: ACAAAAAAAACCATACAAACAAATACA '

F: GTTATTTAGAATTTAAAAGG
—963/—527 55.8
R: CTCAAAATAAATAAATACCA

F: TGGTAGTGGTGATAGGTGGATATT
—52/+4208 55.8
R: TCCATAACTACTCTCTAATTCACTATATCT

F: GTTATTTAGAATTTAAAAGG
—972/—568 55.8
R: CTCAAAATAAATAAATACCA

F: TAATAGGGTAGGGAGTGATAATTGG
g6pcb2b —562/—385 55.8
R: CATCAAACATATAAAAACCACATACTTAAC

syiany | P TTTATATAGGGTATAAAAGGGATAGTAG s
—54/+ .
R: ATTCACTATATCTAACAATCACACTAAC

1360/—916 F: TGAAGGTTTTGTTAATAATAGAAAAA 558
R: AAATCATACATAAATCAATCCAATATATTA '

o | T TGAAAGGTTAATTGTGATTGGTTTA -
~771+
R: AACAATCCCAACTTTTCTAACAAC

F: GAATTTGGTTTTTGATTTTTGT
fop1b2 —1339/-1052 60.5
R: TTTTAACCAAATCCCTATAAACC

F: TGATTGTGTTTTATTTGTTGTT
pekl —1007/—-579 60
R: AACAAACTAAACCAAATTTCTTT

goépcb2a

foplbl

Table 1. Primers used for gene-specific DNA methylation analysis.

Analysis of modifications of histones at target gene loci by chromatin immunoprecipitation.
The three livers previously used for DNA methylation analysis were investigated to monitor histone modifications
at target gene loci. About 50 mg of frozen tissue was ground into small pieces in liquid nitrogen. Cross-linking
was performed in 7.5 ml PBS containing 1% methanol-free formaldehyde for 10 min at room temperature (RT)
on a rotating wheel. The cross-linking reaction was quenched by adding 0.12 M of glycine 5min at RT. Samples
were washed twice in 8 ml PBS and centrifuged for 10 min at 4°C and 2000 g. Pellets were resuspended in 1 ml
iced-cold PBS. Samples were homogenised using Precellys® 24 (Bertin Technologies, Montigny-le-Bretonneux,
France) fitted with Cryolys® in 2mL tubes containing six zirconium beads (2.8 millimiter), for 2 x 10seconds,
separated by 1min off, at 5,000 rpm. Homogenized samples were centrifuged for 10 min at 4°C and 1300 g. Pellets
were resuspended in 10ml classical lysis buffer (85 mM KCI, 5mM PIPES pHS, 0.5% Igepas/NP40, 1X protease
inhibitor cocktail (PI, P8340, Sigma-Aldrich Co) and 20mM NaBu) for 15min at 4°C on a rotating wheel and
then centrifuged for 5min at 4°C and 1300 g. Extracted chromatin was resuspended in 130 pl of shearing buffer
(10mM EDTA, 50 mM Tris-HCl pH8, 1% SDS, 1X PI, 20 mM NaBu), left to stand on ice for 10 min and trans-
ferred to 1.5ml Bioruptor® Plus TPX microtubes (Diagenode, Belgium). Shearing was performed in Bioruptor®
Plus (Diagenode, Belgium): 7 cycles, 30 sec ON-30sec OFF, High power. Sheared chromatin was centrifuged for
10 min at 4°C and 14000 g and 10 pl was used to check the efficiency of the shearing (smear size expected between
150bp and 500 bp). The remaining chromatin was diluted at 1:8 in immunoprecipitation (IP) buffer (0.5 mM
EDTA, 1% Triton, 0.1% SDS, 1 mM EDTA, 10 mM Tris-HCI pH8, 140 mM NacCl, 0.1% Na-deoxycholate, 1X
PIL, 20 mM NaBu). Ten pl of Dynabeads® Protein A (Life Technologies, USA) were coated with 3 jig of antibody
(including IgG to evaluate the background) diluted in 90 pl IP buffer for 2h at 4°C. Coated beads were resus-
pended in 100 pul of diluted chromatin overnight at 4°C. Beads were washed four times in IP buffer, and once in
100 pl TE buffer (10 mM EDTA, 10 mM Tris-HCI pH8). Immunoprecipitated chromatin was finally eluted in
150 ul of ChIP elution buffer (5mM EDTA, 20 mM Tris-HCI pH 7.5, 1% SDS, 50 mM NaCl, 0.063pg proteinase
K), decrosslinked for 2h at 68°C, 1300 rpm, and resuspended in a 900 pl final volume of ChIP elution buffer.
Ten pl of diluted chromatin was also decrosslinked to assess input. DNA from immunoprecipitated chromatin
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F: TCAGGAGATGCTGAGAAGATAAC

—809/—681 (A)

R: TCATTTGCTATTTCCTTCCCAGA
F: GTTCCATTCGTTTCACATGCC

R: GTGAAGATTGTAGCAAGGACACT
F: GGCCTCCAAATCACCAAGTC
R:CATGCAGTCTGTTGTTCCCA
—959/—1047 (A- g6pcbla) F: TCCGCCACTGAGCCTACA
—1158/—1063 (A- g6pclb) R: GTTTCAGGGGCTAGCGTATC
—901/—789 (B- gbpcbla) F: GGTGAAGATTGTAGCAAGGACAC

g6pca —626/—518 (B)

—215/+3 (C)

g6pcbla/g6pcblb
—1005/—879 (B- g6pcb1b) R: TGAGTTCCATTCGTTTCACATG
—70/—183 (C- gbpcbla) F: CCTTGCTTGGCTTGTTTTGC
—195/—80 (C- gbpcb1b) R: CACCTGAAATGGAGCCAAAAA
—620/—528 (A- g6pcb2a) F: TGTTCAACTCCACTACCCCA
—660/—568 (A- g6pcb2b) R: TCAGAGTGAGTAGATGCCAGA
—517/—403 (B- gépcb2a) F: GGGCAGGGAGCGATAACTGG
g6pcb2a/g6pch2b
—557/—462 (B- g6pcb2b) R: TATTGTTCCTCCCACCAGC
—108/—13 (C- gbpcb2a) F: TTCAAAGATCAGGCGTGGTG
—87/+9 (C- g6pcb2b) R: TGCTACTTGTCTGTCCAGTG
—929/—732 (A- fop1bl) F: GAGCAACAAACAGAACCCAATG
—988/—807 (A- fop1b2) R: AGCACATTGGTTTAACAGCCT
Sfop1bi-fop1b2
—206/—35 (B- fop1bl) F: ATTGCTTACCAGTCCTTTCAGAT
—246/—46 (B- fbp1b2) R: AACCAATCACAGTTGGCCTTTCA
F: TGGCCAAGTCAAAGTCCAGA
—1305/—1184 (A)
R: CCCATTCCTCCTTGCAAAACA
F: GCTGAATAATTTTGCACGCCC
—1076/—965 (B)
R: AGAATCAACAACAAGTGGGACA
F: TCAAGGATCGGCACATTCCT
pekl —378/—249 (C)

R: AGTGATTCAACAGTTTCGCTCT
F: GCCTCCAAAATGTGCCAATAG

R: CAACTGAGCATCTTGTTCTTTCA
F: CAGAGTTTTCCAAGAGCTGAACA
R: GGGCTGTTCTTGAATTGTATCCA

—310/—-166 (D)

—107/+44 (E)

Table 2. Primers used for gene-specific histone modification analyses (all were used at 60 °C). Letters in
brackets refer to the location of amplified regions identified in Figs 2 and 3.

and input were isolated by classical phenol-chloroform extraction and resuspended in a 15l final volume of
DNAse-free water. The Roche Lightcycler 480 system was used for gPCR (Roche Diagnostics, Neuilly-sur-Seine,
France). The primer sequences used are listed in Table 2. Primers were tested on input DNA from previous ChIP
assays for validation. Amplified products were systematically sequenced. When a pair of ohnologous genes was
analysed (for instance g6pcb2a and g6pcb2b), the same primer set amplified both genes as we were not able to
design specific primers because of the high percentage of identity between the ohnologous sequences. The assays
were performed using a reaction mix of 6 pl per sample, each of which contained 2 pl of diluted DNA template,
0.3l of each primer (5uM), 3l Light Cycler 480 SYBR® Green I Master mix and 0.7 ul DNAse/RNAse free
water (5 Prime GmbH, Hamburg, Germany). The PCR protocol was initiated at 95 °C for 10 min for initial dena-
turation of the DNA and hot-start Tag-polymerase activation, followed by 45 cycles of a two-step amplification
programme (15s at 95°C; 40s at 60 °C). Each PCR assay was performed in duplicate. Results were expressed as %
input and fold enrichment over IgG (see Supplementary Figure 1). Normality of distributions was assessed using
the Shapiro-Wilk test. Data were then analysed by a Kruskal-Wallis nonparametric test following by a Tukey test
as a post hoc analysis. Data were analysed with the R Commander package in R (v.3.1.0)%.
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