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DNA methyltransferase

3B plays a protective role
against hepatocarcinogenesis
caused by chronic inflammation
via maintaining mitochondrial
homeostasis

Eriko Iguchi?, Atsushi Takai'*?, Haruhiko Takeda?, Ken Kumagai, Soichi Arasawa?, Yuji Eso?,
Takahiro Shimizu?, Yoshihide Ueda?, Hiroyuki Marusawa® & Hiroshi Seno!

Most hepatocellular carcinomas (HCCs) develop on the basis of chronic hepatitis, but the mechanism
of epigenetic regulation in inflammatory hepatocarcinogenesis has yet to be elucidated. Among

de novo DNA methyltransferases (DNMTs), DNMT3B has lately been reported to act specifically on
actively transcribed genes, suggesting the possibility that it plays a role in the pathogenesis of cancer.
We confirmed that DNMT3B isoforms lacking its catalytic domain were highly expressed in HCCs
compared with non-tumorous liver tissue. To elucidate the role of DNMT3B in hepatocarcinogenesis,
we generated a genetically engineered mouse model with hepatocyte-specific Dnmt3b deletion. The
liver of the Dnmt3b-deficient mice exhibited an exacerbation of thioacetamide-induced hepatitis,
progression of liver fibrosis and a higher incidence of HCC compared with the liver of the control mice.
Whole-genome bisulfite sequencing verified a lower CG methylation level in the Dnmt3b-deficient
liver, demonstrating differentially methylated regions throughout the genome. Transcriptome
analysis revealed decreased expression of genes related to oxidative phosphorylation in the Dnmt3b-
deficient liver. Moreover, primary hepatocytes isolated from the Dnmt3b-deficient mice showed
reduced mitochondrial respiratory capacity, leading to the enhancement of oxidative stress in the liver
tissue. Our findings suggest the protective role of DNMT3B against chronic inflammation and HCC
development via maintaining mitochondrial homeostasis.
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ROS Reactive oxygen species
RT-qPCR  Quantitative real-time polymerase chain reaction
TAA Thioacetamide

WGBS Whole-genome bisulfite sequencing

Hepatocellular carcinoma (HCC) is one of the most common human malignancies in the world'. Most HCCs
develop on the basis of chronic hepatitis and cirrhosis, mainly caused by hepatitis virus infection and steato-
hepatitis. Similar to other cancers, HCCs exhibit abnormal DNA methylation?. Aberrant hypermethylation in
CpG islands has been detected not only in advanced HCCs but also in early HCCs and precancerous nodules,
such as dysplastic nodules®”. Additionally, the surrounding non-cancerous liver tissue exhibits an abnormal
DNA methylation profile®; the alteration of the DNA methylation pattern varies with the etiology and stage of
the liver disease®’. Particularly, hypermethylation in the promoter regions of several tumor suppressor genes
results in HCC development'®!!. Thus, dysregulation of DNA methylation, especially at the promoter CpG
region, is strongly associated with the multistep hepatocarcinogenesis process. In contrast, hypomethylation
at gene bodies is generally observed in various cancers. The significance of methylation alterations at the gene
body, however, remains to be understood.

DNA methylation is mediated by DNA methyltransferases (DNMTs). Three major DNMTs in mammals are
DNMT1, DNMT3A, and DNMT3B. While DNMT1 plays an important role in the maintenance of methylation
after DNA replication, DNMT3A and DNMT3B contribute to de novo DNA methylation!*"*. Both DNMT3A
and DNMT3B are expressed during embryo development, they establish DNA methylation patterns, and their
expression levels decrease with biological development into adulthood. DNA methylation patterns are mainly
preserved by DNMTI in the adult tissue, while DNMT3A and DNMT3B are involved in methylation mainte-
nance along with DNMT1'. Dysregulation of de novo DNMTs has been observed in several types of tumors. For
example, loss-of-function mutations in DNMT3A have been observed in hematologic malignancies, such as acute
myeloid leukemia, myelodysplastic syndrome, and chronic myelomonocytic leukemia, and they are associated
with treatment resistance'®. On the other hand, overexpression of DNMTs has also been observed in various
cancers. DNMT3B is highly expressed in breast, colon, and prostate cancers'®'8. Both DNMT3A and DNMT3B
have been reported to be highly expressed in liver cancer than in non-cancerous tissue'. Interestingly, Saito
et al. reported that a splice variant of DNMT3B, DNMT3B4, which lacks conserved methyltransferase motifs,
was highly expressed in HCCs and showed that overexpression of DNMT3B4 resulted in DNA hypomethylation
in 293 cells?’. However, it still remains to be elucidated how the dysregulated DNMT3B contributes to HCC
development in patients with chronic hepatitis.

DNMT3A and DNMT?3B have a common catalytic domain in the carboxyl-terminus and a PWWP (Pro-Trp-
Trp-Pro) motif in the amino terminus. The PWWP domain in DNMTs is important for localizing these enzymes
at the heterochromatin region. While both DNMT3A and DNMT3B preferentially target CpG-rich sequences,
DNMT3A exhibits a higher DNA methylation activity in naked DNA compared with DNMT3B; however, only
DNMT3B can methylate DNA in the nucleosome core region?. DNMT3B selectively binds to the bodies of
transcribed genes and contributes to their preferential methylation??, and DNMT3B-dependent intragenic DNA
methylation plays an important role in protecting the gene body from spurious initiation of transcription®. In the
current study, we focused on the role of DNMT3B in regulating the DNA methylation pattern on the develop-
ment of chronic hepatitis and HCC. Dnmt3b deletion in the whole body produces embryonic lethality in mice?%;
therefore, the functional role of Dnmt3b in vivo has not been well elucidated. We have generated a novel mouse
model in which the Dnmt3b gene is specifically deleted in hepatocytes and have revealed that DNMT3B plays
an important role in protecting the liver tissue from the exacerbation of hepatitis and hepatocarcinogenesis.

Results

DNMT3B lacking its catalytic domain is overexpressed in hepatocellular carcinoma tis-
sues. First, we examined the expression level of DNMT3B in normal liver tissues, chronic hepatitis tissues,
cirrhotic liver regenerative nodules (RNs) and HCC tissues. We used RNA sequencing (RNAseq) data from
17 HCC tissue samples, 15 RN samples and 40 hepatitis-C-associated chronic hepatitis tissue samples, along
with 7 normal liver tissues from donors for living-donor liver transplantation as a control. Consistent with the
previous reports'>?’, HCC tissues showed a significantly higher level of DNMT3B expression compared with
other non-cancerous tissues (Fig. 1A). Further analysis of these RNAseq data showed that a large proportion of
the expressed DNMT3B in HCC tissues did not have exons 21 and/or 22, which encode a C-terminal catalytic
domain (Fig. 1B,C)!*?>%*. Notably, exon 21 tended to be skipped not only in HCC tissues but also in cirrhotic
liver RN (Fig. 1C, left panel). These data suggest that the dysregulation of DNMT3B gradually occurs during the
progression of liver cirrhosis and is associated with HCC development.

Hepatocyte-specific Dnmt3b-deficient mice exhibit normal development. To clarify the func-
tion of Dnmt3b in the liver in vivo, we generated hepatocyte-specific Dnmt3b-deficient mice using the Cre-loxP
system (Alb-Cre; Dnmt3bfl/fl). Among 23 exons of the Dnmt3b gene, exons 15-19 were floxed and designed to be
deleted by Cre recombinase so that the catalytic activity could be lost by deleting the highly conserved PC motif
and ENV motif, which are located on exons 18 and 19, respectively (Fig. 2A)'%.

Hepatocyte-specific Dnmt3b-deficient mice showed normal systemic development, and their growth was
almost equivalent to that of control mice until 60 weeks of age (Supplementary Fig. S1A, left panel). Knock-
out of Dnmt3b was confirmed both at the protein level (Fig. 2B, right panels) and at the mRNA level (Fig. 2C,
left) by immunohistochemistry and quantitative real-time polymerase chain reaction (RT-qPCR), respectively,
while Dnmt3a was not downregulated significantly under the Dnmt3b-deficient condition (Fig. 2C, right). The
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Figure 1. DNMT3B lacking catalytic domain is highly expressed in regenerative nodules (RN) and
hepatocellular carcinoma (HCC) tissues. (A) DNMT3B gene expression level in surgical specimens, represented
as fragments per kilobase million (FPKM), based on RNAseq data. N =7 for normal liver tissue samples, 40 for
chronic hepatitis tissue samples, 15 for RN samples and 17 for HCC tissue samples. P values were determined
by Tukey’s multiple comparison test. Data are presented as the mean +s.d. (B) Scheme of DNMT3B protein
structure and representative DNMT3B mRNA isoforms. (C) Estimation from RNAseq data of the skipping

rate of exon 21 or 22 in DNMT3B mRNA expressed in liver tissues. N =7 for normal liver tissue samples, 15 for
chronic hepatitis tissue samples, 12 for RN samples and 17 for HCC tissue samples. P values were determined by
Tukey’s multiple comparison test. Data are presented as the mean +s.e.m. Images in (A) and (C) were made on
GraphPad Prism ver 7.00.
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Figure 2. Hepatocyte-specific Dnmt3b-deficient (KO) mice show normal liver growth. (A) Location of loxP sequences that are designed
to generate Dnmit3b-deficient mice, shown schematically, on Dnmt3b gene regions based on the NCBI gene database. (B) (Left panels)
Representative macroscopic appearance of the liver collected from a Dnmt3b-WT mouse and KO mouse at 10 weeks of age. Scale bar,

1 cm. Representative hematoxylin and eosin (HE) staining (Middle panels, 100 x magnification) and Dnmt3b immunohistochemical
staining (Right panels, 400 x magnification) of liver sections from a Dnmt3b-W'T mouse and KO mouse at 10 weeks of age. Scale bar,

100 um. (C) mRNA expression level of Dnmt3b and Dnmt3a in liver tissues from Dnmt3b-W'T and KO mice at 6 weeks of age. N=5 for
WT mice, and N =4 for KO mice. (D) Liver weight of Dnmt3b-W'T mice and KO mice at 5 or 10 weeks of age. At 5 weeks of age, N=2
for WT mice, and N =3 for KO mice. At 10 weeks of age, N=3 for both genotypes. P values were determined using the two-tailed # test
in both (B) and (C). Data are presented as the mean +s.d. Images in (C) and (D) were made on GraphPad Prism ver 7.00.
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macroscopic appearance and weight of the liver in the Dnmt3b-deficient mice was comparable with that in the
control mice (Fig. 2B, left panels; Fig. 2D; Supplementary Fig. S1A, right panel). In contrast to the previous
report that showed the total deletion of Dnmt3b in the whole body resulted in embryonic lethality with liver
hypotrophy?, our histological examination revealed that there was no difference in the liver tissue between the
control mice and Dnmt3b-deficient mice both at 10 weeks (Fig. 2B, middle panels) and 60 weeks of age (Sup-
plementary Fig. S1B).

TAA-induced hepatitis is exacerbated in Dnmt3b-deficent mice and lead to the accelerated
liver fibrosis and development of HCC.  To explore the role of Dnm#3b in the liver tissue under chronic
inflammation, we induced hepatitis in Dnmt3b-deficient mice by adding 0.02% thioacetamide (TAA) in drink-
ing water?”® for four weeks and collected the liver tissues for further examination (Fig. 3A). Remarkably, the
Dnmt3b-deficient mouse liver showed severe hepatitis especially around the Glisson sheath as compared to the
liver of Dnmt3b-wild type (WT) mice (Fig. 3B, left panels), with massive infiltration of macrophages (Fig. 3B,
right panels) as well as the increased recruitment of neutrophils and lymphocytes (Supplementary Fig. S2A). The
number of Ki67-positive cells was increased (Supplementary Fig. S2B), and the expression levels of I11 and Trnfo
were elevated in the Dnmt3b-deficient mouse liver (Fig. 3C). These findings indicate that TAA-induced hepatitis
is exacerbated in Dnmt3b-deficient mice.

To determine the role of Dnmt3b in long-term chronic hepatitis, we extended the duration of TAA treatment
(0.02% in drinking water) up to 30 weeks (Fig. 3D). The Dnmt3b-W'T mice (N =12) and deficient mice (N=18)
showed similar body, liver, and spleen weights (Supplementary Fig. S3A). Pathological examination, however,
revealed that liver fibrosis was more evident in the Dnmt3b-deficient mice (Fig. 3E, middle panels). Masson tri-
chrome staining clearly shows a significant increase in bridging fibrosis in the Dnmt3b-deficient liver, indicating
the progression of liver cirrhosis (Fig. 3E, right panels, Fig. 3F). Moreover, the Dnmt3b-deficient mice developed
multiple liver tumors more frequently than Dnmt3b-W'T mice (Fig. 3E, left panels). Pathologically, most of these
tumors were typical well-differentiated HCCs, exhibiting capsule formation (Fig. 3G). Consistent with human
HCC, some liver tumors expressed a-fetoprotein, a representative tumor marker for HCC (Supplementary
Fig. $3B). The number and total volume of tumors were significantly higher in the Dnmt3b-deficient mice than
in the WT mice (Fig. 3H). These data suggest that TAA-induced chronic hepatitis was enhanced by Dnmt3b loss,
leading to accelerated fibrosis and carcinogenesis, which mimics the course of hepatocarcinogenesis in humans.
Dnmt3b could exert a protective effect against inflammation-associated hepatocarcinogenesis.

Dnmt3b-deficient liver has lower methylation levels in the whole genome with differentially
methylated regions mainly distributed to the gene body. Next, we performed whole-genome
bisulfite sequencing (WGBS) to reveal the comprehensive methylome change induced by depletion of the
Dnmt3b gene. DNA samples were extracted from non-cancerous liver tissues of 10-week-old Dnmt3b-WT mice
and deficient mice. The methylated-CG (mCG) percentage in the whole genome was 76.94% and 66.35% in
the Dnmt3b-WT and Dnmt3b-deficient mice, respectively, indicating that the overall level of DNA cytosine
methylation was lowered in the Dnmt3b-deficient liver (Fig. 4A and Supplementary Fig. S4A). The difference in
methylation level appears to be distributed almost equally in all the functional gene elements: promoters, 5'UTR,
exons, introns, and 3'UTR (Fig. 4A).

Focusing on methylation in the CG context, 4192 differentially methylated regions (DMRs) were identified
throughout the genome (Supplementary Fig. S4B). The methylation level in these CG-context DMRs was evi-
dently decreased in the Dnmt3b-deficient samples (Fig. 4B). Among 4192 DMRs with lengths ranging from 51
to 1695 bps, we extracted 389 DMRs in the CG-context spanning longer than 200 bps (Fig. 4C, Supplementary
Table S1) based on the definition of the CpG island length®. As much as 57.6% of CpGs included in the 389
DMRs were located on the gene body, i.e., in the exons or introns (Supplementary Fig. S4C). We focused on 363
DMRs on 424 genes, which exhibited a lower mCG level in the Dnmt3b-deficient mice, out of the 389 DMRs for
the further analysis. Functional annotation analysis using DAVID Bioinformatics Resources 6.8 (Supplementary
Table S2) revealed that an annotation cluster related to transcription regulation was highly enriched (group
enrichment score =1.865) (Supplementary Table S3).

In order to validate the result of WGBS performed using one individual of Dnmt3b-W'T and deficient mouse,
we conducted targeted bisulfite sequencing on several DMRs locating on genes included in the cluster of tran-
scription regulation, such as Sox9, Salll and Mdk, using DNA samples from three mice of each genotype (Fig. 4D
and Supplementary Fig. S5A,B). Consistent with the WGBS results, the methylation level at each CpG site was
considerably decreased, resulting in a significant decrease in the total methylation level in each DMR, e.g., from
71.10 to 33.73% in one DMR located on Sox9 gene (Fig. 4D).

To learn the correlation between the methylation alteration and the expression change, we exploited RNAseq
data of RNA samples from non-cancerous liver tissue of mice free from TAA treatment (N =4 in each genotype).
Intriguingly, the total length of DMR within a gene body had a weak positive correlation with the expression fold
change of the gene where the DMR was located (Supplementary Fig. S6). These results suggest the possibility
that the gene expression change depends on the length of DMR in the gene body.

Oxidative phosphorylation is the top gene set downregulated in Dnmt3b-deficient liver. To
elucidate molecular pathways involved in hepatitis and hepatocarcinogenesis that are enhanced by Dnmt3b
depletion, we performed gene set enrichment analysis (GSEA) using RNAseq data. GSEA revealed that two gene
sets, oxidative phosphorylation and ribosomal biogenesis, were significantly downregulated in the Dnmt3b-
deficient liver without TAA treatment (Fig. 5A,C, Supplementary Table S4). In contrast, TAA-induced hepatitis
considerably changed the gene expression profile in the Dnmt3b-deficient liver by inducing significant enrich-
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«Figure 3. Thioacetamide (TAA)-induced hepatitis was enhanced in Dnmt3b-deficient (KO) mice and led to
the accelerated liver fibrosis and development of liver tumors. (A) Protocol for TAA treatment in drinking
water. (B) Representative HE staining (Left panels) and F4/80 immunohistochemical staining (Right panels)
of liver sections from a Dnmt3b-W'T mouse and KO mouse after 4 weeks of 0.02% TAA treatment. Scale bar,
200 pm. (C) mRNA expression of Il-18 and Thf« in liver tissues from Dnmt3b-W'T mice and KO mice after
4 weeks of 0.02% TAA treatment. N=4 for WT, and N =3 for KO. P values were determined using the two-
tailed ¢ test. Data are presented as the mean *s.d. (D) Protocol for TAA treatment in drinking water. (E) (Left
panels) Representative macroscopic appearance of liver collected from a Dnmt3b-W'T mouse and a KO mouse
after 30 weeks of 0.02% TAA treatment. Representative HE staining (Middle panels) and Masson trichrome
staining (Right panels) of liver sections from a Dnmt3b-W'T mouse and KO mouse after 30 weeks of 0.02% TAA
treatment. Scale bar, 200 um. (F) The percentage of fibrosis area quantified based on Masson trichrome staining
in Dnmt3b-W'T mice and KO mice after 30 weeks of 0.02% TAA treatment. N=12 for WT, and N =18 for KO.
The P value was determined using the two-tailed ¢ test. Whiskers show the minimum and the maximum. (G)
Representative HE-stained image of liver tumors that developed in Dnmt3b-KO mice. The rectangular area
marked in the top panel is magnified in the bottom panel. Tumor tissue was clearly separated by a capsule from
non-tumor tissue (dotted line). T, tumor tissue; NT, non-tumor tissue. Scale bar, 200 um. (H) The number (left)
and the total volume (right) of tumors detected in the liver from Dnmt3b-WT mice and KO mice after 30 weeks
of 0.02% TAA treatment. The liver was sliced into 2 mm thick sections and examined. Tumor volume was
calculated by using the formula: Tumor volume = Length x Width?/2. N=12 for WT, and N =18 for KO. P values
were determined using two-tailed ¢ test with Welch’s correction. Data are presented as the mean +s.e.m. Images
in (C), (F) and (H) were made on GraphPad Prism ver 7.00.

ment in 21 gene sets (Fig. 5B,D, Supplementary Table S5). Interestingly, the two gene sets enriched without TAA
treatment ranked on top of the list under TAA treatment as well (Fig. 5A,B, Supplementary Tables S4 and S5).
These data suggest that the expression change in the gene sets of oxidative phosphorylation and ribosomal bio-
genesis were related to Dnmt30b loss.

Focusing on the oxidative phosphorylation pathway, various genes involved in the constitution of mito-
chondrial complexes, including NADH: ubiquinone oxidoreductase subunit (Nduf) genes, were found to be
downregulated in the Dnmt3b-deficient mouse liver (Supplementary Fig. S7A). Interestingly, we observed a
DMR in the gene body of Sirt4 with decreased methylation levels in the Dnmt3b-deficient liver (Fig. 5E), which
was validated by targeted bisulfite sequencing using samples from three mice of each genotype (Supplementary
Fig. S7B), accompanied by the upregulation of gene expression (Supplementary Fig. S7C). Sirt4 is known to play
an important role in regulating mitochondrial metabolism™®. These data suggest that mitochondrial dysfunction
caused by the dysregulation of DNA methylation could enhance hepatitis in TAA-treated Dnmt3b-deficient mice.

Oxidative stress is enhanced in Dnmt3b-deficient liver tissue due to the reduction of mito-
chondrial respiratory capacity. Given that many components of mitochondrial respiratory complexes
are downregulated in the absence of Dnmt3b, we hypothesized that Dnmt3b deficiency interrupts mitochondrial
respiration in hepatocytes, and the accumulated oxidative stress could enhance inflammation, resulting in car-
cinogenesis. To test this theory, we measured mitochondrial respiration in primary hepatocytes collected from
the Dnmt3b-WT and deficient mice. Although the oxygen consumption rate (OCR) for basal respiration or
ATP-linked respiration was not suppressed, the spare respiratory capacity significantly decreased in response to
treatment with the mitochondrial uncoupler p-trifluoromethoxy carbonyl cyanide phenyl hydrazine (FCCP) in
Dnmt3b-deficient hepatocytes (Fig. 6A).

To examine the oxidative stress resulting from mitochondrial dysfunction, we measured the level of reactive
oxygen species (ROS) in the Dnmt3b-deficient liver. We performed immunohistochemical staining of 8-hydroxy-
2'-deoxyguanosine (8-OHdAG), which indicates the level of DNA damage caused by oxidative stress. The Dnmt3b-
deficient mice exhibited a higher number of hepatocytes with a stronger nucleus staining than the control mice
under both TAA-free and TAA-treated conditions (Fig. 6B). Under TAA treatment, the proportion of 8-OHdG-
positive cells in five random fields of view were significantly higher in the Dnmt3b-deficient liver (Fig. 6C). To
quantify the ROS level in viable cells, we cultured primary hepatocytes from each genotype and measured the
2',7'-dichlorofluorescin diacetate (DCFDA) fluorescence level. We observed that the primary hepatocytes derived
from the Dnmt3b-deficient mice showed a higher ROS level than those from the WT mice (Fig. 6D).

These data collectively indicate that Dnmt3b deletion reduced the mitochondrial respiratory capacity under
stress, leading to increased oxidative stress, which could be closely associated with enhanced hepatitis, fibrosis
and hepatocarcinogenesis.

Discussion

Dysregulation of DNA methylation is commonly observed in various malignant tumors. In the current study,
we first demonstrated that DNMT3B was highly expressed in the HCC tissue than in the non-tumorous liver
tissue but majority was the isoforms lacking catalytic activity, consistent with a previous report'*»**2%. We noticed
that exon 21, one of the exons corresponding to catalytic domain, was skipped in considerable rate of DNMT3B
mRNAs expressed in cirrhotic liver RNs. These data indicated that dysregulation of DNMT3B could be triggered
during the course of inflammation-associated hepatocarcinogenesis. On the other hand, chronic hepatitis tissues
showed a comparable level of exon 21-skipping rate to normal liver tissues. We speculate that it could be because
cirrhotic liver RNs consist of clonal population of hepatocytes under chronic inflammation although further
studies for DNMT3B isoform expressed in inflamed liver tissues will be needed.
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Figure 4. Hypomethylated CpG sites were frequently detected in the whole genome of the Dnmt3b-deficient
(KO) liver. (A) Distribution of methylation levels in the CG context on gene functional elements. Each region
of each gene was equally divided into 50 bins; subsequently, the C-site levels of the corresponding bins of all
regions were averaged. Promoter was defined as a region of 2 kb length located upstream of the TSS site. (B) The
violin plot indicates the distribution of methylation levels of differentially-methylated regions (DMRs) in the
CG context. (C) Distribution of the DMR length. The dotted line indicates a length of 200 bp, DMRs longer than
those, which we determined as the target of analysis. (D) (top) CpG methylation level in Sox9 gene obtained
from whole-genome bisulfite sequencing (WGBS). DMRs are indicated by red rectangles. (bottom, left)

CpG methylation level at each CpG site in one of the Sox9 DMRs calculated by targeted bisulfite sequencing,
conducted on the loci where primers could be designed, shown by black rectangles. Data are presented as the
mean *s.d. N=3 for both genotypes. (Bottom, right) The overall methylation level in this DMR. Whiskers show
the minimum and the maximum. The P value was determined using the two-tailed paired ¢ test. Images in (D)
were made on GraphPad Prism ver 7.00.

We explored the role of Dnmt3b on chronic hepatitis and hepatocarcinogenesis using a novel Dnmt3b-
deficient mouse model through deletion of exons 15-19, including the PC motif (exon 18) and ENV motif (exon
19), which are essential for methylation activity. We revealed that the loss of Dnmt3b exacerbated hepatitis and
promoted the progression of fibrosis, cirrhosis, and carcinogenesis in the inflamed liver; however, Dnmt3b dele-
tion exhibited less effect on liver tissues without inflammation. The presence of several Ki67-positive cells in
the inflammatory liver tissue in Dnmt3b-deficient mice suggested that the tissue regeneration and cell prolifera-
tion was promoted by the exacerbation of hepatitis. The Dnmt3b-deficient mice exhibited progression of liver
fibrosis upon long-term treatment with TAA, compared to the control mice; these characteristics resembled the
pathological features of human liver cirrhosis.
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Figure 5. Genes related to oxidative phosphorylation are downregulated in Dnmt3b-deficient (KO) liver. (A)
Normalized enrichment score (NES) of significantly enriched KEGG gene sets through gene set enrichment
analysis (GSEA) of four Dnmt3b-W'T mice and four KO mice with no thioacetamide (TAA) treatment.
Enrichment plot for the gene set KEGG_OXIDATIVE_PHOSPHORYLATION is shown in (C). (B) NES of
significantly enriched KEGG gene sets through GSEA of four Dnmt3b-WT mice and four KO mice treated with
TAA for 4 weeks. Enrichment plot for the gene set KEGG_OXIDATIVE_PHOSPHORYLATION is shown in
(D). FWER P-value cutoff=0.05 and FDR Q-value cutoff=0.01 in both (A) and (B). (E) IGV screenshot of the
Sirt4 gene demonstrating CpG methylation level obtained from WGBS and a differentially methylated regions
(DMR) on the gene body, indicated by a red rectangle.

As expected, the methylation level at the CpG sites of the genome was decreased in the liver of the Dnmt3b-
deficient mice compared to that in the control mice, as observed using the WGBS technique; however, the dif-
ference between these values was not considerable. A possible explanation for this result could be that another
de novo DNMT, Dnmt3a, could have compensated for the loss of Dnmt3b>. Although the reduction in the
methylation level was similar across the genome, most DMRs were located at the gene body. These data are
consistent with a previous report showing that Dnmt3b can induce methylation at cytosines located at the
gene body*. The functional annotation analysis revealed that many genes bearing DMRs were classified into
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Figure 6. Dnmt3b depletion diminishes mitochondrial respiratory capacity and results in ROS accumulation in hepatocytes.

(A) The oxygen consumption rate (OCR), as measured using the Seahorse XF Cell Mito Stress Test, is presented. The difference
between maximal respiration and basal respiration is the spare respiratory capacity. The P value was determined using two-way
ANOVA and Sidak’s multiple comparisons test. Data are presented as the mean +s.d. (B) Representative images of 8-hydroxy-2'-
deoxyguanosine (8-OHdG) immunohistochemical staining of liver sections from Dnmt3b-W'T mice and deficient (KO) mice with or
without thioacetamide (TAA) treatment. Scale bar, 100 um. (C) The proportion of 8-OHdG-positive hepatocytes in each genotype.
The number of 8-OHdG-positive hepatocytes and the gross number of hepatocytes were counted in five random fields of view

(400 x magnification). The average rate of 8-OHdG-positive hepatocytes is represented as the percentage. P values were determined
using the two-tailed ¢ test. Data are presented as the mean +s.d. (D) Fluorescence percentage of control primary hepatocytes (Dnmt3b
WT). A set of control primary hepatocytes and Dnmt3b-KO primary hepatocytes were cultured simultaneously; the fluorescence
level, indicating cellular ROS activity, was measured after the cells were stained with 2',7'-dichlorofluorescin diacetate (DCFDA). The
difference between the genotypes were determined as the percentage of the control after background subtraction. The P value was
determined using the one-sample ¢ test. Data are presented as the mean +s.d. Images in (A), (C) and (D) were made on GraphPad
Prism ver 7.00.

Scientific Reports|  (2020) 10:21268 | https://doi.org/10.1038/s41598-020-78151-2 nature portfolio



www.nature.com/scientificreports/

the cluster of transcription regulation. These genes include Sox9, Salll and Mdk, all of which may relate to cell
pluripotency or hepatocarcinogenesis®*~*. Notably, the length of the DMR residing on a gene body showed a
positive correlation with changes in gene expression. Although the correlation was weak, these results suggest
that Dnmt3b is the main molecule to construct gene body methylation, which can also alter gene expression
levels through a mechanism different from promoter methylation, such as the elevation of spurious transcripts
starting at the gene body.

GSEA analysis derived from RNAseq data revealed that the expression of genes associated with oxidative
phosphorylation was decreased in the liver tissues of the Dnmt3b-deficient mice, regardless of TAA treatment.
Oxidative phosphorylation is a metabolic pathway that produces ATP using enzymes that oxidize nutrients in
the mitochondria. Inactivation of oxidative phosphorylation caused by mitochondrial dysfunction decreases
ATP synthesis and induces excessive ROS production. In human chronic hepatitis, such as hepatitis B, hepatitis
C, and non-alcoholic steatohepatitis, persistent inflammatory stimulation causes ROS production via the NF-kB
pathway®*~%. Exposure to ROS can cause genomic alterations and contribute to cancer development®. We dem-
onstrated that a lot of genes encoding mitochondrial components were downregulated in the Dnmt3b-deficient
mice. Primary hepatocytes isolated from the Dnmt3b-deficient mice exhibited a reduction in the mitochondrial
spare respiratory capacity. These results are consistent with a recent report from Cieslar-Pobuda et al. that sug-
gests that DNMT3B is important for balanced mitochondrial biogenesis and respiration in human embryonic
stem cells*. The present findings indicate that TAA treatment increased mitochondrial dysfunction and ROS
production in the hepatocytes of Dnmt3b-deficient mice, leading to the exacerbation of hepatitis. A possible
cause of the inactivation of oxidative phosphorylation could be that the methylation level at the gene body of
Sirt4 was decreased in the Dnmt3b-deficient liver. Sirt4 mainly localizes in the mitochondria*' and regulates
mitochondrial function in the liver®. In our transcriptome analysis, the expression level of Sirt4 was elevated in
the Dnmt3b-deficient mice; however, it was not significantly different from control mice. Ppara and Ppargcla,
which regulate mitochondrial fatty acid oxidation and lipid droplet formation, had short DMRs less than 100
bps in the gene bodies, but expression levels of these genes did not significantly differ between Dnmt3b-WT
and Dnmt3b-deficient livers. As a large level of the lipid accumulation was observed in aged livers both from
Dnmt3b-W'T and Dnmt3b-deficient mice, future studies that compare hepatic steatosis distributions patterns in
younger mice may aid in elucidating the mechanisms behind the mitochondrial dysfunction that occur under
Dnmt3b loss.

In summary, using a novel mouse model, we demonstrated that Dnmt3b depletion in hepatocytes exacerbated
inflammation in chronic hepatitis leading to accelerated fibrosis and carcinogenesis. Loss of Dnmt3b resulted
in a decrease in the methylation level in the genome, mainly at the gene body, and mitochondrial dysfunction
through inactivation of oxidative phosphorylation. Our findings indicate that Dnmt3b plays an important role
in protecting hepatocytes in chronic hepatitis. Further examination of Dnmt3b function is necessary to clarify
the molecular basis of DNA methylation with respect to inflammation-associated hepatocarcinogenesis.

Materials and methods

Patients and sample collection. Of 247 patients who underwent hepatectomy between January 2009 and
June 2019 at Kyoto University Hospital, 17 patients with HCC were selected and subjected to RNAseq. The study
protocols were approved by the ethics committee of Kyoto University. HCC samples were obtained with written
informed consent or based on an opt-out method of consent. Informed consent was obtained based on the Study
Protocol G1084, and opt-out method of consent was obtained based on the Study Protocol G616, which was
linked to G1084 protocol. For control groups, seven RNAseq datasets of normal liver tissue provided by living
donors for liver transplantation, and fifteen RNAseq datasets of RN tissues provided by patients who underwent
living-donor liver transplantation with a diagnosis of liver cirrhosis and decompensated liver failure*, were
obtained from National Bioscience Database Center database (Research ID, hum0138; Japanese Genotype-phe-
notype Archive Data set ID, JGAD000203). In addition, forty RNAseq datasets of HCV-positive non-cancerous
chronic hepatitis tissues were obtained from the Japanese cohort of International Cancer Genome Consortium
(ICGC) database (Project code, LIRI-JP). The details are described in Supplementary Materials and Methods.
The downloaded data were analyzed on the same pipeline as that used for our hospital’s data on HCC. This
research conformed to the provisions of the Declaration of Helsinki.

Calculation of exon-skipping rate. From the RNAseq data mentioned above, the number of reads that
proved the inclusion (Ri) or skipping (Rs) of exons were obtained. Reads that spanned introns were excluded.
The rate of an mRNA skipping the exon was estimated as follows:

Rs
Ri+ Rs

Exon skipping rate =
Samples that did not have any reads around the exon were excluded from analysis.

Mice. For generating Dnmt3b-floxed mice, a targeting vector was designed such that the exon 15-19 sequence
of Dnmt3b was flanked by two loxP sequences, which were located respectively inside the 5" and 3" homologous
arms, with the FRT-flanked Neo cassette residing right after the first loxP site (Fig. 1A). Each fragment was cre-
ated by PCR using a bacterial artificial chromosome clone as a template and sequentially subcloned into pBS-
DTA (Kpnl). The targeting vector was injected into the pronuclei of C57BL/6 ES cells to generate the founder
mice. The transgene-positive founder mice were crossed with FLP deleter mice to delete the Neo cassette.
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The ALB-Cre mice* were a gift from the Center for iPS Cell Research and Application, Kyoto University; they
were maintained by self-crossing between heterozygous mice. All mice were maintained in a specific pathogen-
free facility at the Kyoto University Faculty of Medicine.

Primers for genotyping PCR are listed in the Supplementary Materials and Methods.

Animal experiments. TAA (Sigma-Aldrich, St. Louis, MO) was dissolved in drinking water at a concentra-
tion of 0.02%, starting at the age of 8-10 weeks. Animals were euthanized using carbon dioxide or anesthetized
by injecting chloral hydrate peritoneally. When counting tumors, liver was sliced sagittally into 2 mm thick sec-
tions and examined. The tumor volume was calculated by using the formula: Tumor volume = Length x Width?/2.
All animal experiments were approved by the Ethics Committee for Animal Experiments and performed under
the Guidelines for Animal Experiments of Kyoto University.

Histologic analyses. For histologic analyses, liver tissues fixed with 4% paraformaldehyde were embed-
ded in paraffin. Paraffin-embedded tissues were sectioned and stained with hematoxylin and eosin or Masson’s
trichrome.

Immunohistochemical staining. For anti-Dnmt3b and anti-CD19 staining, target retrieval was per-
formed in Target Retrieval Solution, pH 9 (Agilent, Santa Clara, CA); otherwise, it was performed in Target
Retrieval Solution, Citrate, pH 6.1 (10x) (Agilent), following the manufacturer’s protocol. The sections were
incubated with the primary antibodies and, subsequently, with InmPRESS peroxidase-conjugated secondary
antibodies (Vector Laboratories, Burlingame, CA) and visualized with the InmPACT DAB Substrate Kit (Vector
Laboratories). The slides were counterstained with hematoxylin (FUJIFILM Wako, Osaka, Japan). The primary
antibodies used are presented in Supplementary Materials and Methods.

Quantification of the fibrosis area. The fibrosis area was quantified on the images of liver stained with
Masson’s trichrome using Image] (National Institute of Health, Bethesda, MD) after splitting the image based
on the color channels.

RNA extraction. Total RNA was extracted from 17 human HCC tissues, 15 human cirrhotic RN tissues,
and liver tissues of Dnmt3b-W'T and deficient mice (N =4 for both genotypes not treated with TAA and N=4
for both genotypes treated with TAA for 4 weeks) using the RNeasy Mini kit (QIAGEN, Hilden, Germany), fol-
lowing the manufacturer’s protocol.

Quantitative real-time polymerase chain reaction (RT-qPCR). The isolated RNA was reverse tran-
scribed using ReverTra Ace qPCR RT Master Mix (Toyobo, Osaka, Japan). Quantitative real-time PCR was
performed with LightCycler 480 System II (Roche, Basel, Switzerland) using the primers listed in Supplementary
Materials and Methods. Each sample was measured in duplicate. All data were normalized to the expression level
of 18 s ribosomal RNA, measured using a TagMan probe, 5'-CGCCTGGATACCGCAGCTAGGAATAATG-3'.

Whole-genome bisulfite sequencing (WGBS). DNA was isolated from mouse liver tissues (N=1 for
both genotypes) using DNeasy Blood & Tissue Kit (QIAGEN). WGBS library preparation, sequencing, mapping,
and methylation analysis were performed by Novogene (Beijing, China). The details are described in Supple-
mentary Materials and Methods. Functional annotation analysis was conducted with DAVID Bioinformatics
Resources 6.8*.

Bisulfite sequencing. Bisulfite conversion of genomic DNA was performed using EpiTect Bisulfite Kit
(QIAGEN). Primers were designed using MethPrimer* to cover a specific DMR as much as possible, as shown in
the Supplementary Materials and Methods. PCR was performed using EpiTaq HS (Takara Bio) according to the
manufacturer’s instructions. Targeted deep sequencing on the amplified fragments of DMRs with multiplexed
tags were conducted using the IonProton sequencer (Thermo Fischer Scientific, Waltham, MA) according to the
manufacturer’s protocol. Sequence reads were aligned using Bismark Bisulfite Mapper v0.21.0* on mouse refer-
ence genome mm10. The methylation rate at each CpG site was calculated by considering the frequency of C>T
transitions at each locus after a bisulfite conversion.

RNA sequencing (RNAseq). RNAseq was performed using the Novaseq 6000 (Illumina, San Diego, CA)
platform. The details are described in Supplementary Materials and Methods.

Primary hepatocyte isolation. Primary hepatocytes were isolated from mice, aged 6-8 weeks, under
anesthesia by intraperitoneal injection of chloral hydrate. The details are described in Supplementary Materials
and Methods.

Measurement of oxygen consumption rate (OCR) of cells. On a Seahorse XF96 Cell Culture Micro-
plate (Agilent) coated with Collagen I (Corning #354236, Corning, NY), 20,000 primary hepatocytes were
seeded per well in DMEM +10% FBS + Pen/Strep. The OCRs were measured on a Seahorse XF analyzer using
the XF Cell Mito Stress Test (Agilent). Briefly, the compounds, oligomycin, FCCP and a mixture of rotenone
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and antimycin, were serially injected at each indicated timepoint to measure ATP-linked respiration, maximal
respiration, and non-mitochondrial respiration, respectively. Five replicates were measured from each mouse.

Measurement of reactive oxygen species (ROS) activity within cells. On a 96-well plate coated
with Collagen I, 40,000 primary hepatocytes were seeded per well in DMEM + 10% FBS + Pen/Strep. The ROS
activity level within the primary hepatocytes was measured using the DCFDA/H2DCFDA—Cellular ROS Assay
Kit (ab113851, Abcam, Cambridge, UK) following the manufacturer’s protocol. Briefly, the cells were washed
once with the buffer included in the kit and stained with 25 uM DCFDA for 45 min at 37 °C. After washing once
with the buffer, the fluorescence levels were measured at Ex/Em =485/535 nm. Five replicates were measured
from each mouse.

Statistical analysis. Statistical analysis was performed using Student’s ¢ test or Tukey’s multiple compari-
son test for differences between two groups or multiple groups, respectively. P<0.05 was considered significant.
All tests were performed in GraphPad Prism ver 7.00 (https://www.graphpad.com GraphPad Software, La Jolla,
CA).

Data availability

Patients’ sequence datasets are available in the Japanese Genotype-phenotype Archive (JGA, http://trace.ddb;j.
nig.ac.jp/jga), which is hosted by the DDBJ, under accession number JGAS000234. Mice sequencing datasets
are available at the DDBJ Sequence Read Archive (DRA, https://www.ddbj.nig.ac.jp/dra/index-e.html) under
accession number DRA010641.
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Supplementary Figures

Supplementary Figure S1. Hepatocyte-specific Dnmt3b-deficient (KO) mice had normal
systemic development and liver growth.

(A) Body weight and liver weight of Dnmt3b-WT and KO mice at multiple time points during
their growth. P value was determined by the multiple t test. Data are presented as the mean + s.d.
Images were made on GraphPad Prism ver 7.00. (B) Representative HE-stained images of liver
sections from Dnmt3b-WT and KO mice at the age of 60 weeks. Scale bar, 200 um.

Supplementary Figure S2. Thioacetamide (TAA)-induced hepatitis was enhanced in
Dnmt3b-deficient (KO) mice.

Representative Ly6G, CD19, CD3 (A) and Ki-67 (B) immunohistochemical staining of liver
sections from a Dnmt3b-WT mouse and KO mouse after 4 weeks of 0.02% TAA treatment.

Scale bar, 100 pum.

Supplementary Figure S3. Hepatocyte-specific Dnmt3b-deficient (KO) mice had the same
level of body and organ weight as control mice after 30-week thioacetamide (TAA)
treatment.

(A) Body weight, liver weight, and spleen weight of Dnmt3b-WT and KO mice measured after
30 weeks of TAA treatment. P value is determined by the two-tailed t test. Data are presented as
the mean + s.d. Images were made on GraphPad Prism ver 7.00. (B) Representative image of Afp

immunohistochemical staining in liver sections of Dnmt3b-KO mice. Scale bar, 200 pm.

Supplementary Figure S4. Dnmt3b-deficient (KO) liver showed lower CpG methylation
level, forming differentially methylated regions.

(A) Distribution of CpG methylation level calculated with 10 kb as a bin in each sample.
Whiskers show 5-95 percentile. P value is determined by the two-tailed paired t test. (B)
CG-context DMR circos plot is shown. The first layer: the red dots indicate significantly
hypermethylated regions in the Dnmt3b-WT liver. The second layer: TE, repeat original
proportion of the heat map. The third layer: heat density map of the gene. The fourth layer:
the blue dots indicate significantly hypomethylated regions in the Dnmt3b-WT liver. (C)



Distribution of CpGs included in DMRs longer than 200b. Images in (A) and (C) were

made on GraphPad Prism ver 7.00.

Supplementary Figure S5. Validation of WGBS results by targeted bisulfite
sequencing.

(top) CpG methylation level in Salll (A) or Mdk (B) gene obtained from WGBS. DMR is
indicated by a red rectangle. (bottom, left) CpG methylation level at each CpG site in the
DMR calculated by targeted bisulfite sequencing, conducted on the loci where primers
could be designed, shown by black rectangles. Data are presented as the mean £ s.d. N=3
for both genotypes. (bottom, right) The overall methylation level in this DMR. Whiskers
show from minimum to maximum. P value is determined by the two-tailed paired t test.

Images were made on GraphPad Prism ver 7.00.

Supplementary Figure S6. Correlation between methylation change in each gene
functional element and gene expression change.

Correlation between the total length of all DMRs locating on one gene functional element
and the fold change of the gene expression level. Gene expression level was obtained from
FPKM values in RNA-seq data (N=4 for both genotypes). Images were made on GraphPad

Prism ver 7.00.

Supplementary Figure S7. Nduf genes were downregulated accompanied with Sirt4
upregulation in Dnmt3b-deficient (KO) liver.

(A) Heatmap illustrating the expression level of genes included in the gene set
KEGG_OXIDATIVE_PHOSPHORYLATION in thioacetamide (TAA)-treated mice. (B) (top)
CpG methylation level in Sirt4 gene obtained from WGBS. DMR is indicated by a red rectangle.
(bottom, left) CpG methylation level at each CpG site in the DMR calculated by targeted
bisulfite sequencing, conducted on the loci where primers could be designed, shown by black
rectangles. Data are presented as the mean + s.d. N=3 for both genotypes. (bottom, right) The
overall methylation level in this DMR. Whiskers show from minimum to maximum. P value is

determined by the two-tailed paired t test. (C) mRNA expression level of Sirt4 obtained from



RNAseg. Data are presented as the mean = s.d. Images in (B) and (C) were made on GraphPad

Prism ver 7.00.



Supplementary Table S1.
List of differentially methylated regions (DMRs) in the CG context spanning longer than 200 bps
that exhibit a lower mCG level in the Dnmt3b-deficient liver.

Supplementary Table S2.
List of 424 genes bearing CG-context differentially methylated regions (DMRs) longer than 200

bps with a lower methylation level in the Dnmt3b-deficient liver.

Supplementary Table S3.

Annotation clusters with enrichment score >1.4 are revealed through DAVID functional
annotation analysis of the genes listed in Supplementary Table 2. Annotation cluster 1 (PCDHG-
related) and 2 (UGT1A-related) can be dismissed because the majority in both gene sets are
clustered on the genome, causing apparent enrichment by a single differentially methylated
region (DMR).

Supplementary Table S4.

Gene sets significantly enriched in Dnmt3b-WT mice (upper table) and deficient mice (lower
table) that were not subjected to thioacetamide (TAA) treatment. In these mice, no gene set was
detected to be significantly enriched. Significant enrichment was defined as FDR Q value <0.01
and FWER P value <0.05.

Supplementary Table S5.

Gene sets significantly enriched in Dnmt3b-WT mice (upper table) and deficient mice (lower
table) treated with thioacetamide (TAA) for four weeks. Significant enrichment was defined as
FDR Q value <0.01 and FWER P value <0.05.



Supplementary Materials and Methods

Reanalysis of public database

RNAseq data of normal liver tissues and RN tissues were downloaded from the Japanese

Genotype-phenotype Archive (JGA, http://trace.ddbj.nig.ac.jp/jga), which is hosted by the DDBJ,

under accession number JGAS000134. To compare the transcriptomic profiles of chronic hepatitis

tissues with those of normal liver, RN or HCC, we reanalyzed the datasets of Japanese patients
with HCV-related HCC in the International Cancer Genome Consortium (ICGC) dataset. RNAseq

datasets of 40 non-tumor tissues from HCV-related HCC patients randomly selected were
downloaded from the ICGC Data Portal (https://dcc.icgc.org/). FASTQ files of each dataset were

processed and analyzed by the same protocol as our dataset.

Primers used for genotyping

Forward Reverse
Dnmt3b- | 5’>-GGCTTTCCTTGATCTCTTACTCT 5’-ACAACTAACTGGAGGTTCAAGAC
floxed TT-3° AG-3’
Cre 5-AAAATTTGCCTGCATTACCG-3' 5-ATTCTCCCACCGTCAGTACG-3'

Primers used for bisulfite-sequencing PCR

Forward

Reverse

Sox9 1

5-TTTTTAGGGGGTTTTTTTGGTAT
AT-3’

5’- AATCCAACTCAAAATTCAAAATTT
AAA-3’

Sox9 2

5-ATTTTTGGGATTTTAGATTTTTT
TT-3°

5’- TACAAAACCCCTACTCTTAAAAAC
C-3

Sox9 3

5’- GTTTTTAGGGGGTTTTTAAGAGT
AG-3’

5’- TCAAATCAACTTTACCAACTTACA
C-3

Sirt4

5’- TTGTAGGATGGGTAAAGGTAAT
TGT-3’

5’- AAACCCTAAACCCCAACTAAAAC-3’

Sall1_1

5’- AGTTTTAGGGGTTAGAAGGTAA
AGG-3°

5’- TCCTCTAACTAACCTAAAAAAAAT
AAC-3’

Salll_2

5’- AGGTGAGTTGTTTTTATTGTTTA

5’- TCCTATCAAATTCCCAAAAATATT




GGTT-3° C-3
5-GGATTTTTTATTTTTGATTGATT
Mdk TGTT3" 5’- ATAACTATAACCCCAATCCCTTCA-3’

Primers used for RT-qgPCR

Forward Reverse
Dnmt3b | 5’>-GCGACAACCGTCCATTCTTC-3’ 5’-TGAGCAGCAGACACCTTGATG-3’
Dnmt3a | 5’-CTCCATAAAGCAGGGCAAAG-3’ 5’-AGTCTCTGCCTCGCCAAG-3°
111b 5’-GCAACTGTTCCTGAACTCAACT-3’ 5’-ATCTTTTGGGGTCCGTCAACT-3’
Tnfa 5’-GACGTGGAACTGGCAGAAGAG-3° 5’-CGATCACCCCGAAGTTCAGTAG-3’
Tbx3 5’-CCACCTCCAACAACACGTTCT-3’ 5’-TAAGGAAACAGGCTCCCGAA-3’
Foxpl |5’-CCTCGCTCAAGGCATGATTC-3’ 5’-AGGACTTGGAAGGTGCCGAG-3’
Salll 5’-CAATCTGAAGGTCCACATGGGCAC-3’ | 5>-TGCCTCCTAGAAATGTCATGGG-3°
Mdk 5’-GTCAATCACGCCTGTCCTCT-3’ 5’-CAAGTATCAGGGTGGGGAGA-3’
Ndufb8 | 5’-GGAATCGTGTGGACACGTCA-3’ 5’-GTACTGCTTCGGACCCACAG-3’
Ndufa7 | 5>-CCCAGTCACAAGCTGTCCAA-3’ 5’-TTGAGGGAGGCACAACTTCC-3’
Ndufa8 | 5’-CCCAGACAACAGACGACGAA-3’ 5’-AGGAAAGAACACGAGATCGGC-3°
:Iif\lA 5’>-TAGAGTGTTCAAAGCAGGCCC-3’ 5’-CCAACAAAATAGAACCGCGGT-3’

Antibodies used for immunohistochemical staining

Host | Dilution | Manufacturer Product #
Anti-Dnmt3b rabbit | 1:1000 | NOVUS, Centennial, CO NB300-516
Anti-Ki-67 rabbit | 1:400 Cell Signaling Technology, Danvers, MA | #12202
Anti-F4/80 rat 1:500 Abcam, Cambridge, UK ab6640
Anti-CD3 rabbit | 1:100 Abcam, Cambridge, UK ab16669
Anti-CD19 rabbit | 1:800 Cell Signaling Technology, Danvers, MA | #90176S
Anti-Ly6G (Gr-1) | rat 1:500 Thermo Fisher Scientific, Waltham, MA | 14-5931-82
Anti-8-OHdG goat | 1:1000 | NOVUS, Centennial, CO NB600-1508SS
Anti-Afp goat | 1:1000 | Santa Cruz, Dallas, TX sc-8108




Whole-genome bisulfite sequencing (WGBS)
A total of 5.2 um of genomic DNA spiked with 26 ng of lambda DNA were fragmented by
sonication to 200-300 bp with Covaris S220, followed by end repair and adenylation. Cytosine-
methylated barcodes were ligated to sonicated DNA as per the manufacturer’s instructions.
Subsequently, these DNA fragments were treated twice with bisulfite using EZ DNA Methylation-
GoldTM Kit (Zymo Research, Irvine, CA), before the resulting single-strand DNA fragments were
subjected to PCR amplification using KAPA HiFi HotStart Uracil + ReadyMix (2x).
The library concentration was quantified by Qubit® 2.0 Flurometer (Life Technologies, Carlsbad,
CA) and quantitative PCR; the insert size was assayed on Agilent Bioanalyzer 2100 system.
Bismark software (version 0.22.1) %6 was used to perform alignments of bisulfite-treated reads to
a reference genome (-X 700 --dovetail). The reference genome was first transformed into bisulfite-
converted version (C-to-T and G-to-A converted) and subsequently indexed using bowtie2 4’.
Sequence reads were also transformed into fully bisulfite-converted versions (C-to-T and G-to-A
converted) before they were aligned to similarly converted versions of the genome in a directional
manner. Sequence reads that produce a unique best alignment from the two alignment processes
(original top and bottom strand) were then compared to the normal genomic sequence, and the
methylation state of all cytosine positions in the read was inferred. The same reads that aligned to
the same regions of genome were regarded as duplicated ones. The sequencing depth and coverage
were summarized using deduplicated reads.
The results of the methylation extractor were transformed into the bigwWig format for visualization
using the IGV browser. The sodium bisulfite non-conversion rate was calculated as the percentage
of cytosine sequenced at cytosine reference positions in the lambda genome.
To identify the methylation site, the sum Mc of methylated counts were modeled as a binomial
(Bin) random variable with the methylation rate r

MC~BIn(mC+umCsr)
To calculate the methylation level of the sequence, the sequence was divided into multiple bins,
with a bin size of 10 kb. The sum of methylated and unmethylated read counts in each window
were calculated. The methylation level (ML) for each window or C site shows the fraction of

methylated Cs; it was defined as:

M L(C) - reads (mC)

reads (mC)+reads (C)




The calculated ML was further corrected with the bisulfite non-conversion rate according to

previous studies “8. Given the bisulfite non-conversion rate r, the corrected ML was estimated as:

ML-1r
1-r

Differentially methylated regions (DMRs) were identified using the DSS software 4° 50 51,

M L(corrected) =

According to the distribution of DMRs through the genome, the genes related to DMRs were
defined as genes whose gene body region (from TSS to TES) or promoter region (upstream 2 kb
from the TSS) overlap with the DMRs.

RNA sequencing (RNAseq)

Total RNA was extracted from each fresh frozen liver tissue using RNeasy Mini Kit (QIAGEN);
subsequently, each library was constructed using the TruSeq RNA Sample Prep Kit v2 according
to the manufacturer’s instructions. RNAseq generated 100 bp paired-end sequences, and these raw
reads were aligned to the reference genome sequence (http://genome.ucsc.edu/, mm10) using the
Genomon RNA pipeline. Total mapped raw reads and fragments per kilobase of exons per million
mapped fragments (FPKM) was calculated using the Genomon RNA pipeline 2. Gene Set
Enrichment Analysis (GSEA) was performed using public software obtained from the Broad

Institute to compare the gene expression profile of each case 2.

Analysis of correlation between methylation change and expression change

The genes bearing a CG-context DMR hypomethylated in Dnmt3b-deficient liver were listed
depending on which gene functional element they reside on. Pearson correlation coefficient was
calculated between the expression fold change obtained from FPKM values in RNAseq data (N=4
for each genotype) and the length of each DMR. The total length of DMRs was used if multiple
DMRs locate on one gene functional element.

Primary hepatocyte isolation

After exposure of the abdominal cavity by midline incision and placement of a 24G catheter in the
inferior vena cava, the portal vein was cut and Hank’s Balanced Salt Solution (HBSS) (Gibco
14170-112, Thermo Fisher Scientific, Waltham, MA) warmed up to 37°C was perfused at a rate
of 10 mL/min for 5 min. Next, the liver-digesting medium, 100 mg of Collagenase type Il (Gibco
17101-015) dissolved in 50 mL of HBSS, warmed at 37°C was perfused at a rate of 7 mL/min for



7 min. The whole liver was excised and minced in 20 mL of ice-cold Dulbecco’s Modified Eagle
Medium (DMEM) (Gibco 12800-017) + 10% Fetal Bovine Serum (FBS) (Gibco 26140-079).
After filtering with a 100 um cell strainer, the cell suspension was centrifuged at 75 x g for 3 min
at 4°C, the supernatant was removed, and the pellet was gently resuspended in 20 mL of ice-cold
DMEM + 10% FBS. This washing step was further repeated twice; finally, the pellet was
resuspended in 3 mL of DMEM + 10% FBS + Penicillin-Streptomycin (Pen/Strep) (Gibco 15070-
063). The cells were counted using a hematocytometer and seeded as described later in each

experiment.
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Supplementary Table S2

424 genes bearing CG-context DMRs >200bps with lower methylation level in Dnmt3b KO

Bdh1l Salll Gm22284 Gm16120 B230206L02Rik [Dopey2 Stat3
Gm15743 Gm29141 Prdm16 Tdrp C77080 Mir219b Ptk7
Capnll Gm20388 Gm21647 Dok3 Clstn3 Mir219a-2 Plekhh3
Sndl Gsel Nrros Mgll Dhx32 Nod1 Nsd3
Lrrc4 Gm16754 Gm9794 Gm43937 Gm25456 Kin
6230400D17Rik [Keapl Snx20 Htatip2 Gm5294 Hal

Futll L3mbtl1 Cypafl7 Gprl82 Fam171a2 Habp4
C2cd4b Foxpl Mb21d2 Abhd2 Gm48727 Algl4
M5C1000118Rik |Phb Dna2 Gm39041 Adgrl2 Adh5
Fkrp Mn1l 4930556M19Rik |Rcorl Tmem?200b Enppl
Sh3bp2 Hnflaos1 Thx3 Mfsd12 Gm12992 Hr

Probl Actnl Gm13849 A930017MO1Rik |Cux2 Tsc22d1
Zmizl Jade2 Hyal2 Abcb11 Thcldl Pex14
Esrl Plala Rec2 Gm13613 Myh14 Gm10283
Cep85 Sh2b2 Tshz2 Ptgdr2 Ddah1l Gm47823
Ppp2r2b Gys2 Myo10 Sox15 AC154721.1 Oxt
Tnfaip2 Ifngr2 Pdk1 Shroom3 Tinrd1 Lrba

Nfix Chx8 Zmynd8 Rail Mesd Mab21I2
Pcx Meis2 BC046401 Mepce Gm9917 Phldb3
Lrfn4 BC050972 Rab31 Idua Gas2l1 Bloc1s5
B4galntl Ppplr2-ps4 Tex45 Akap5 Pdzd2 Hdc
B3galt4 Lrpprc Fam43a Irf2bpl Ricl Agrp
Scap Bloc1s3 Vtila Gm44341 Tas1r3 Riporl
1700030N03Rik |Trappc6a Pcdhga9 Hist1h2al Tmprss9 Gm16537
Rnf39 Tbcld32 Pcdhgbl Rps8 Gm15932 Gpdl
Ccdc7b Msl312 Pcdhga2 Gm22980 Fitm1 Pglyrp2
Glral Rnf123 Pcdhgb4 Tmem250-ps Stat6 Plxnd1
Tmem88 Sirt4 Pcdhgb8 1810012K08Rik [Cryab Tsku

Fzd5 Mtss1 Pcdhgb6 Myc Hspb2 Zcchcl4
Gm38058 Wnt5b Pcdhgal2 Map3kll Nkx2-2 Pltp
Usp49 FbxI14 Pcdhgc5 Nlrp6 Slc38a10 MIlt3
Gm20517 Mmp23 Pcdhgall G3bpl B4galt5 Cab

Sox9 Mib2 Pcdhgc4 Gm?22884 Zbtb5 Tro
Gm20528 Tns3 Pcdhga8 Gm12238 Sipall2 Vps25
Ugtlal0 Fbrsl1 Pcdhga3 H2-Q4 Fars2 Ramp2
Ugtla9 Sec24c Pcdhgc3 Gm11131 Dhx57 Fgr
Ugtla8 Dusp8 Pcdhga?7 Wwcl Tspand Vps8
Ugtla7c Zbtb7b Pcdhgb5 Gm49342 F12 Peakl
Ugtla6b Sh2b3 Pcdhgal0 Pnp Parp3 Slc25a44
Ugtlaba Mup7 Pcdhga5 Pnp2 2700033N17Rik |Tex2
Ugtla5 Rusc2 Pcdhgal Mapk13 G630016G0O5Rik |Nisch
Ugtla2 Nfatc4 Pcdhga4 Nrnl Ccdc85¢ Tnncl
Dnajb3 Dnajc3 Pcdhgb?7 Gm30177 Sipalll Aridlb
Slc13a3 Ocell Pcdhgb2 F2r Mir8099-1 Blcap
Mapk15 Nr2f6 Pcdhgab Grin2a Tnfaip8I2 Nnat
Gm15343 Hcn2 Jak3 Crybg3 Eroll Cdh15
Spatcll Bahccl Wwp2 Znhit6 Sorcs3 Mycn
Mbnl2 Lmnb1l Gm47626 BC004004 Cat Apbb2
Gm26679 Kcnh6 Bri3 Ash1l| Kep Alasl
Pvtl KlhI3 Gm15708 Ube3b Abl2 Slc45a3
Gm?27913 Hsf4 Baiap2I1 Fam222a Clgtnf6 Gm?29103
Anks1 FbxI8 Gm37097 Upfl Gm49490 Cradd
Cyp26c1 Semada Coldal Apoa5 Gm16066 Maff
Cacnalb Kdm4a Nodal GmA47544 Kmt5b Pthlr
Hhipl1l Tmie Arid5b Thcel Gnaol Caml
Zfp316 4930404N11Rik |Antxr2 Ildr2 S1pr5 Fetub

Scx Fzrl Monla 5330438I103Rik Ctfl Gm26739
Bopl Tead3 Pitpncl Dym Eifdg3 Gm45834
Klhdc9 4933428G20Rik |Gm11713 Fgfr2 Ndufs7 Dusp9
Tgfbr3l Arhgap23 Tsfm Lhpp Tcf7 Wdrl8
Gm49320 Trio Avil Kankl A630014C17Rik |Cd2ap
Agap3 Rps6kad Tmem189 Cripl Caskin2 Secllc
Tmccl Mir5046 Gm20431 Itprl Gm4756 Miga2
Gm?20404 Farsb Igdccd Gm44040 H13 Abtb2
Fignl2 Snorc Rcor3 Tmem243 Tmc6 Emll
1700123012Rik |Mdk Gfm1 Abi3 Scp2 Adrala
Evala Abcg8 Lxn Zfp652 Aldh4al Mical3
Atgl6ll Abcg5 Ido2 Phosphol Gm21969 Apol7d
Ptprf Nav2 Smocl Kidins220 Mir7020 Ap2a2
Ecel Erbb4 Mad1l1 Txnll Slc25a19 Usp15




Supplementary Table S4

Gene sets significantly enriched in Dnmt3b WT mice; no TAA treatment

NAME SIZE ES NES NOM p-val [FDR g-val [FWER p-val [RANK AT MALEADING EDGE
KEGG_RIBOSOME 66| 0.732609| 3.5296881 0 0 0 2689 |tags=77%, list=14%, signal=90%
KEGG_OXIDATIVE_PHOSPHORYLATION 55( 0.49048635| 2.2552896 0] 9.26E-04 0.002 3153|tags=53%, list=17%, signal=63%
KEGG_PARKINSONS_DISEASE 65| 0.40200388] 1.9318955 0] 0.01133582 0.027 2837 |tags=42%, list=15%, signal=49%
Gene sets significantly enriched in Dnmt3b KO mice; no TAA treatment

NAME SIZE ES NES NOM p-val [FDR g-val [FWER p-val [RANK AT MALEADING EDGE

None




Supplementary Table S5

Gene sets significantly enriched in Dnmt3b WT mice; TAA treated for 4 weeks

NAME SIZE ES NES NOM p-val [FDR g-val FWER p-val [RANK AT MALEADING EDGE
KEGG_OXIDATIVE_PHOSPHORYLATION 55| 0.77525514| 3.4922245 0 0 0 3049|tags=76%, list=16%, signal=90%
KEGG_RIBOSOME 66| 0.70941436| 3.4516463 0 0 0 4801 |tags=79%, list=25%, signal=105%
KEGG_PARKINSONS_DISEASE 65| 0.65557754| 3.1328905 0 0 0 3176|tags=66%, list=16%, signal=79%
KEGG_CITRATE_CYCLE_TCA_CYCLE 24| 0.7399818( 2.7778883 0 0 0 4354 [tags=79%, list=23%, signal=102%
KEGG_PROTEASOME 42] 0.65477324| 2.7172256 0 0 0 4594 tags=71%, list=24%, signal=94%
KEGG_METABOLISM_OF_XENOBIOTICS_BY_CYTOCHROME_P450 24(0.70327765| 2.6042297 0 0 0 4543 |tags=88%, list=24%, signal=114%
KEGG_ALZHEIMERS_DISEASE 98| 0.47971255( 2.4531803 0 0 0 3018 tags=47%, list=16%, signal=55%
KEGG_VALINE_LEUCINE_AND_ISOLEUCINE_DEGRADATION 35| 0.58307105| 2.4374542 0 0 0 5331|tags=66%, list=28%, signal=91%
KEGG_FATTY_ACID_METABOLISM 28| 0.62793183| 2.4129632 0 0 0 2914 |tags=43%, list=15%, signal=50%
KEGG_HUNTINGTONS_DISEASE 101 0.47510156 2.392214 0 0 0 3018 |tags=45%, list=16%, signal=53%
KEGG_PEROXISOME 70| 0.48531187 2.353005 0 0 0 5331 |tags=63%, list=28%, signal=87%
KEGG_PYRUVATE_METABOLISM 30| 0.5691505( 2.2748413 0 0 0 2918 (tags=53%, list=15%, signal=63%
KEGG_DRUG_METABOLISM_CYTOCHROME_P450 30| 0.57367957| 2.2574017 0 2.01E-04 0.001 3597|tags=63%, list=19%, signal=78%
KEGG_BUTANOATE_METABOLISM 24(0.56326103| 2.1307924 0 7.93E-04 0.005 2914 [tags=50%, list=15%, signal=59%
KEGG_TRYPTOPHAN_METABOLISM 31| 0.5342497| 2.0685625 0] 0.00169887 0.012 3366 [tags=55%, list=17%, signal=66%
KEGG_TERPENOID_BACKBONE_BIOSYNTHESIS 15 0.62295| 2.0020423]| 0.00757576| 0.0022251 0.017 3900|tags=53%, list=20%, signal=67%
KEGG_FRUCTOSE_AND_MANNOSE_METABOLISM 32| 0.49642116| 1.9850081 0| 0.00259282 0.021 3293 |tags=47%, list=17%, signal=56%
KEGG_AMINO_SUGAR_AND_NUCLEOTIDE_SUGAR_METABOLISM 39| 0.47521544| 1.9790033 0| 0.00257099 0.022 1080|tags=26%, list=6%, signal=27%
KEGG_GLUTATHIONE_METABOLISM 47 0.44710544| 1.9658825 0| 0.00272794 0.025 3257 [tags=45%, list=17%, signal=54%
KEGG_PYRIMIDINE_METABOLISM 61| 0.4284102| 1.9543613 0| 0.00268321 0.026 4892 [tags=48%, list=25%, signal=64%
KEGG_TYROSINE_METABOLISM 27| 0.4972439( 1.8812342 0| 0.00445148 0.045 4543 [tags=52%, list=24%, signal=68%
Gene sets significantly enriched in Dnmt3b KO mice; TAA treated for 4 weeks

NAME SIZE ES NES NOM p-val [FDR g-val FWER p-val [RANK AT MALEADING EDGE
KEGG_ECM_RECEPTOR_INTERACTION 59| -0.5469543| -1.9753966 0| 0.0068944 0.009 4804 |tags=54%, list=25%, signal=72%
KEGG_HEMATOPOIETIC_CELL_LINEAGE 45 -0.55031| -1.9153824 0| 0.00734046 0.019 5199(tags=51%, list=27%, signal=70%
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