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SUMMARY

Reprogramming to pluripotency after overexpression of OCT4, SOX2, KLF4, and MYC is accompanied by global genomic and epige-
nomic changes. Histone modification and DNA methylation states in induced pluripotent stem cells (iPSCs) have been shown to be
highly similar to embryonic stem cells (ESCs). However, epigenetic differences still exist between iPSCs and ESCs. In particular, aberrant
DNA methylation states found in iPSCs are a major concern when using iPSCs in a clinical setting. Thus, it is critical to find factors that
regulate DNA methylation states in reprogramming. Here, we found that the miR-29 family is an important epigenetic regulator during
human somatic cell reprogramming. Our global DNA methylation and hydroxymethylation analysis shows that DNA demethylation
is a major event mediated by miR-29a depletion during early reprogramming, and that iPSCs derived from miR-29a depletion are epige-
netically closer to ESCs. Our findings uncover an important miRNA-based approach to generate clinically robust iPSCs.

INTRODUCTION

Overexpression of four transcription factors (OCT4, SOX2,
KLF4, and MYC) reprograms differentiated cells to become
induced pluripotent stem cells (iPSCs). The global epige-
nomic changes that accompany reprogramming include
histone modification, DNA methylation, expression of
non-coding RNAs, and reactivation of the inactive X chro-
mosome (Kim et al., 2014; Papp and Plath, 2013). iPSCs
maintain the genetic composition of donor cells, and
thus have been proposed to model human diseases
in vitro through differentiation into target cell types. In
addition, iPSCs can provide autologous cells for cell
replacement therapy (Wu and Hochedlinger, 2011). How-
ever, studies have shown that iPSCs contain localized aber-
rant epigenetic states compared with human embryonic
stem cells (hESCs) despite their high similarity (Bock
et al., 2011; Lister et al., 2011). Understanding the reprog-
ramming mechanisms and developing novel reprogram-
ming technologies to minimize the abnormality of iPSCs
are critical for the future use of iPSCs.

Among the epigenetic aberrations of iPSCs, DNA methyl-
ation is of particular importance. Previous studies showed
that unique de novo differentially methylated (DMR) or
hydroxymethylated regions (hDMR) are present in iPSCs
compared with hESCs (Lister et al., 2011; Wang et al.,
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2013). Furthermore, the retention of the epigenetic mem-
ory of donor cell types via cell-type-specific methylation
affects the differentiation potential of iPSCs (Kim et al.,
2011). There are three major enzymes that mediate DNA
methylation. De novo DNA methyltransferases (DNMT3A
and DNMT3B) are responsible for transferring a methyl
moiety from S-adenosyl-methionine to cytosine to make
5-methylcytosine (SmC). DNMT1 together with hemi-
methylated DNA-binding protein UHRF1 maintain 5-mC
during cell-cycle progression (Jones, 2012). DNA demethy-
lation, on the other hand, is either passive or indirect in
mammalian cells. It has been shown to be mediated by en-
zymes recruited during base or nucleotide excision DNA
repair responses, as well as by cytidine deaminases (Wu
and Zhang, 2010). Ten-eleven translocation proteins
(TET1, TET2, and TET3) belonging to the family of 2-oxo-
glutarate- and iron (II)-dependent dioxygenases were also
identified as DNA demethylation proteins (Kriaucionis
and Heintz, 2009; Tahiliani et al., 2009). TETs were shown
to catalyze the oxidation of 5SmC into 5-hydroxymethylcy-
tosine (ShmC) (Kriaucionis and Heintz, 2009; Tahiliani
etal., 2009). TETs further convert 5-hmC to formylcytosine
(5fC) and carboxycytosine (5caC), which undergo base
excision repair by thymine-DNA glycosylase (TDG) (Ito
et al., 2011; Shen and Zhang, 2013). Whereas 5mC is en-
riched in promoter regions of silent genes, SmC in the
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gene body is positively correlated with gene expression
(Ball et al., 2009; Lister et al., 2009). In contrast, ShmC in
both the promoter and gene body is associated with pro-
moting gene expression (Song et al., 2011).

MicroRNAs, or miRNAs, are a family of small ~22 nt
RNAs that regulate gene expression at the mRNA or protein
level, and with functional implications in a wide range of
biological processes (Bartel, 2004). miRNAs are extensively
studied for their cell- and tissue-specific roles in cancer
where they are significant contributors to epigenetic land-
scaping (Croce, 2009). The function of miRNAs was also
explored in the context of somatic cell reprogramming. It
was found that the miRNA 290-295 cluster is highly ex-
pressed in ESCs (Marson et al., 2008), and could enhance
reprogramming efficiency in combination with Oct4,
Sox2, and Klf4 (Judson et al., 2009; Nakagawa et al.,
2008). It was also shown that miRNA cluster 302-367 (Ano-
kye-Danso et al., 2011), or the cocktail miR-200c, miR-302,
and miR-369 (Miyoshi et al., 2011) alone, could success-
fully reprogram both human and mouse cells to pluripo-
tency, although efficiency is low (Lu et al., 2012). A diverse
number of miRNA targeting processes such as mesen-
chymal-epithelial transition, apoptosis, and senescence,
have been characterized and shown to modulate reprog-
ramming in combination with the classical transcription
factors (Bao et al., 2013). The miR-29 family, comprising
miR-29a, miR-29b1, and miR-29¢, is aberrantly expressed
in various cancers, plays a role in extracellular matrix
(ECM) production and fibrosis, and has also been shown
to target DNA methylation enzymes Dnmt3a and Dnmt3b
(Fabbri et al., 2007; Roderburg et al., 2011; Suh et al., 2012;
Yang et al., 2013). More recently, with the help of our col-
laborators and others, we have shown that miR-29a also
targets the TET protein family and TDG that convert
SmC to ShmC and C (Cheng et al.,, 2013; Yang et al.,
2013). Furthermore, miR-29 levels are high in senescent
cells (Martinez et al., 2011) and repressed in the presence
of Myc (Chang et al., 2008). Downregulation of miR-29a
also showed some improvement of reprogramming effi-
ciency in mouse fibroblasts, but its role in human reprog-
ramming remains unexplored (Yang et al., 2011).

Given the significance of methylation/demethylation
during reprogramming, we set out to investigate the
function of miR-29a in regulating the iPSC methylome.
Although miR-29a was shown to directly regulate both de
novo DNA methyltransferases and demethylases, we found
that depletion of miR-29aresulted in DNA demethylation in
fibroblasts, suggesting that the major targets of miR-29a
in somatic cells are DNA demethylases. Interestingly, and
in support of our study, miR-29a targets TETs and TDG
were recently shown to impair reprogramming of murine fi-
broblasts when downregulated, due to the block of miRNA-
mediated mesenchymal-to-epithelial transition that is
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required for reprogramming (Hu et al., 2014). More impor-
tantly, iPSC lines derived from miR-29a depletion partly
overcome the aberrant DNA methylation status observed
in control-derived iPSC and resemble hESCs in their methyl-
ome. Our study facilitates the understanding of the role of
small RNAs in modulating the iPSC epigenome.

RESULTS

The miR-29 Family Regulates Proteins Involved in
DNA Methylation

Because our previous works and others have shown that
iPSCs undergo global DNA methylation/hydroxymethyla-
tion changes, we reasoned that miR-29 plays critical roles
in regulating epigenetic changes during reprogramming
(Doi et al., 2009; Lister et al., 2011). First, we confirmed
the in silico targeting of 3’ UTRs of DNMTs, TETS, and
TDG by miR-29 (Figure S1). Previous studies found that a
large number of miRNAs show differences in expression be-
tween pluripotent and differentiated cells (Morin et al.,
2008; Stadler et al., 2010). We found that the miR-29 family
is highly expressed in the human primary fibroblast line
Detroit 551 (D551), but low in human pluripotent cells,
including ESCs (H1, H9), iPSCs (BJ-iPSC, PGP1-iPSCs, and
DS551-iPSCs), and human embryonic carcinoma cells
(NCCIT) (Figure 1A). Most of its known targets
(DNMT3A/3B and TET1/3) involved in DNA methylation
show an inverse expression pattern to that of miR-29
expression: low in fibroblasts (D551, MRC-5) and high in
pluripotent cells (Figure S2A). The luciferase reporter con-
taining the 3’ UTR of TET1 further confirmed the direct
repression by miR-29a (Figure S2B). When the reporter
was used for unbiased screening to identify miRNAs
directly regulating TET1, we found miR-29a and miR-29b
were among the miRNAs that most strongly reduced the
activity of the reporter (Table S1). When examining cells
undergoing reprogramming, miR-29 expression decreased
while its targets (TET1/3, DNMT3A/B, TDG) increased
as the cells became pluripotent (Figures 1B and S2C).
Furthermore, treating fibroblasts with miR-29a inhibitor
increased, while miR-29a mimic decreased total genomic
levels of ShmC, 5fC, and ScaC (Figure S2D). Although
Guo et al. (2013) reported that miR-29 family expression
increased during reprogramming and that miR-29b en-
hances iPSCs generation in mice, our data showed reduc-
tion of miR-29 family expression in humans. In addition,
we found that the expression level of miR-29b is signifi-
cantly lower than the other miR-29 family in fibroblasts
(Figure S2E), indicating the species difference of miRNA-
mediated iPSC reprogramming. These data suggest that
predicted and known targets of miR-29a may be tightly
regulated by this miRNA in pluripotency, reprogramming,
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Figure 1. Functional Regulation of DNA Methylation Proteins by the miR-29 Family

(A) gPCR reveals that miR-29 family members are not expressed in pluripotent stem cells (ESCs H1, H9; iPSCs BJ1, PGP1, D551; embryonal
carcinoma cell line NCCIT) but highly expressed in fibroblasts (D551) (n = 3, independent experiments).

(B) The miR-29a family shows a decrease of expression during three- (0SK) and four-factor (OSKM) reprogramming. wl-w4 represent
samples collected for week 1 to week 4 after infection of reprogramming factors (n = 3, independent experiments).

(C) Overexpression of miR-29a antagomir (29ai) and miR-29 sponge (29a sp) increases expression of 141 genes and decrease expression of
100 genes (total RNA collected 3 days post-infection/transfection) (>1.5-fold change in both 29ai and 29a sp). Orange and blue bars
represent the false discovery rate (FDR) of GO terms in miR-29a-depleted and control cells, respectively. Dashed line represents the 0.05
FDR cutoff.

(D and E) Genes for (D) ECM proteins and (E) de novo DNA methylation and demethylation are among the top genes showing upregulation
in miR-29a-depleted cells. Ratios of log,-scaled expression values of miR-29a knockdown over control cells are shown by colors from blue
to red. + represents miR-29a targets predicted by TargetScan.

(F) Inhibition of miR-29 by a miR-29 sponge construct induces TET1/2/3, DNMT3A, and -3B, but not DNMT1, as validated by qRT-PCR (n=3,
independent experiments).

(G) Comparative analysis of protein and RNA expression. The X and Y axes represent log,(29ai/Ctrli) of protein and RNA expression,
respectively. Genes showing differential expression between protein and RNA for ECM proteins (blue) and TDG (red) are shown.

*p < 0.05 by one-sided t test. Error bars represent the SD.

and DNA methylation. We employed RNA sequencing
(RNA-seq) to examine the global gene expression changes
in cells depleted of miR-29. D551 fibroblasts were trans-
fected with miR-29a antagomir or infected with miR-29
sponge, and subsequently used for processing and analysis
(Figure S2F). miR-29 sponge and miR-29a antagomir simi-
larly affected global gene expression (Figure 1C). Genes
with predicted miR-29a target sequences at 3’ UTR were

significantly upregulated (Table S2, p = 4.01 x 10733 by hy-
pergeometric test). Gene ontology (GO) analysis showed
that ECM genes are highly induced after miR-29a depletion
(Figures 1C and 1D). The predicted and tested targets of
miR-29a, including DNMT3A/B, TETs, and TDG, showed
upregulation upon miR-29a depletion, whereas DNMT1
level did not change significantly (Figures 1E and 1F). The
expression of pluripotency genes OCT4, SOX2, PRDM14,
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LIN28A, NANOG, and REX1 were not induced, suggesting
no effect in the core pluripotency network by miR-29a
depletion (Figures S2G and S2H). However, KLF4 showed
a slight increase after miR-29a depletion, with increasing
levels of ShmC and 5mC in the promoter and gene body,
respectively (Figure S2I). Because miRNA regulates protein
expression via mRNA degradation or translation arrest,
we performed proteomics analysis to determine regulation
by miR-29a at the protein level. We confirmed that the
overall global protein expression is well correlated with
the mRNA expression change upon miR-29a depletion
(Figure 1G and Table S3). Furthermore, mRNA and protein
expression changes increase as the number of target sites
on the 3’ UTR of target genes increases for several seed
matches, suggesting that the observed gene expression
changes come from the direct regulation by miR-29a (Fig-
ure S2J). Proteomics data identified the DNA methylation
regulator TDG as an upregulated protein after miR-29a
depletion (Figure 1G). Protein levels of other DNA methyl-
ation regulators appear to be under the detection limit of
this proteomics assay. Taken together, these data suggest
that miR-29a regulates the expression of genes involved
in DNA methylation regulation.

Depletion of the miR-29 Family Coordinates DNA
Methylation and Demethylation
To investigate the effect of miR-29a depletion on DNA
methylation regulation, we performed global DNA methyl-
ome and hydroxymethylome using methylated and hy-
droxylmethylated DNA immunoprecipitation sequencing
((h)MeDIP-seq) in D551 cells transfected with miR-29a an-
tagomir. Overall, fibroblasts showed a limited number of
ShmC peaks, in contrast to the large number of ShmC
peaks in human ESCs (Figure 2A). In addition, only a small
number of genes have overlapping hDMRs between miR-
29a-depleted fibroblasts and ESCs (Figure S3A). Surpris-
ingly, we found that miR-29a depletion significantly
increased the formation of ShmC in SOX2 binding sites
but not in other reprogramming factor binding sites (Fig-
ure S3B) (Soufi et al., 2012). Chromatin immunoprecipita-
tion (ChIP)-qPCR analysis revealed that the increasing
level of SOX2 binding with 5hmC is caused by miR-29a
depletion (Figure S3C). These data suggest that changes
of the methylation status in SOX2-binding sites upon
miR-29a depletion may regulate the binding strength of
SOX2 to its targets during early reprogramming.

5SmC displayed a more dramatic change after miR-29a
depletion. Whereas around 1,000 regions of hyper-differ-
entially methylated regions (hyper-DMRs) were detected,
over 7,000 regions of hypo-differentially methylated
regions (hypo-DMRs) were observed in miR-29a-depleted
cells (Figure 2A). Interestingly, 92.8% (6,565) of hypo-
DMRs in miR-29a-depleted cells overlapped with those in
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human ESCs and are enriched in developmental genes (Fig-
ure S3D), suggesting that miR-29a depletion modulates the
fibroblast methylation pattern primarily via DNA
demethylation (Figure 2B). Changes in gene body methyl-
ation were predominant in hyper- and hypo-DMRs for
both 5mC and 5hmC (Figure 2C). Through GO analysis
for the DMRs between control and miR-29a-depleted cells,
we found that genes involved in histone modification and
development of several lineages have lower 5SmC levels in
miR-29a-depleted cells compared with controls, reflecting
epigenetic dynamics associated with miR-29a modulation
(Figure 2D). Although promoter methylation marks gene
suppression, gene body methylation is highly correlated
with gene activation (Ball et al., 2009; Lister et al., 2009).
Induction of hypo-methylation in the gene body of devel-
opmental genes by miR-29a depletion suggests that miR-
29a depletion represses the developmental genes and
thus facilitates the cell fate change. We also found slightly
higher 5ShmC levels in miR-29a-depleted loci compared
with controls, but we could not identify significant GO
categories in the loci associated with these ShmC gains.
Interestingly, when we compared the methylation profiles
of control versus miR-29a-depleted fibroblasts, many loci
resemble the methylation tracks found in the H1 human
ESC line (Figure 2E). A short 3-day depletion of miR-29a
appears to be sufficient to initiate more demethylation in
the promoter of the critical pluripotency marker NANOG.
Bisulfite sequencing showed that DNA methylation in
the NANOG locus was diminished by the miR-29a inhibitor
(Figure S3E, 34%-0%). In contrast, Cadherin 2 (CDH2), a
developmental gene not expressed in pluripotent stem
cells, gains de novo methylation peaks in its promoter (Fig-
ure 2E) (Su et al., 2013). Our results suggest that one major
role of miR-29a in differentiated cells is to maintain the cell
fate by DNA methylation.

Next, we transduced fibroblasts individually with virus
expressing each DNA methylation-related protein, miR-29
sponge, OSKM, or individual O, S, K, M, and carried out
methylation analysis using Illumina’s 450K BeadChip. We
found a high similarity of methylated (higher ratio to con-
trol sample) and demethylated (low ratio to control sample)
regions between miR-29 sponge cells and OSKM and TET1/
2/3 transduced cells (Figures S3F and S3G). These data sup-
port the idea that the DNA demethylation upon miR-29a
depletion has a strong correlation with the regulation by
TET family proteins at an early time point in miR-29a-
depleted cells, even though the overall pattern is most likely
a result of synergistic regulation of all miR-29 targets.

Depletion of the miR-29 Family Contributes to ESC-
Specific Transcriptome and Epigenetic Profile in iPSCs
Because depletion of the miR-29a family contributes to the
demethylation of fibroblast-specific DNA marks (Figures 2A
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Figure 2. DNA Methylation Changes in Fibroblasts after miR-29a Depletion

(A) The number of hyper- and hypo-DMRs in D551 fibroblasts depleted of miR-29a (antagomir-mediated, samples collected for MeDIP and
hMeDIP 3 days post-transfection) and human ESCs.

(B) Venn diagrams show overlap of hyper- and hypo-DMRs of 5hmC between miR-29a-depleted cells and human ESCs.

(C) The distribution of hyper- and hypo-DMRs of 5hmC and 5mC around the gene body and CpGI in miR-29a-depleted cells and human ESCs.
(D) GO analysis of 5mC- and 5ShmC-enriched regions specific to control and miR-29ai. Venn diagrams show the number of genes regulated
by 5hmC and 5mC in miR-29a depleted and control cells. We did not detect any significant GO terms in genes regulated by 5hmC.

(E) NANOG undergoes demethylation and CDH2 undergoes methylation in miR-29a-depleted cells. These loci become similar to those in
human ESCs.

and 2B), and a previous report showed that reprogramming
of murine somatic cells is improved via miR-29a depletion
(Yang et al., 2011), we tested whether depletion of miR-29a
affects the efficiency of reprogramming in human somatic

cells, and whether it influences the epigenetic states in
iPSCs. We transfected human fibroblast cells with miR-
29a antagomir or mimic, or infected them with retrovirus
expressing the miR-29 sponge, and subsequently initiated
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Figure 3. Regulation of Reprogramming by miR-29a Inhibition

(A) Inhibition of miR-29a using antagomir increases the reprogramming efficiency of human fibroblasts (D551) (n = 6, ***p < 0.003,
independent experiments), overexpression using miR-29a mimic decreases reprogramming (n =6, ***p < 0.005), and sponge-dependent
miR-29 inhibition (retrovirus multiplicity of infection = 2.5) increases reprogramming efficiency (n = 3, *p < 0.02, independent

(legend continued on next page)
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reprogramming. Suppression of miR-29a by either antago-
mir or sponge increased reprogramming efficiency,
whereas overexpression of miR-29a mimic reduced it (Fig-
ure 3A), as assessed by quantifying alkaline-phosphatase-
stained colonies. We further scored the reprogramming
efficiency by staining colonies with pluripotency cell sur-
face marker TRA-160 (Figure S4A). The overexpression of
TET1 and DNMT3B also significantly increased reprogram-
ming efficiency (Figures S4B-S4D), suggesting that positive
regulation of reprogramming by depletion of miR-29a may
be due to the upregulation of these of DNA methylation-
related proteins. We found that DNMT3B and TET1 display
only demethylation (Figure S3G), whereas TET2/3 and
TDG introduce both methylation and demethylation in
developmental genes. Since it was previously reported
that miR-29a suppresses p53 (Yang et al., 2011), we also
tested whether the reprogramming effect by miR-29a in-
volves the p53 pathway. To this end, we reprogrammed hu-
man fibroblasts in the presence of miR-29a mimic alone,
pS3 shRNA alone, or miR-29a mimic + p53 shRNA. We
found that reprogramming increases when p53 is depleted,
decreases when miR-29a is overexpressed, and does not
change in presence of both pS53 depletion and miR-29a
mimic (Figure S4E). This suggests that either p53 is up-
stream of miR-29a and its depletion is canceling the miRNA
effect, or the pathways are separate and their effects annul
each other.

Next, we asked whether miR-29a depletion plays a role in
genetic and epigenetic regulation in reprogramming. We
derived human iPSC clones from D551 or fetal myoblast
line (FM-1) depleted of miR-29a through antagomir or
sponge construct, and performed transcriptome analysis
in these iPSC clones. 3D principal component analysis of
over 14,000 genes showed closer localization of miR-29a-
depleted iPSCs to the H1 and H9 ESC groups than the con-
trol counterparts (Figure 3B). Furthermore, we observed
separate clustering of control and miR-29a-depleted iPSCs
independently of parental cell origin (fibroblasts versus
myoblasts) and depletion method (antagomir versus
sponge) (Figure 3C). GO analysis of differentially expressed
genes revealed ECM organization genes overrepresented in

miR-29a-depleted iPSCs, as expected due to many miR-29a
targets falling under this category (Figure 3C). Interest-
ingly, neuronal lineage regulators and the WNT pathway
are also enriched networks in miR-29a-depleted cells, sug-
gesting both an increase in the pluripotent program path-
ways (WNT) and modulation of the differentiation poten-
tial (neuronal/glial) of the iPSCs by this miRNA, despite
the non-neuronal cell of origin. Our group and others
have compared gene expression changes between human
ESCs and iPSCs and identified aberrantly expressed genes
in iPSCs (Huang et al., 2014; Lister et al., 2011; Ruiz et al.,
2012; Tanaka et al., 2013; Wang et al., 2013). We found
that most iPSC lines derived under miR-29a-depleted con-
ditions showed suppression of some iPSC-specific genes
and recovery of several ESC-specific genes (Figure 3D).
The most commonly identified ESC-specific genes
TCERGIL, FAM19AS, and TMEM132D, and others like
ZDHHC19 and HTR6, showed significant recovery in iPSC
lines derived from miR-29a depletion (Figures 3D and
S4F). Some iPSC-specific genes such as FBP2, CCRS,
FAM82A1, MGC16121, and SLC22A2, but not others like
ZNF454 and ZNF572, were suppressed in miR-29-depleted
cells (Figures 3E and S4G). These data suggest that the ma-
jor effect of miR-29a depletion is demethylation and leads
to high similarity with ESC state in hypo-DMRs (Figures 2A
and 2B).

In order to determine the methylation change in iPSC
lines derived from miR-29a depletion, we performed global
DNA methylation analysis through MeDIP in ESCs and
iPSCs. Surprisingly, we found that iPSC lines with miR-29
depletion cluster with ESC lines for the transcription start
sites (TSS), CpG shore, and gene body methylation patterns
(Figure 4A). CpG island methylation showed no discernible
pattern, with the majority of iPSCs clustering separately
from ESCs. GO analysis for TSS and gene bodies revealed
methylation enrichment in loci involved in metabolic
and catabolic processes for ESCs and miR-29-depleted
iPSCs compared with control lines (Figures 4B and 4C).
Interestingly, at the CpGI shore level, we found depletion
of methylation in loci involved in lineage specification in
ESCs and miR-29-depleted iPSCs compared with control

experiments). Left: quantification. Right: alkaline phosphatase (AP) staining of two representative wells. Reprogramming with OSKM and

miR-29a depletion or overexpression.

(B) Principal component analysis shows the similarity of ESCs (H1 and H9) with miR-29a-depleted D551 fibroblasts and iPSCs, and FM-1

fetal-myoblast-derived iPSCs.

(C) Left: Differentially expressed genes separating control versus miR-29 knockdown cells irrespective of parental cell of origin (factor
loading PC2 < —0.2 and PC3 > 0.2). Right: GO overrepresentation of upregulated genes in miR-29a-depleted iPSCs. The dashed red line

denotes FDR = 0.05.

(D and E) Average reads per kilobase per million values across all control and miR-29a-depleted iPSCs for (D) genes high in miR-29a-
depleted cells and (E) genes high in control iPSCs. ESC-specific genes FAM19A5, TMEM132D, and TCERGIL increased in miR-29-depleted
iPSCs (miR29-D denotes miR-29 depletion) (n =6, 8, 2 in Ctrl iPSC, miR29a-D iPSC, and ESC, respectively, independent experiments).

Error bars represent the SD.
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iPSCs (Figure 4D). Gene expression shows significant corre-
lation with methylome changes in TSS, gene body, and
CpGlI shore, suggesting a functional relevance (Figure 4E).
Our finding is noteworthy, as DMRs that are present partic-
ularly at CpGI shores were distinct between different
somatic, cancer, and reprogrammed cell types, possibly
acting as cell identity marks (Doi et al., 2009).

DISCUSSION

In this study, we set out to investigate the function of
miRNAs that regulate the epigenetic landscape in somatic
cells and thus may have a function in somatic cell reprog-
ramming. We found that the miR-29 family is highly ex-
pressed in somatic cells and decreases in expression during
somatic cell reprogramming (Figures 1A and 1B). Depletion
of miR-29 in fibroblasts dramatically changed the DNA
methylation status, suggesting that miR-29a is one of the
major miRNAs that maintains the DNA methylation status
in fibroblasts (Figure 2). Previous studies showed that
DNMT3A and DNMT3B, as well as TET proteins, are targets
of the miR-29a family (Cheng et al., 2013; Hu et al., 2015).
Our data also demonstrated a strong inverse correlation
of the expression of the miR-29a family and the expression
of DNMTs and TETs. It is not yet clear which proteins
are direct targets of miR-29a in maintaining the DNA
methylation status in fibroblasts. However, the global
hypo-methylation upon miR-29a depletion suggests that
proteins involved in the DNA demethylation including
TETs and TDGs may be strong candidate targets (Figures
2A and 2B).

Previous studies implicated the miR-29a family in mouse
somatic cell reprogramming through different pathways
(Guo et al., 2013; Yang et al., 2011). Yang et al. (2011)
showed that suppression of miR-29a via Myc improves
the reprogramming by increasing p85alpha and CDC42,
thus suppressing the p53 pathway. Guo et al. (2013)
demonstrated that Sox2 is a critical factor inducing miR-
29b, and that ectopic overexpression of miR-29b improves
the reprogramming efficiency by suppressing Dnmt3a and
Dnmt3b. In reprogramming human somatic cells, we
found that suppression of the miR-29a family increased re-
programming efficiency. We also found that overexpres-

sion of DNMT3B as well as TET1 improves reprogramming
efficiency. These seemingly contrasting results may be due
to the bidirectional global epigenetic changes accompa-
nying reprogramming. Not only DNA demethylation but
also de novo DNA methylation is found in reprogrammed
iPSCs (Lister et al., 2011). In light of the bidirectional epige-
netic regulation, the miR-29a seems to be a unique regu-
lator that potentially suppresses both de novo DNA meth-
yltransferases and demethylases, although miR-29a
depletion seems to have a more pronounced effect on
DNA demethylation in fibroblasts (Figures 2A and 2B).

miR-29a depletion could not replace MYC in a three- fac-
tor reprogramming attempt (data not shown), although it
improves reprogramming moderately but significantly
with four-factor reprogramming. MYC is a potent tran-
scription factor inducing and repressing a large number
of genes; suppression of miR-29a is one of many functions
of MYC during reprogramming (Yang et al., 2011). iPSC
lines, for which aberrant DNA methylation was reported,
were those derived from four-factor reprogramming (Lister
et al., 2011). Most likely, MYC expedites reprogramming
independent of its role in suppressing miR-29a. Expression
of DNA (de)methylation proteins via suppression of miR-
29a then becomes supplementary to the function of MYC
during reprogramming. When miR-29a targets are upregu-
lated at later stages of reprogramming, most loci are
already reprogrammed. Thus, the accessibility of TETs or
DNMT3A/B to target loci becomes limited, and thus epige-
netic reprogramming is limited in four-factorbased
reprogramming.

miRNAs are known to regulate the expression of multiple
targets via binding to 3’ UTR. Our finding that the miR-29
family regulates global DNA methylation and demethyla-
tion adds another role to the list of common regulatory
roles of miRNAs. The miR-29 family was known to regulate
ECM proteins in physiological responses, such as systemic
sclerosis, hepatic fibrogenesis, and cardiac fibrosis (Hub-
macher and Apte, 2013; Kriegel et al., 2012; Zhang et al.,
2012). The ECM proteins are also important in pluripotent
stem cells. Laminin promotes stem cell renewal of ESCs in
feeder-free conditions (Xu et al., 2001), and a mixture of
human collagen, fibronectin, and laminin has been used
as animal-free culture conditions for ESCs (Ludwig et al.,
2006). Our transcriptome analysis in miR-29a-depleted

Figure 4. miR-29a Depletion Promotes an ESC-Specific Epigenetic Profile in iPSCs

(A) Hierarchical clustering of global DNA methylation profiles (MeDIP). TSS, gene body, and CpGI shore in -29abc sponge D551 iPSCs are
closer to those in ESCs compared with control sponge and non-treated iPSCs.

(B-D) Heatmaps show DMRs in (B) TSS, (C) gene bodies, and (D) CpGI shore. GO analyses to genes neighboring DMRs show that CpGI shores
in developmental genes are hyper-methylated in Ctrl-sponge and non-treated iPSCs.

(E) DMRs between ESC/29a-iPSC and control iPSC show enrichment in gene expression. *Denotes significance p < 0.05 by one-sided t test.
Pearson correlation coefficients between gene expression and DNA methylation level are TSS, 0.180 (p < 2.2 X 10~ *°); gene body, 0.173
(p < 2.2 x 107'%); CpGI, 0.020 (p = 0.038); and CpGI shore, 0.113 (p < 2.2 X 107).
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cells found changes in ECM proteins. Because the process
of mesenchymal-epithelial transition and the dynamic
changes in ECM proteins are highly coordinated during re-
programming, the miR-29 family seems likely to regulate
both the extracellular and intracellular epigenetic re-
sponses during reprogramming.

iPSC lines derived by miR-29a depletion showed a similar
DNA methylation status to that of ESCs (Figure 4). TSS, gene
body, and CpGI shore revealed the clustering of miR-29a
depleted iPSCs with ESCs, suggesting that miR-29a deple-
tion has a global impact on DNA methylation changes.
Gene expression showed a high correlation with DNA
methylation status (Figure 4E). Among the genes that ex-
press low in iPSCs compared with ESCs are some subtelo-
mericly located genes such as TCERG1L, TMEM132D, and
FAM19AS5 (Lister et al., 2011). We found that the expression
these genes, particularly TCERGI1L, is partially reactivated
by suppressing miR-29a. Investigation of the functional
relevance of miR-29a depletion on iPSCs, such
as developmental potential or epigenetic memory (Kim
et al., 2011), will be important in demonstrating the utility
of regulating miR-29a to derive clinically useful iPSCs.

Taken together, we identified miR-29a as an important
epigenetic regulator for somatic cells. The acquisition of
proper DNA methylation and hydroxymethylation states
in iPSCs is not optimal with current reprogramming
methods. We provide evidence that DNA methylation
undergoes rapid changes upon miR-29a depletion during
progression to pluripotency (Figure S4H). We believe that
the coordinated regulation of multiple DNA methylation
proteins by a miRNA family is a tool that will perfect the
epigenetic reprogramming of iPSCs in future clinical utilities.

EXPERIMENTAL PROCEDURES

Cell Culture, Reprogramming, and Modulation of
miR-29 Expression

Normal primary fibroblast D551 were maintained in DMEM high
glucose (Gibco) supplemented with 10% fetal bovine serum and
penicillin/streptomycin. Human ESCs and iPSCs were cultured
on irradiated murine embryonic feeder cells in medium containing
DMEM/F12, 20% knockout serum replacement, and 4 ng/ml basic
fibroblast growth factor. Reprogramming was carried out using the
four human transcription factors OCT4, SOX2, KLF4, and MYC in
murine stem cell virus (pMSCV) retrovirus backbone as previously
described (Park et al., 2008). miR-29a mimic and antagomir were
purchased from Dharmacon. miR-29 sponge was generated as
described before (Cheng et al., 2013). Transfection was performed
using Lipofectamine.

Gene Expression Analysis
Cells were lysed and RNA was isolated using an RNeasy Mini
Kit (Qiagen). Reverse transcription was performed using iScript
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(Bio-Rad) according to the manufacturer’s protocol with primer
sets in Table S4A.

ChIP, RNA-Seq, hMeDIP-Seq, and Proteomics

Three days after infection with pMSCV retrovirus expression
reprogramming factors, cells were harvested for ChIP, RNA-seq,
hMeDIP-seq, bisulfite sequencing, or proteomics analysis. Total
RNA was extracted using a miRNeasy Mini Kit (Qiagen), and used
for qRT-PCR and RNA-seq. Genomic DNA was isolated from
D551 fibroblasts transfected with control and miR-29a antagomir
and processed for MeDIP and hMeDIP. RNA-seq, ChIP, hMeDIP-
seq, dot blot, and proteomics were performed as described in Sup-
plemental Experimental Procedures. Total reads and mapped reads
are listed in Table S4B.
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SUPPLEMENTAL FIGURE LEGENDS

Figure S1. miR-29 targets in silico TET1/2/3, DNMTA/B, and TDG. miR-29 — target
alignment through microRNA.org algorithm.

Figure S2. Change in DNA methylation proteins regulated by miR-29a family. (A) TET1/3
and DNMT3A/3B are highly expressed in in pluripotent ESCs (H1, H9), iPSCs (BJ1-iPSC,
PGP9-iPSC) and embryonic carcinoma cell line (NCCIT), but not in fibroblasts (D551 = Detroit
551 fibroblasts) (n=3, independent experiments). (B) Luciferase reporter with 3’UTR of TET1
shows reduced activity after miR-29a overexpression (retrovirus construct) in 293T cells (n=3,
independent experiments). (C) TET1/3, DNMT3A4/3B and TDG are induced during
reprogramming (n=3, independent experiments). (D) Dot Blot with serial dilution of gDNA
extracted from D551 fibroblasts 3 days post antagomir (250nM) or mimic (50nM), and
subsequent incubation with DNA modification antibodies shows increase and decrease of ShmC,
5fC, 5caC, respectively. (E) Relative expression level of miR-29 family to U6 small RNA in
fibroblast. (n=3, technical replicates). (F) gPCR confirmation of miR-29a downregulation by
miR-29a inhibitor. (n=3, technical replicates). (G-H) Expression differences of pluripotent genes
in miR-29a depleted fibroblasts by (G) RNA-Seq data and (H) gPCR. (n=3, independent
experiments). Error bars (S2A-C, E, F, and H) represent standard deviation. (I) DNA methylation
status in miR-29a depleted fibroblast in KLF4 locus. (J) The cumulative distribution of RNA and
protein fold change upon miR-29a inhibition. Genes are classified by the number of miR-29a
target sites. The classification was also performed to the according to three types of target sites

(8mer, 7mer-m8 and 7mer-1a). * p<0.05 by one-side T test.

Figure S3. Change in DNA methylation by mir-29a depletion in fibroblast.

(A) Venn diagrams show overlap of hyper- and hypo-DMRs of ShmC between miR-29a depleted
cells and human ESCs. (B) DNA methylation patterns around reprogramming factor binding
sites. Log2(5hmC/5mC) in Ctrli (black), 29ai (red) and ESC (green) over OCT4, SOX2, KLF4
and MYC binding sites at 2 days after reprogramming induction (Soufi et al., 2012) and ESCs
(Lister et al., 2009) were plotted from -5kbp to Skbp relative to the peak centers. (C) ChIP-qPCR
of SOX2 in miR-29a-depleted and control fibroblast cells with SOX2 transgene. * p<0.05 by



one-side T test. n=3, technical replicates. Error bars represent standard deviation. (D) GO
analysis for genes regulated by common 5SmC hypo-DMRs in miR-29a-depleted firoblast and
ESC. Dashed line represents 0.05 FDR. (E) Bisulfite sequencing of NANOG promoter in miR-
29ai and Ctrli fibroblast cells. (F) Comparison of DMRs in fibroblasts after infection with DNA
methylases, demethylases, pluripotency factors, and miR-29abc sponge assessed by Illumina’s
450K array. Red: methylation. Blue: demethylation. Heat color represents difference of beta
value between miR-29a/b/c and control sponge or between protein-overexpressed cells and
empty vector-integrated cells. (G) Overrepresented GO terms in differentially-methylated or -
demethylated regions by overexpression of DNMT and TET proteins. * p<0.05 by one-side T

test.

Figure S4. miR-29a targets modulate reprogramming efficiency and aberrantly expressed
ESC-specific genes. (A) Validation of AP staining method with true pluripotency TRA-160
surface marker staining. (B) qPCR confirmation of ectopic expression of DNMTs, TETs and
TDG, and downregulation of p53 by short hairpin RNA (n=3, technical replicates). (C)
Overexpression of TET1 increases reprogramming efficiency in human fibroblasts (n=3,
independent experiments). (D) DNMT3B increases reprogramming efficiency (2 different
fibroblast lines and FM-1, n=7, independent experiments). (E) TP53 knockdown counteracts
effect of miR-29a overexpression in reprogramming (FM-1, n=3, independent experiments). (F)
qPCR of ESC-specific genes TCERGIL, FAM19A45, and TMEM 132D in ESCs (H1, H7, H9),
iPSCs (EOS2, PGP1, MRC-5, D551), D551 and FM-1 control derived iPSCs, and D551 and FM-
1 miR-29a depleted iPSCs. (n=3, technical replicates). (G) qPCR of iPSC-specific genes ZNF454
and ZNF 572 reveals their high levels across all iPSCs. (n=3, technical replicates). Error bars
(S4B-G) represent standard deviation. (H) Model of miR-29a-mediated regulation of epigenetic
landscape during reprogramming. miR-29a family maintains the cellular epigenetic states by
suppressing proteins for DNA methylation. Suppression of miR-29a family members by
reprogramming factors results in the global DNA methylation change in somatic cells, leading to

ES-like DNA methylation state in iPSCs. Blue circle represents methylated DNA.



Supplemental Figure 1

TET1
268: 5'uagaaucacUCAGUUUGGUGCUuU 3'TET1
I el
3" auuggcuaaAGUC---UACCACGAuU 5' hsa-miR-29a
272:5' au(i/—\ICIUC/-}GLIJLIJ ———————— FGIGILIJIG?:IUU 3'TET1
3' UUGUGACUAAAGUUUACCACGAU 5' hsa-miR-29b
268: 5' uagaaucacU"IC;i\(;UUllJ(iTu(l_TuLilGCUu 3'TET1
3' auuggcuaaAGUU———UACCACGAu 5' hsa-miR-29c
TET2

3'auuggcUAAAGUCUACCACGAU 5' hsa-miR-29a

A
433:5' cuuaaaAUACCAUCUGGUGCUg 3' TET2

3' uugugacUAAAGUUUACCACGAU 5' hsa-miR-29b

Lt e
432:5' ucuuaaaAUACCAUCUGGUGCUg 3'TET2

3"auuggcUAAAGUUUACCACGAU 5' hsa-miR-29c

I (AR
433:5' cuuaaaAUACCAUCUGGUGCUg 3'TET2

3'auUGGCUAAAGU---CUACCACGAU 5" hsa-miR-29a

F=2 0 L1 T
1697:5' gaAUUCACAUCAU-GAUGGUGCUa 3' TET2

3" uugUGACUAAA---GU--UUACCACGAuU 5' hsa-miR-29b

A R RN
1696:5' agaAUUCACAU---CAUGAUGGUGCUa 3'TET2

3'auUGGCUAAAGU--UUACCACGAU 5' hsa-miR-29¢

N R AR
1697:5' gaAUUCACAUCAUGAUGGUGCUa 3'TET2

DNMT3A

847:5' aacCCGACUUCAUAAUGGUGCUu 3' DNMT3A

FEEE Tl rrrrenn
3' auuGGCUAAAGU---CUACCACGAU 5' hsa-miR-29a

846:5' caacCCGACUUCAUAAUGGUGCUuU 3' DNMT3A

FIE e et
3' UUGUGACUAAAGU---UUACCACGAU 5' hsa-miR-29b

847:5' aacCCGACUUCAUAAUGGUGCUu 3' DNMT3A

FEEE T rbrerrrntl
3' aUUGGCUAAAGU-—-UUACCACGAU 5' hsa-miR-29¢

386:5' cucuacacagcuucUGGUGCUuU 3'TET1

LT
3' auuggcuaaagucuACCACGAuU 5' hsa-miR-29a

389:5' uaCACAG-CUUC--—---- UGGUGCUu 3'TET1
[ N (NERRER
3' UUGUGACUAAAGUUUACCACGAU 5' hsa-miR-29b

386:5' cucuacacagcuucUGGUGCUu 3'TET1

3' auuggcuaaaguuuACCACGAuU 5' hsa-miR-29c

3" auuggC-UA-AAG--UC-UACCACGAuU 5' hsa-miR-29a

I (AR
577:5' guuugGAUGUUCUAAGAAAUGGUGCUa 3' TET2

3" uugugacuaaagUUUACCACGAU 5' hsa-miR-29b

FEEEEETT T
581:5' ggauguucuaagAAAUGGUGCUa 3' TET2

3'auuggcuaaagUUUACCACGAuU 5' hsa-miR-29c

ENRERRRN
582:5' gauguucuaagAAAUGGUGCUa 3' TET2

TET3

3794:5' UaGUCUAAAUAAAAUGGUGCUa 3' TET3
P b rrrrerl
3' aUUGGCUAAAGUCUACCACGAU 5' hsa-miR-29a

3793:5' auagucuaaalIJA/i\/i\/i\LlJlGlGllJleLlJa 3'TET3

3' uugugacuaaAGUUUACCACGAuU 5' hsa-miR-29b

3794:5' UaGUCUAAAUAAAAUGGUGCUa 3' TET3
| I rrrrrrrrtl
3' aUUGGCUAAAGUUUACCACGAU 5' hsa-miR-29¢

DNMT3B

1189:5' uUACUCUUCUUA--CUGGUGCUa 3' DNMT3B

e Lt 1reetl
3' aUUGGCUAAAGUCUACCACGAU 5' hsa-miR-29a

1188:5' uuUACU---CUUCUUACUGGUGCUa 3' DNMT3B

A ANy
3' UWUGUGACUAAAGUUUACCACGAU 5' hsa-miR-29b

1188:5"' uuuacucUUCUUACUGGUGCUa 3' DNMT3B

3' UuUUggcuAAAGUUUACCACGAU 5' hsa-miR-29c¢

1524:5' uauggaaaaccuaAUGGUGCUu 3'TET1

T
3' auuggcuaaagucUACCACGAuU 5' hsa-miR-29a

1523:5' guauggaaaacCUAAUGGUGCUu 3'TET1

3' uugugacuaaaGUUUACCACGAuU 5' hsa-miR-29b

1524:5' uauggaaaacCUAAUGGUGCUu 3' TET1

3'auuggcuaaaGUUUACCACGAuU 5' hsa-miR-29c

3'auUG---GCUAAAGUCUACCACGAuU 5' hsa-miR-29a

R LTI
1139:5' aaACAUGUUUUC- ----UGGUGCUc 3' TET2

3' uugUG---ACUAAAGUUUACCACGAU 5' hsa-miR-29b

NN I
1138:5' aaaACAUGUUUUC-—-- UGGUGCUCc 3'TET2

3'auUG-GCUAAAGUUUACCACGAU 5' hsa-miR-29¢

A LI
1139:5' aaACAUGUUUUC-----UGGUGCUc 3' TET2

4458:5' ggcugcuUUUUAGUUGGUGCUa 3'TET3

ANl
3' auuggcuAAAGUUUACCACGAU 5' hsa-miR-29a

4456:5' gagG(fL['GCUULiLiU/?G'ULiG|G|l|J(|;(|:L|Ja 3'TET3
Y N
3' UUgUGAC---UAAAGUUUACCACGAU 5' hsa-miR-29b

3"auuggcuAAAGUUUACCACGAU 5' hsa-miR-29¢

FEEt: TR
4458:5' ggcugcuUUUUAGUUGGUGCUa 3' TET3

TDG
3'auuggcuaaagucUACCACGAuU 5' hsa-miR-29a

RRRRRN
1:5" —— gaAUGGUGCUu 3'TDG

3" uugugacuaaagUUUACCACGAuU 5' hsa-miR-29b

SR
1:5" —mmmmmee GAAUGGUGCUu 3'TDG

3'auuggcuaaagUUUACCACGAuU 5' hsa-miR-29c

SRR
1:5" e GAAUGGUGCUu 3'TDG



Supplemental Figure 2

4.5 1 mDNMT3B ,

M
&M

* %

LM
qi4

< &N O 00 OV < N O
— - -

uolissaldxa annealy

T

-1.0 05 0.0 05

—_—

T

—_ ==
1.0

16 - ®MTDG

Protein

—t—

log2(29ai/Ctrli)

.V>> T T T T
80 0 00
4 (%) abejuaoiad
™

qi4

— 1site
—— Nossite

O -

T

-05 0.0 05

—— o —

T T T T T T T

S N MmN N NN
o (g\] -
uolssaldxa anne|ay

* M
M
M

RNA

log2(29ai/Ctrli)

*

Ctrli5hmC  jk a i A
e m _Eafll
-t HER—= (| F4
T
1.0
—— >=3 sites
— 2sites

miR29ai 5mC

Ctrli 5mC _

-1.0

| I —
80 0 00

— (%) obejussiad

EDNMT3A
*

*
2
¥ $
miR29ai 5hmC g ad .“ll e

qid

m i
uoissaidxa aAle|oy
* PM

100
0.1 -

*

1
B miR29abc sp

H Ctrl sp

*
[ag}
2
Log2(29a-
depleted/Ctrl)

LM
qid

&

ETET1

6 ETET2
W TET3

1
wn < o (a\] i o
uoissaldxa aAle|ey

2 N 0
P
O

POUSF1
SOX2
NANOG
LIN28A
ZFP42
PRDM14
ESRRB

1
BN KLF4
<>
O(.z

MYC

*

™

e6T-YIW ‘ds egzJiw V2
|043u0D ‘yui egzAIW
~ — (] © < ~ o o ~N ] < o
— o o o o i - o o
Annoe aseidyon| annelay uolssaidxs aAleey
O I
203 LIDON
Sd! Td9d
* Sd1 7503 S * ‘o
ro
< o 253 6H * <Y, %,
£ 253 TH 2 2, %
\ %
s 2 qy 155Q * %, O
[alNa] ) W
" qy S-DHIN »oamv \«0 \poz
r T T T T T T 1 r T T T & r T T T T T 1 :A\o
O 9 9 9 © © - o mn <« 1 o < N o 0 W < N O v
8 888¢8g - o — o - o S o o
m m S - uoissaidxa aAne|oY |93 BEZHIW DIN1EN
—  uolssaidxs aAleey w L
L
S
003 1I0ON m
Sd! Ld9d < )
* % £ Y g rm
Sdi zso3 “4, T E S £ 3
0s3 6H < NN .
0S3 LH
= qu 1550
= ay S-O8N
3 8 = - !
s °

uoissaidxa aAle|oy



Supplemental Figure 3

Average

Methylation

Demethylation

Hyper

29ai

C

DMRs (5hmC)

ESC

296, 6,571
?

72

Hypo DMRs (5hmC)

29ai

ESC

197+ 407

log2(5hmC/5mC)
0.35

0.10

-4000 0 4000  -4000 0 4000

0.4

0.1

1 |

= —

TTTTT T

log2(5hmC/5mC)
1
0.5

5

2 day

ocCT4 SOX2

[E

o
*
*

Relative
enrichment
=

©
=Y

KDM2A
FGF7
KMT2A
ERBB1
LYST
SDHD

5hmC gain in
miR29a depletion

regulation of neuron differentiation
embryonic limb morphogenesis
dendrite development

histone modification
developmental growth

muscle cell differentiation

B miR29abc
sp + SOX2

B Ctrisp +
SOX2

-1168
-952

%

owownow
SO ~+~aa

oCT4

-log10(FDR)

ESC
SOx2

0.8

—

29ai
ESC
- Ctrli

0.2

0.2 06

T T T 1 T

0.10 0.25

KLF4 M

T 1 1T T

log2(5hmC/5mC)
|

YC KLF4

0.1

-4000 0 4000  -4000 O 4000

mMycC

0.4

0.0 0.3 0.6

T

0.1

T

-4000 0 4000 -4000

11

0 4000

log2(5hmC/5mC)
1

0

|

il

- -

Methylation

===

A

R T N R P s
J P22 %&0%0+@<®00$%@

S
Difference of
beta value

—

04 0 04

Demethylation

&

DAL G
S

! | I I B |

-4000 O 4000 -4000 0 4000

Adherensrj;unction I N og10(FDR)

neurotrophin signaling pathway E“
muscle cell differentiation

neuromuscular process 0 1 2 3
reproductive system development

central nervous system neuron differentiation

eye development

bone development

kidney development

mesoderm development

stem cell development

heart development

gland development

mesenchymal cell development

lung development

glomerulus development

neural crest cell development

Starch and sucrose metabolism

Retinol metabolism -log10(FDR)
Focal adhesion m
organelle fusion

anchoring junction 0 1 2 3
collagen trimer

central nervous system neuron development

neuron migration

central nervous system neuron differentiation
skeletal system development

myeloid cell differentiation

neuromuscular process

Axon guidance

synapse part

synaptic membrane

axon part

synaptic transmission, glutamatergic



Supplemental Figure 4
A B

AP staining TRA-160 stainin 1000 *
3 =5a < * % 1000 { ¥ c 2007
2 100 5 * 2150 -
@ ‘2 100 g 1
o [} =
x 10 HOE = o
$ B Empty 2 10 - s 1.00 -
> 0-’ o
2 1 o 2 *
= 2 17 £ 050 -
£ 0 S 2
,,)V o,q’ e 0.1 + 0.00 -
L 5N Y d O NP
N S48 487 S o
oé 0$ PAZEEN 2PN 2NN Z,Q (}\Q

+ 200 * *
o 16
& 150 5 o1q gl *
e 5 o014 g5
< S on <
o © u o 10
& 100 £g o1 S g
o 25 0.08 S
o £5 6
o £ 5 0.06 g ¢
o 20 E J o004 =
c $< 002
S 0 < o °
X S ooy DD S & & & & & &
< D QO £ & & & & & & & &€ & &
L O 9 Qo X P
'@ «Q/ N X M <
@ ¢ S &S
N
F Genes high in ESCs
5 ESCs iPSCs control iPSC lines miR-29 knock-down iPSC lines
25 BTCERGIL
2 OFAM19A5
OTMEM132D

Relative Expression

N QP C L QO N X N T U TR TR - TR > S S P B B NN VR )
e 0"’ SIS (}‘\3 ‘\‘( 0(92 o(\& \"Q\\ \“’é\\ ¢ \“’é\\ \&\\ ”37’& '\9‘5& '9;0 o‘&z 0QQZ c§®Q 00& \'19’0\ '91’\ ,\’\9’19 \’9 ,\’\9’&

N N LS < S &L ¢ NYONT N L K K K 9 AV " »

& o & O(‘;’ &\5 (}(@ & & & & 0“;’ o¢'§> 0"’(’ q%ob" qé’d’ q»b‘O"% q,p"s & & & & &

vy % %
Genes high in iPSCs

8071 ESCs _ iPSCs _ control iPSC lines _ _____miR-29 knock-down iPSC lines
70717 - _— 'S mZNF454
G 60 1 OZNF572

Relative Expression
B
o

I R R I I S ORI S S
R

@ o ¢ >
& & RN 3 A > of
B \(}( \é« Q°°Q Q°° PR @,\ R . & K o i Qo(@ Qo(\@ Qo(\ Qo(@ /\’3 N :\’9 N :\’19
F PP I EE T EEF PP T T EEEEE
Q & ¢ Q7 Q97 QT B o o o
2 L %

" R
Fibs

3 DNMT3A/3B
-] | TET1/2/3 ==3p Reprogramming
s e !

DG

\ ECM, etc iﬁ I 2 ﬁ
ESC-like
M ESC




SUPPLEMENTAL TABLES

Supplemental Table 1. miRNAs that suppress the luciferase report for 3’UTR of TET1

Supplemental Table 2. Genes up- or downregulated by miR-29a depletion by miR-29a antagomir.

Supplemental Table 3. Proteins up- or downregulated by miR-29a depletion by miR-29a antagomir.

Supplemental Table 4. S4A. List of primers used for RT-qPCR, ChIP-qPCR, and bi-sulfite sequencing.
S4B. Total and mapped reads in RNA-seq, (h)MeDIP-seq, and ChIP-seq.



SUPPLEMENTAL EXPERIMENTAL PROCEDURES

Reprogramming

Reprogramming experiments were carried out using the four human transcription factors OCT4,
SOX2, KLF4, MYC in pMSCYV retrovirus backbone as previously described (Park et al., 2008).
Briefly VSV-G peudotyped retrovirus was generated in 293T cells using GAG-POL, VSV-G and
pMIG vector expressing each for four factors. The virus was collected, filtered in 0.45 um
filtering system and centrifuged for 1.5 hours at 23,000 rpm in a Beckman L80 ultracentrifuge.
Detroit 551 human fibroblasts cells (ATCC CCL-110) were transduced at multiplicity of
infection (MOI) 5. Cells were passaged into 0.2% gelatin-coated plates containing irradiated or
mitomycin-C treated mouse embryonic feeder cells (Millipore, EmbryoMax CF1 strain cat#
PMEF-CF). The medium was switched from 10% FBS in DMEM into human embryonic stem
cell medium containing KSR and bFGF in DMEM/F12 on day 5, and cells were maintained in
this medium for 3-4 weeks until iPSC colonies formed. Lentivirus was generated using the

packaging vectors MDL, REV and VSV-G.

Plasmids

Full length TET1 wild-type and mutant (Anjana Rao) were subcloned from pEF-HA-FLAG
TET1 into the pLenti 7.3 EGFP/VS5 backbone using the gateway system (Tahiliani et al., 2009).
Full length DNMT3A and Dnmt3b were cloned into pMIG retroviral vector after PCR
amplification. TET1 shRNA and scramble control sequences in PLKO.1-puro plasmids were
purchased from Sigma Aldrich Mission shRNA library. pMSCV-control and —-miR-29abc sponge
constructs were generated as described before (Cheng et al., 2013). 3’UTR of TET1 was cloned
into the luciferase containing plasmid psi-CHECK2.

Transfection with miRNA mimic, antagomir, and sponge

Following miR-29a mimic and antagomir were purchased from Dharmacon and transfected into
fibroblasts using Invitrogen’s RNAi1 MAX or Lipofectamine 2000 (cat # 13778-150, 11668-019)
at 100 — 250nM concentration: miRIDIAN mimic negative control #1 cat# CN-001000-01-05
Dharmacon miRIDIAN mimic human hsa-miR-29a-3p cat# C-300504-07

Dharmacon miRIDIAN hairpin inhibitor negative control cat# IN-001005-01-20

Dharmacon miRIDIAN hairpin inhibitor hsa-miR-29a cat# IH-300504-08



To test the effect of miR-29a mimic and antagomir on reprogramming, cells were infected with

retroviral vectors expressing reprogramming factors two days post transfection.

Chromatin Immunoprecipitation

Detroit 551 fibroblasts were infected with pMIG-SOX2 and pMSCV-miR-29abc sponge by
FuGENE HD transfection reagent with manufacturer’s protocol (Promega, cat # E2311). Three
days later cells were fixed with 1% formaldehyde final concentration and quenched with glycine.
ChIP experiments were performed using manufacturer’s guidelines (Cell Signaling, SimpleChIP
cat# 8980S). In brief, three days after infection, cells were cross-linked with 1% formaldehyde
for 10 min, and cross-linking was terminated with glycine. After harvesting cells, nuclei were
isolated and treated with micrococcal nuclease. After sonication to break the nuclear membrane
ChIP was performed using SOX2 (Cell Signaling, cat #5024). %input values in miR-29a-

depleted cells were normalized to those in control cells.

qPCR

Total RNA was extracted using TRIzol and miRNeasy Mini Kit (Qiagen cat# 217004). For
mRNA reverse transcription (RT) reactions Bio-Rad iScript cDNA synthesis kit (cat# 170-8890)
with random primers was used according to manufacturer’s instructions. For miRNA synthesis,
miScript I RT kit (Qiagen cat# 218161) was used. Immunoprecipitated DNA was used to
quantify the enrichments using qPCR. qPCR reactions were performed with iQ SYBR Green
Super Mix (Bio-Rad cat# 170-8880) in a Real-Time CFX96 thermal cycler machine. The list of
primers for qPCR is available in Table S4A.

Dot Blot

Genomic DNA (gDNA) was extracted from cells using Qiagen’s DNeasy Blood and Tissue Kit
(cat# 69506), eluted in AE buffer, and concentration determined using Thermo Scientific
NanoDrop 2000 Spectrophotometer (Model#: ND-2000). gDNA was denatured at 100 °C for 10
min, then spotted in 2ul aliquots in Amersham Hybond N+ nylon membrane cutouts (GE Life
Sciences Cat# RPN119B), or vacuumed through a Bio-Dot apparatus (Bio-Rad 170-6545). The
membrane was washed with 6X SSC buffer prior to blotting, and 2X SSC buffer after sample

loading. DNA was crosslinked to membrane using a UV crosslinker (Fisher Scientific), then



blocked for 30 min in 5% milk in 1X TBS buffer. Rabbit 5-hmC antibody (Active Motif cat#
39769) was used at 1:5000 — 1:10000 concentration overnight at 4°C. Rabbit 5-caC and 5-fC
were also from Active Motif (cat # 61225 and 61227).

Proteomics analysis and Data Processing

Detroit 551 cells in10 cm dish were transfected with 250 nM control or miR-29a inhibitor, and
collected three days after transfection. Differentially expressed proteins were determined by
performing peptide identification at the Taplin Biological Mass Spectrometry Facility at Harvard
Medical School. Three biological replicates were performed. Cells were lysed and protein
extracted and precipitated followed by digestion. For multiplexing, samples were labeled with
TMT 126-131, then combined, fractionated, and submitted to LC-MS3. Labeling efficiency was
between 80-99%. Total amount of peptide extracted was between 180-200ug. Benjamini-
Hochberg (BH) corrected p-values were used to determine proteins with significant changes; k-
means clustering was used to separate the proteins with significant changes (BH p-value < 0.05).
Signal-to-noise ratio (the ratio of mean to standard deviation from three replicates) was then
calculated in each protein. Proteins with less than 20 signal-to-noise ratio in both 29ai and Ctrli
sample were retained for subsequent analysis. Target genes and target site categories of miR-29a
were obtained from TargetScan (Release 6.2). Genes were classified by the count of conserved
target sites. Average protein expression changes of three replicates were then compared to RNA

expression changes, which were calculated from RNA-seq.

RNA-Sequencing and Data Processing

lug of Total RNA from lug ESCs (H1 and H9), iPSCs (D551-iPSCs and FM-1-iPSC), D551
fibroblasts transfected with control and miR-29a antagomir, and infected with control or miR-
29abc sponge were submitted for sequencing using [llumina’s Hi-Seq 2000 Sequencer. Library
preparation and sequencing were carried out at Yale Sequencing Facility using [llumina’s
instructions. Genome sequence and genomic coordinate of RefSeq genes and CGlIs in human
(hg19) were obtained from UCSC database. RNA-seq reads were aligned to the human genome
by Tophat (v2.0.12) with default option (Trapnell et al., 2009), resulting in more than 90% of
mapping ratio. Gene expression values (RPKM value) were calculated by Cufflinks (v1.2.1) by

using RefSeq genes as reference annotation (Trapnell et al., 2010). Gene ontology analysis was



performed by GOstats in Bioconductor packages. Multiple test correction was performed by

Benjamini-Hochberg (BH) method. Significant GO terms were obtained by FDR threshold 0.05.

(h)MeDIP-sequencing and Data Processing

gDNA was isolated from ESCs (H1 and H9), D551-1PSCs and D551 fibroblasts transfected with
control and miR-29a antagomir and processed for MeDIP and hMeDIP (Taiwo et al., 2012). 2 ug
of gDNA was sonicated,and IP was performed using antibodies for ShmC (EF-118-0032,
Diagenode), or SmC (AIP-206-025, Diagenode). For sequencing, library was generated by
[llumina Truseq DNA LT Sample Prep kit and sequenced by HiSeq2000. (h)MeDIP-seq reads
were mapped to the human genome by Bowtie2 (v2.1.0) with the parameter “--local -D 15 -R 3 -
N 1-L20-8S,1,0.50 -k 1” (Langmead and Salzberg, 2012). Differentially-methylated regions of
ShmC and 5mC were identified by MACS2 (v2.1) peak caller with the option “--bw=200 -g hs —
q 0.05 --broad” (Feng et al., 2012). Differentially-hypermethylated regions (hyper-DMRs) in
29ai fibroblasts were detected by running MACS2 using 29ai and Ctrli as treatment and control,
respectively. In contrast, differentially-hypomethylated regions (hypo-DMRs) were obtained
using 29ai and Ctrli as control and treatment, respectively. We also identified hyper- and hypo-
DMRs in ESCs by comparing public H9 ESC (h)MeDIP-seq data (SRX189181 and SRX189182)
to our Ctrli datasets (Gao et al., 2013). In addition, ShmC and 5mC-enriched regions in 29ai and
Ctrli fibroblast were also identified by MACS2 using input DNA as control. Genes within 3k bp
from 5(h)mC-enriched regions were defined as target genes of DNA methylation.

Binding sites of OCT4, SOX2, KLF4 and MYC at 2 days after reprogramming induction
and ESC were defined from public ChIP-seq data (SRP011557, SRP001251 and SRP001264)
(Lister et al., 2009; Soufi et al., 2012). Peak calling was performed by MACS2 with the option “-
-bw=200 -g hs —q 0.05”. Numbers for total reads, mapped reads, and mapping percentages from
RNA-seq, (h)MeDIP-seq and ChIP-seq are provided in Table S4B.

Illumina 450K sequencing and Data Processing

gDNA from D551 fibroblasts transduced for 3 days with retrovirus pMIG-DNMT3A/3B,
lentivirus pLenti/V5/DEST TET]1, retrovirus pMSCV mTet2/mTet3, lentivirus pRVYtet-TDG,
retrovirus pMIG polycistronic OSKM or individually pMIG OCT4, SOX2, KLF4, AND MYC,
and pMSCV-miR-29abc sponge, was harvested with PureLink Kit from Life Technologies (cat#



K1820-02) and prepared for sequencing by the Yale Center for Genome Analysis according to
manufacturer’s protocol using the Illumina’s Infinium HumanMethylation450 BeadChip kit
(cat# WG-314-1003). IDAT files were preprocessed and converted into beta value by minfi
Bioconductor package. Beta value in 29abc sponge was then subtracted from that in Ctrl sponge
to measure DNA methylation change. Beta values in DNMTs, TETs, TDG and OSKM-
transduced cells were subtracted from that in empty vector-transduced cells. Top and bottom 500

DNA methylation changes in 29abc sponge were used as differentially-methylated regions.

Clustering of DNA methylation profiles of ESCs, iPSCs and sponge-treated iPSCs.

In each library, the number of sequence reads within TSS+3Kbp, gene body and CpGI shore and
CpGI was counted and normalized to the total number of mapped reads and the region size
(RPKM value). Here, the CpGI shore was defined by 3Kbp flanking region of CpGl.
Hierarchical clustering was then performed by heatmap.2 function in R. Differentially
methylated regions (DMRs) between ESC/29ai and iPSC/Ctrli were identified by more than 1.25
fold change and one-side T test p-value cutoff 0.05. DMRs with less than 0.1 average RPKM are
removed from subsequent analysis. Genes, which are nearest to differentially methylated CpGI

shores, were used for GO analysis.

Bisulfite-sequencing

0.5ug of genomic DNA was used for bisulfite treatment by EZ DNA Methylation-Lighting™" kit
with manufacturer’s protocol (ZYMO RESEARCH cat # D5030). Converted DNA was then
amplified by PCR with Quick-Load Tag 2X Master Mix (NEB cat # M0271L) and bisulfite-
conversion-based primers (Table S4A). Amplified DNA was purified by 2% agarose gel and
cloned into pCR2.1-TOPO vector. Subsequently, cytosine conversion and retention were

detected by Sanger sequencing using M13 forward primers.
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