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Identifying cellular and molecular differences between human and
non-human primates (NHPs) is essential to the basic understand-
ing of the evolution and diversity of our own species. Until now,
preserved tissues have been the main source for most comparative
studies between humans, chimpanzees (Pan troglodytes) and bono-
bos (Pan paniscus)">. However, these tissue samples do not fairly
represent the distinctive traits of live cell behaviour and are not
amenable to genetic manipulation. We propose that induced plur-
ipotent stem (iPS) cells could be a unique biological resource to
determine relevant phenotypical differences between human and
NHPs, and that those differences could have potential adaptation
and speciation value. Here we describe the generation and initial
characterization of iPS cells from chimpanzees and bonobos as new
tools to explore factors that may have contributed to great ape evolu-
tion. Comparative gene expression analysis of human and NHP
iPS cells revealed differences in the regulation of long interspersed
element-1 (L1, also known as LINE-1) transposons. A force of change
in mammalian evolution, L1 elements are retrotransposons that
have remained active during primate evolution®. Decreased levels
of Ll-restricting factors APOBEC3B (also known as A3B)° and
PIWIL2 (ref. 7) in NHP iPS cells correlated with increased L1 mobi-
lity and endogenous L1 messenger RNA levels. Moreover, results
from the manipulation of A3B and PIWIL2 levels in iPS cells sup-
ported a causal inverse relationship between levels of these proteins
and L1 retrotransposition. Finally, we found increased copy numbers
of species-specific L1 elements in the genome of chimpanzees com-
pared to humans, supporting the idea that increased L1 mobility in
NHPs is not limited to iPS$ cells in culture and may have also occurred
in the germ line or embryonic cells developmentally upstream to
germline specification during primate evolution. We propose that
differences in L1 mobility may have differentially shaped the gen-
omes of humans and NHPs and could have continuing adaptive
significance.

Humans, chimpanzees and bonobos are genetically very similar,
sharing nearly 98% of their alignable genomic sequence'~’. However,
cellular and molecular phenotypes, especially at identical stages of
development, are difficult to establish, mainly owing to limited access
to embryonic material from humans and NHPs®. We reprogrammed
fibroblasts from two bonobos and two chimpanzees into iPS cells as
previously described™'® (Extended Data Fig. la). After culture in
human embryonic stem (ES) cell-supporting conditions, NHP iPS cell
colonies could be distinguished by the high nucleus-to-cytoplasm
ratio morphology. iPS cell clones from both species continuously
expressed pluripotency markers, retained an undifferentiated morpho-
logy in culture, and maintained a normal karyotype (Fig. 1a). After
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Figure 1 | Characterization of iPS cells derived from the three primate
species. a, Morphology of fibroblasts and iPS$ cells. No karyotypic
abnormalities were observed in iPS cells clones. Immunofluorescence for the
pluripotency markers Tra-1-81 and Nanog in iPS cells is shown. DAPI, 4',6-
diamidino-2-phenylindole. b, Reverse transcription PCR (RT-PCR) for
undifferentiation (Nanog) and for the three germ cell layers (musashi,
brachyury and o-fetoprotein (AFP)) markers in human (H), chimpanzee (C)
and bonobo (B) iPS cells, and in differentiated embryoid bodies (EBs).

¢, Haematoxylin and eosin staining of teratoma sections showing
differentiation into three germ layers: goblet cells in gastrointestinal tract
(endo), neuroretinal epithelium (ecto), and muscle and cartilage/bone (meso).
Scale bars, 100 pm (a) and 150 pm (c).
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embryoid-body-mediated differentiation in vitro, clones contained
tissue derivatives from the three embryonic germ layers and down-
regulated expression of pluripotency markers (Fig. 1b). iPS-cell-selected
clones were also able to differentiate into the three embryonic germ
layers in vivo, as shown by analysis of teratomas in nude mice (Fig. 1c).
Together, these data demonstrate that NHP iPS cell clones re-established

pluripotency at the molecular and cellular levels.

To gain insight into differences in gene expression between human
and NHP iPS cells, we performed high-throughput RNA sequencing
(RNA-seq) analyses on four human, two chimpanzee and two bonobo
iPS cell lines (Extended Data Fig. 1b). The expression profiles of iPS
cells from the three species clustered together with human ES cells
(HUES6 and H1), and were distinguishable from ES-cell-derived neural
progenitor cells (Fig. 2a); chimpanzee and bonobo iPS cells clustered
closer to each other than to human iPS cells (Fig. 2a). We then per-
formed pairwise comparisons of protein-coding gene expression levels
(Fig. 2b). Venn diagrams in Fig. 2b represent expressed genes with
non-significant differences between species (purple), and upregulated
genes with estimated false discovery rates (FDR) of less than 5% and a
fold change greater than twofold (pale orange and blue). Comparison
between humans and NHPs (Fig. 2b, bottom right) revealed 1,376
genes with increased expression in human iPS cells, and 1,042 common

genes with increased expression in NHP iPS cells, whereas no signifi-
cant differences were observed in 11,585 protein-coding genes. Next,
we focused on genes differentially expressed between human and NHP
iPS cells (Fig. 2c—e and Extended Data Fig. 1¢, d), and found, among the
top 50 genes with increased expression in human compared to NHP
iPS cells, two genes involved in the restriction of L1 retrotransposition,

namely A3B and PIWIL2 (Fig. 2d).

Active, full-length L1 elements have the ability to move from one
location in the genome to another by a copy-paste mechanism known
as retrotransposition'’. Active L1 elements have been detected in both
germline and somatic tissues, and can affect genome integrity'>'>. As
uncontrolled retrotransposition activity can be deleterious to the host',
organisms have evolved mechanisms to control L1 mobility''. A3B is
a member of the APOBEC3 family of cytidine deaminases that can
inhibit L1 mobility in different cell types, including human ES and iPS
cells, via a still unclear mechanism®'>'®. PIWIL2 is an effector of the
Piwi-interacting RNA (piRNA) pathway involved in L1 silencing
mainly in the germ line’.

To confirm differences in A3B and PIWIL2 in human versus NHP
iPS cells, we first cloned their complementary DNAs from the three
species, and found a high degree of conservation between humans and
NHPs (Extended Data Fig. 2). Quantification of A3B mRNA levels by
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Figure 2 | RNA-seq profiling of
human and NHP iPS cells. a, High-
throughput sequencing of 14 RNA
samples corresponding to four
human, two chimp and two bonobo
iPS cell lines. Expression profiles of
human ES cells (H1 and HUES6,
arrowheads) and ES-cell-derived
neural progenitor cells (NPCs) are
shown. Heat-map representation of
mapped reads corresponds to
protein-coding genes. b, Venn
diagrams showing pairwise
comparison of protein-coding genes.
Pale orange and blue denote
significantly upregulated genes
(FDR < 0.05 and fold change > 2);
purple denotes expressed genes with
no significant differences in mRNA
levels between compared species.

¢, Heat-map representation of
differentially expressed protein-
coding genes with FDR < 0.05 and
fold change > 2 between human and
NHP iPS cells. d, e, List of the top 50
differentially expressed genes in
human compared to NHP iPS cells,
with increased expression in human
(d) and NHP (e) iPS cells. PIWIL2
and APOBEC3B were expressed at
significantly higher levels in human
than in NHP iPS cells (positions 8
and 38 in d, respectively). Rank, gene
name, logarithmic base 2 fold change
(log FC), and FDR are shown.
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Figure 3 | Reduced levels of A3Band PIWIL2 and increased L1 mobility in
NHP iPS cells. a, b, qPCR analysis of A3B (a) and PIWIL2 (b) expression in
human and NHP iPS cells (Extended Data Figs 2 and 9). ¢, Inmunoblot for
A3B and PIWIL2. d, Effect of A3B and PIWIL2 on L1-expressing firefly
luciferase (L1-Luc) retrotransposition in 293T cells. 293T cells were co-
transfected with L1-luciferase plasmid (pYX017)" plus control (ctrl), PTWIL2-,
A3B- or A3G-expressing plasmid. L1-luciferase mobility was calculated as
firefly luciferase units relative to Renilla luciferase units. L1 activity is shown
relative to control. e, Comparable levels of L1-eGFP'® mobility in human ES
(hES) and iPS (hiPS) cells. L1-eGFP mobility is shown as a percentage of eGFP-
positive cells by fluorescence-activated cell sorting (FACS) relative to human ES
cells. f, L1-eGFP retrotransposition in human, chimp and bonobo iPS cells. L1
mobility was calculated as a percentage of eGFP-positive cells and shown as
relative L1 mobility to human iPS cell line 1 (iPS1). g, Representative images of
human, chimpanzee and bonobo iPS cells transfected with L1-eGFP. Scale bar,
50 pm. h, Retrotransposition quantification of species-specific L1 elements.
The mobility of human and chimp reporter L1-eGFP elements (human-L1 and
chimp-L1, respectively) was quantified in transfected human, chimp and
bonobo iPS cells. Retrotranposition activity is shown relative to human-L1
activity in human iPS cells. Error bars denote s.e.m. *P < 0.01 between
indicated groups using t-test (n = 3 (a, b, e and f) and 4 (d and h) biological
replicates).

quantitative PCR (qPCR) confirmed significantly higher levels (~30-
fold) of A3B in both human iPS cell lines compared to NHP iPS cells
(Fig. 3a). Levels of PTWIL2 mRNA were 16-fold higher in human than
in NHP iPS cell lines (Fig. 3b). PIWIL2-mediated control of transpo-
sons is most active in the germ line, and we observed that levels of
PIWIL2 mRNA are 20-40-fold lower in human iPS cells than in the
testis (Extended Data Fig. 3a). The increased expression observed in
human iPS cells seems to be specifically restricted to A3B and PIWIL2
compared to other members of these protein families (Extended Data
Fig. 3b, c). Differences in A3B and PIWIL2 mRNA levels reflected
higher A3B and PIWIL2 protein levels in human versus NHP iPS cells
(Fig. 3¢).

Ectopic expression of A3B has been shown to inhibit the mobility of
human L1 reporter elements®'’™"* (Extended Data Fig. 4a). In 293T
cells, ectopic expression of human A3B significantly reduced L1-
expressing firefly luciferase'®" mobility by fivefold compared to con-
trol plasmid or a plasmid expressing A3G, another APOBECS3 protein
thatlacks anti-L1 activity'” (Fig. 3d). We also found a significant decrease
in Ll-luciferase retrotransposition in cells overexpressing PIWIL2
compared to control transfected cells (Fig. 3d). We then confirmed
that human L1 can retrotranspose in human ES and iPS cells under our
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culture conditions, as previously shown'>***! (Fig. 3e). Because we
found reduced levels of L1 restriction factors A3B and PIWIL2 in
NHPs, we compared L1 activity in human versus NHP iPS cells using
human L1 tagged with the enhanced green fluorescent protein (eGFP)
reporter element'®"*. L1 retrotransposition was significantly higher in
NHP compared to human iPS cell lines, with 10- and 8-fold increases
in eGFP-positive cells in chimpanzee and bonobo iPS cells, respectively
(Fig. 3f, g). To test whether the differential L1 regulation in iPS$ cells is
specific to human L1, we measured the activity of an NHP L1 element
in iPS cells. We generated a retrotransposition-competent chimpanzee
L1-eGFP reporter element (chimp-L1) (Extended Data Fig. 5), and
observed that chimp-L1 was significantly more active in NHP than in
human iPS cells (Fig. 3h), suggesting that the decreased L1 activity in
human iPS cells is not specific to the human L1 element, and that
human iPS cells are more efficient in repressing L1 retrotransposition
than NHP iPS cells.

To analyse the contribution of endogenous A3B to the differential
L1 activity observed among primate cells, we generated human ES
and iPS cells with decreased levels of A3B (Fig. 4a and Extended
Data Fig. 4b, ). Stable short hairpin RNA (shRNA)-mediated knock-
down of A3B (shA3B) resulted in a significant increase in L1-eGFP
activity compared to scramble (shScr) control cells in human iPS cells
(Fig. 4a, b). Knockdown was specific to A3B, not affecting other
APOBECS3 proteins (Extended Data Fig. 4d-f). As expected, L1 mobi-
lity was significantly decreased in both chimpanzee and bonobo iPS
cell lines after A3B overexpression (Fig. 4c). Similarly, overexpression
of chimpanzee or bonobo PIWIL2 in NHP iPS cells reduced L1 mobi-
lity to levels detected in human iPS cells (Fig. 4d). We did not observe
differences in the levels of L1-eGFP mRNA expressed from trans-
fected L1 plasmid or in L1 promoter activity between human and
NHP iPS cells (Extended Data Fig. 4g-i). Together, these results sug-
gest that differences in A3B and PIWIL2 expression levels contribute
to higher L1 retrotransposition in NHP than in human iPS cells.

PIWIL2 repression of transposons is mediated through piRNAs>>.
Thus, we analysed the presence of PIWIL2-bound piRNAs in doxycy-
cline-inducible human iPS cells expressing Flag-tagged PIWIL2 by
immunoprecipitation and subsequent 5’ end labelling. Analysis of
PIWIL2-associated small RNAs revealed the presence of ~26-30-
nucleotide RNAs only in cells expressing Flag-PIWIL2 but not in con-
trol cells or in pulldowns with control antibody (Fig. 4e and Extended
Data Fig. 6a, b). Next, to probe for the presence of L1-targeting-
piRNAs, we characterized the small RNA populations in human iPS
cells by small RNA-seq analysis (Extended Data Fig. 6¢c, d and Sup-
plementary Tables 1 and 2). We detected 272 and 229 annotated
PpiRNAs in human iPS cell lines 1 and 2, respectively (Extended Data
Fig. 6d-f and Supplementary Table 2). In addition, we observed a
number of 26-33-nucleotide small RNAs mapping to the consensus
human-specific L1 element (L1 Homo sapiens; L1Hs) sequence (Fig. 4
and Extended Data Fig. 7a, b), including 12 and 10 of the 37 annotated
piRNAs mapping to L1Hs in piRN Abank (http://pirnabank.ibab.ac.in/)
in hiPS cell lines 1 and 2, respectively (Extended Data Figs 6e, g and
7a—c). Together, these results demonstrate the presence of piRNAs
complementary to L1Hs in human iPS cells.

We then asked whether different levels of L1 reporter mobility
between human and NHP iPS cells reflect differences in endogenous
L1 activity. First, we analysed endogenous L1 RNA levels by qPCR, and
found higher levels of endogenous L1 mRNA in chimpanzee and
bonobo than in human iPS cells (Fig. 4g and Extended Data Fig. 8a—c).
Next, we examined the number of L1 elements in human and chim-
panzee genomes to assess differences in recent L1 mobility. We did
not observe major differences in the number of L1 elements for older
families (L1PA4, L1AP3 and LIPA2; approximately 18, 12.5and 7.6 mil-
lion years old, respectively)**** (Fig. 4h). However, we did observe sig-
nificantly higher numbers of chimpanzee-specific L1 elements (L1 Pan
troglodytes; L1Pt) compared to L1Hs elements®>*°(Fig. 4h). Differences
in the expression of A3B and PIWIL2 suggest that L1 mobility may
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Figure 4 | Species-specific L1 elements are more
abundant in chimpanzee genomes than in
human genomes, correlating with decreased
levels of A3B and PIWIL2. a, Stable shRNA-
mediated knockdown of A3B (shA3B-1, shA3B-2)
or control (shScr) in human iPS cells. A3B
expression was normalized to GAPDH and shown
relative to shScr. b, L1-eGFP mobility in shA3B iPS
cells. eGFP-positive cells were quantified by FACS
analysis and shown relative to shScr control.

¢, d, Overexpression of A3B (c) and PIWIL2

(d) decreases L1-eGFP retrotransposition in NHP
iPS cells. Cells were electroporated with L1-eGFP
plus control, A3B- or PIWIL2-expressing
plasmids. L1-eGFP mobility is shown relative to
human iPS cell-1 control. e, Inmunoprecipitation
(IP) of piRNAs associated with PIWIL2 in human
iPS cells. Top, immunoprecipitation of PIWIL2
ribonucleoproteins (RNPs) from Tet-inducible
GFP and Flag-tagged PIWIL2 human iPS cells after
addition of doxycycline (dox). Bottom, [y-*P]ATP
5'-end labelling of RNA associated with Flag-
PIWIL2 RNPs. Size markers are indicated (nt,
nucleotides). f, Mapping of 26-33-nucleotide RNA
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have been altered at a relatively recent evolutionary divergence. There-
fore, using divergence as a measurement of L1 age, we estimated the
number of species-specific L1 loci, and found that the number of
chimpanzee-specific loci was significantly higher than the number of
human-specific loci (Fig. 4i and Extended Data Fig. 8d-g). This
increased number of species-specific L1 loci in chimpanzee suggests
that endogenous L1 has been more active in NHP genomes, correlating
with the decreased levels of A3B and PIWIL2.

Here we show that iPS cells from both chimpanzees and bonobos
have increased L1 mobility. Different rates of L1 activity could lead to
considerable changes in genomic structure and function, and could
potentially affect adaptation. The human population has gone through
one or more bottlenecks throughout evolution that might have con-
tributed to decreased genetic diversity””. Chimpanzees and bonobos, in
contrast, have increased levels of genetic diversity when compared to
humans?®. This idea is also supported by data showing that there is
substantially more genetic difference among individuals within chim-
panzee troops in West Africa than among all living humans®. Although
it remains unclear what the main generators of the phenotypic differ-
ences between us and our closest living relatives are (despite the
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extreme genetic similarity), we propose that L1 mobility could be
involved in differentially shaping the genomes of humans and NHPs,
providing an extra layer of variability to the latter. In fact, recent studies
have suggested that ongoing L1 retrotransposition may contribute to
inter-individual genetic variation™. In this work we also present a new
perspective on the use of iPS cell technology as a powerful tool for the
study of early stages of development and possible validation of evolu-
tionary genomic and transcriptomic modifications that identify humans
as outliers among primates. The iPS cells from great apes that we
describe here can also be used for comparative studies of any derivative
pluripotent or terminally differentiated cell types, limited solely by the
availability of differentiation protocols.

METHODS SUMMARY

Reprogramming of fibroblast was performed by transduction with retroviral vec-
tors expressing OCT4 (also known as POU5FI), MYC, KLF4 and SOX2 human
cDNAs. For RNA-seq, libraries from polyA™ RNA and small RNA were generated
using the Illumina TruSeq RNA and Small RNA TruSeq Sample Prep kits, respec-
tively, and analysed on an Illumina HiSeq 2000 sequencer. L1 reporter assays were
performed as previously described'®". Quantification of L1-derived genomic

©2013 Macmillan Publishers Limited. All rights reserved



sequences was based on Repbase defined elements annotated by RepeatMasker
(http://www.repeatmasker.org). L1 genomic positions for human (hg19, GRCh37)
and chimpanzee (panTro3, CGSC 2.1.3) genomes were downloaded from the
UCSC Genome Browser annotation database. To identify reference L1 elements
that were inserted into the genome after the last common ancestor for human and
chimpanzee, L1 elements were mapped between homologous regions of each
genome using the UCSC LiftOver tool.

Online Content Any additional Methods, Extended Data display items and Source
Data are available in the online version of the paper; references unique to these
sections appear only in the online paper.
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METHODS

Cell culture and retrovirus infection. Human ES cells HUES6 and H1, human iPS
celllines WT-33, ADRC-40 (human iPS cell lines 1 and 2 in this work, respectively)
and WT-126 were previously described®. Fibroblasts from human GM22159
(WT-9), P. troglodytes (chimpanzees: PR00818 and PR01209) and P. paniscus (bonobos:
AG05253 and PR01086) were from Coriell Cell Repositories (NJ) (Extended Data
Table 1). All fibroblasts were cultured in MEM (Invitrogen) supplemented with
10% FBS (HyClone Laboratories). Retroviral vectors expressing OCT4 (also known
as POU5F1), MYC, KLF4 and SOX2 human cDNAs from Yamanaka’s group® were
obtained from Addgene. Recombinant viruses were produced by transient trans-
fection in 293T cells, as previously described®. Two days after infection, cells were
plated on mitotically inactivated mouse embryonic fibroblasts (Chemicon) with
human ES cell medium. After 2—4 weeks, iPS cell colonies were picked manually
and directly transferred to feeder-free conditions on matrigel-coated dishes (BD)
using mTeSR1 (StemCell Technologies). Established iPS cell colonies were kept
in feeder-free conditions indefinitely, and passed using mechanical dissociation.
Embryoid-body-mediated differentiation in suspension was carried out for 10 days
in the absence of growth factors. The use of chimpanzee and bonobo fibroblast
samples was approved by the US Fish and Wildlife Service, under the permit
MA206206. Protocols describing the use of iPS and human ES cells were previously
approved by the University of California, San Diego (UCSD), the Salk Institute
Institutional Review Board and the Embryonic Stem Cell Research Oversight
Committee®'. To generate stable shA3B cells lines, HUES6, WT-33 and ADRC-40
cells were transduced with lentiviruses expressing shRNAs and selected for pur-
omycin resistance. pLKO.1-based lentiviral plasmids encoding shRNAs against
A3B (RHS3979-99216651 and RHS3979-99216658) were obtained from Open
Biosystems. Recombinant lentiviruses were produced by transient transfection
on 293T cells as previously described™.

Teratoma formation in nude mice. Around 1 X 10°-3 X 10° cells were injected
subcutaneously into the dorsal flanks of nude mice (CByJ.Cg-Foxnlnu/J) anaes-
thetized with isoflurane. Five to six weeks after injection, teratomas were dissected,
fixed overnight in 10% buffered formalin phosphate and embedded in paraffin.
Tissues were then prepared for histopathologic analysis by the UCSD Mouse
Phenotyping Services (http://mousepheno.ucsd.edu). In brief, the tissue was sec-
tioned and stained with haematoxylin and eosin. Control mice injected with
fibroblasts failed to form teratomas.

Karyotyping. Standard G-banding chromosome analysis was performed by Cell
Line Genetics. Diploid human cells with 2# = 46 chromosomes; bonobo and chim-
panzee with 2n = 48 chromosomes.

RNA extraction and RT-PCR. Total cellular RNA was extracted from ~5 X 10°
cells using the RNeasy Protect Mini kit or RNeasy Plus kit (Qiagen), according to
the manufacturer’s instructions, and was reverse transcribed using the SuperScript
III First-Strand Synthesis System RT-PCR from Invitrogen. For iPS cell markers,
cDNA was amplified by PCR using Accuprime Taq DNA polymerase system
(Invitrogen). Primer sequences are shown in Extended Data Table 1. PCR pro-
ducts were separated by electrophoresis on a 2% agarose gel, stained with ethidium
bromide and visualized by ultraviolet illumination. Total RNA samples from
human testis were obtained from Clontech. Small RNA was extracted using the
mirVana kit (Ambion).

Quantitative RT-PCR. RNA was extracted using a QITAGEN RNeasy Plus kit or
TRIzol (Life Technologies) and then retrotranscribed to cDNA with the Super-
script IIT First-Strand synthesis system (Invitrogen). qRT-PCR reactions were
carried out using SYBR Green mix (Roche) or TagMan Assays (Life Technologies)
using ABI Prism 7900HT sequence detection system (Applied Biosystems). The
primers and Tagman sets used in this work are described in Extended Data Table 1.
Data analysis was performed with SDS 2.3 software (Applied Biosystems). Primer
efficiency was verified by linear regression to the standard curve. Values were
normalized to GAPDH, HPRT or ACTB. Reactions were carried out in triplicate
and data were analysed using the comparative (AAC,) method. For A3B and
PIWIL2, RNA levels were normalized to GAPDH or ACTB and represented as
relative to iPS cell line 1. Relative A3B and PIWIL2 mRNA levels normalized to
GAPDH for each individual iPS cell line and fibroblasts are shown in Extended
Data Fig. 9. The reduced levels of A3B in NHP iPS cell were not due to an A3B
deletion polymorphism previously described in human individuals* (data not
shown). For L1 RNA qRT-PCR, values representing the average of relative levels
for L1 RNA (5" UTR, ORF1 and ORF2) were calculated and normalized to actin
mRNA levels. L1 levels are shown relative to iPS cell line 1. qRT-PCR analysis of
L1-reporter expression in iP$ cell lines transfected with L1-eGFP plasmid was
carried out 60-72 h after transfection. At this time after transfection, eGFP RNA
expressed from retrotransposed L1-eGFP will be insignificant compared to L1-
eGFP plasmid-driven expression. eGFP levels were normalized to GAPDH or
puromycin. L1-eGFP contains a puromycin expression cassette under PGK promoter
control. Thus, puromycin expression can be used as normalizer for transfection.

iPS cells from two different individuals per species were transfected, and eGFP
levels are shown relative to human iPS cells.

Plasmids. Human A3B cDNA from WT-33 and ADRC-40 iPS cells was amplified
using Phusion high-fidelity polymerase (New England BioLabs), and primers are
described in Extended Data Table 1. A3B cDNA fused to a haemagglutinin (HA)
tag was then inserted into Kpnl/Xbal-digested pcDNA3.1+ (pcDNA3-A3B) as
previously described™®. Similarly, PIWIL2 cDNAs were amplified from human and
NHP iPS cells as described above and inserted into pEF-BOS-EX using EcoRI/Sall
(ref. 36). The plasmid expressing APOBEC3G was previously described™.

RNA library generation and deep sequencing. PolyA™ RNA was fragmented
and prepared into sequencing libraries using the Illumina TruSeq RNA sample
preparation kit and analysed on an Illumina HiSeq 2000 sequencer at the UCSD
Biomedical Genomics Laboratory (BIOGEM). cDNA libraries were prepared from
four human, two chimpanzee and two bonobo iPS cell lines derived from fibro-
blasts (two clones each, except for human WT-9 and WT-126 ), and two human ES
cell lines (HUES6 and H1). Libraries were sequenced using paired-end 2X
100-bp (base pair) reads at a depth of 15-30 million reads per library (250 = 25 bp
(mean * s.d.) fragments) (Extended Data Fig. 1b). Paired end reads from all
libraries were mapped to both the human (hgl9, GRCh37) and chimpanzee
(panTro3, CGSC 2.1.3) genomes using STAR (v2.2.0c)”. To compare gene expres-
sion between human and NHP iPS cells, we first mapped paired end reads from
all libraries to both human and chimpanzee genomes and then calculated gene
expression read counts relative to human RefSeq transcripts. Owing to the lack of
annotation in the chimpanzee genome, human gene models (RefSeq) were used to
quantify gene expression. To avoid bias introduced by genome insertions and
deletions, only reads mapping to both the human and chimpanzee genomes
uniquely were used from each sample when comparing gene expression values
(~4% of reads mapped to only one genome per sample). To calculate gene express-
ion, read counts in the exons of RefSeq transcripts where calculated using
HOMER®. Gene expression clustering was carried out using Gene Cluster 3.0
and visualized with Java Tree View”*. EdgeR was used to identify differentially
expressed genes comparing human samples with NHPs, and pairwise between
bonobo, chimpanzee and human*'. Functional enrichment analysis was restricted
to differentially expressed coding genes with false discovery rates less than 5% and
a fold change greater than twofold. We further restricted genes to contain an
average of ten normalized reads across sample groups to remove genes with very
low expression. Gene Ontology functional enrichment for biological processes
(level 2) was carried out using DAVID*’, Homo sapiens whole genome was set
as background.

Small RNA library generation and deep sequencing. Small RNA (15-40-
nucleotide) libraries were prepared using the Illumina TruSeq Small RNA sample
preparation kit and analysed on an Illumina HiSeq 2000 sequencer at the Beijing
Genomics Institute. Libraries were sequenced using single-end reads at a depth of
15-25 million reads per library. Adaptor sequences were clipped from the 3" end of
each read and then aligned to the human (hg19, GRCh37) genome or to the L1Hs
consensus sequence (Repbase*’) using Bowtie2 (v4.1.2)*. Reads aligning to miRBase-
defined microRNA transcripts were quantified using HOMER. Matches to prev-
iously identified human piRNAs were restricted to small RNAs with lengths
between 26 and 33 nucleotides with 5" ends within 2 nucleotides of previously
identified piRNA 5’ ends based on piRNABank (http://pirnabank.ibab.ac.in/)*.
L1 retrotransposition. Reporter L1 elements are tagged with a reporter gene
(eGFP or firefly luciferase) such that only cells that complete a round of retro-
transposition will express the reporter gene*. Three L1 reporter plasmids were
used in this work. L1-eGFP'** was previously described and was a gift from J. V.
Moran. L1-luciferase-tagged plasmids (pYX014 and pYX017)" were obtained
from W. An. In pYX014, L1 is regulated by its native promoter (5" UTR) and,
in pYX017, by the heterologous promoter CAG. pYX014 and pYX017 plasmids
contain a Renilla luciferase expression cassette that allows for control of transfec-
tion efficiency. L1 assays in 293T cells were carried out as previously described’.
293T cells were transfected with L1 reporter plasmid together with control plasmid
or plasmids expressing A3B, A3G or PIWIL2 using polyethylenimine (PEI). L1-
luciferase retrotransposition was measured by quantification of luciferase activity
using the Dual-Glo luciferase reporter assay (Promega) and normalized to Renilla
luciferase. L1-luciferase inhibition in the presence of A3B or PIWIL2 was inde-
pendent of the promoter driving L1 expression (data not shown). Inhibition levels
of L1 retrotransposition by A3B and PTWIL2 were comparable between the three
L1 reporter plasmids used in this study.

Plasmid transfections of iPS cells were performed by electroporation of L1-eGFP
plasmid following the manufacturer’s instructions (Lonza/Amaxa Nucleofactor,
Kit V). The cells were then cultured under normal conditions for 10 days and the
percentage of retrotransposition was measured by FACS of eGFP-positive cells.
Electroporation efficiency of the L1-eGFP plasmid in human and NHP iPS cell was
controlled by transfecting a cassette expressing eGFP and analysed by FACS after

©2013 Macmillan Publishers Limited. All rights reserved


http://mousepheno.ucsd.edu
http://pirnabank.ibab.ac.in

48 h. Human and NHP iPS cell lines had similar transfection efficiency rates. To
test the effect of A3B and PIWIL2 overexpression on L1 activity in NHP iPS cells,
human A3B and human, chimpanzee or bonobo PIWIL2 cDNAs were electro-
porated. All experiments were performed at least three times independently. L1
mobility assays are shown as relative value compared to control plasmid transfec-
tions or human iPS$ cell line 1 and represented as mean = s.e.m. of at least three
independent experiments.
Identification and cloning of a retrotransposition-competent chimpanzee L1.
To clone an intact L1 and generate a chimpanzee L1-eGFP reporter plasmid, we
followed a modification of the strategy previously described*®. Intact L1Pt ele-
ments were identified in the chimpanzee genome (CSAC 2.1.4/panTro4, UCSC)
through Blat and L1Xplorer analyses®. Among the identified intact full-length
L1Pt elements, we amplified the L1 element located in chromosome 7:11771100—
11777132 of the chimpanzee genome from 0.2 ng of genomic DNA extracted from
chimpanzee iPS cell 1. Primers were designed to match unique sequences flanking
5" and 3’ of the L1Pt and PCR reactions were performed using Phusion High-
Fidelity polymerase (NEB). PCR product was sequenced to confirm intactness
(Extended Data Fig. 5). A second PCR was performed using the first PCR product
as template to introduce a Notl site upstream of the 5" end of L1Pt. The second
PCR product was digested with NotI/BstZ17I (New England Biolabs) and inserted
into Notl/BstZ171-digested pL1-eGFP replacing the human-L1 element to gen-
erate L1IN71 using the Rapid Ligation kit (Roche). L1IN71 contains a full-length
L1Pt element tagged with the eGFP retrotransposition reporter cassette. Primers
used for cloning L1IN71 are show in Extended Data Table 1.
L1 promoter activity. Human and chimp L1 promoters (L1 5" UTR) were amp-
lified by PCR from L1-eGFP and L1IN71 plasmids, and inserted into Xhol/HindIII
digested pGL4.10 (Promega) upstream firefly luciferase cDNA (L1 5" UTR plas-
mids). To quantify L1 promoter activity, L1 5" UTR plasmids were co-transfected
into human and NHP iPS cell lines with a plasmid expressing Renilla luciferase.
Seventy-two hours after transfection, luciferase activity was quantified and firefly
luciferase signal was normalized to the Renilla luciferase signal. Results are shown
as relative to human L1 5" UTR activity in human iPS cells. Two iPS cell lines from
different individuals (iPS cell 1 and 2) per species were transfected. Primers used
for cloning L1 5" UTRs are show in Extended Data Table 1.
Quantification of reference genome-encoded L1 insertions. Quantification of
L1-derived genomic sequences was based on Repbase defined elements annotated
by RepeatMasker (http://www.repeatmasker.org). L1 genomic positions for
human (hgl9, GRCh37) and chimpanzee (panTro3, CGSC 2.1.3) genomes were
downloaded from the UCSC Genome Browser annotation database®. Owing to
the large number of unfinished gaps in the chimpanzee genome assembly greater
than 2 kilobases (kb) in size, only truncated L1 elements between 100 bp and 1 kb
in length were considered in this analysis. Most of these represented the 3" end of
L1 elements. L1 elements were separated based on their annotation as LIHS, L1Pt,
L1PA2, LIPA3 or L1PA4 and were plotted as a histogram relative to their diver-
gence values, which indicates the fractions of nucleotides that are mutated relative
to the consensus element for each family. To estimate the variability of L1 coverage
across the genome, each genome was fragmented into 1 megabase (Mb) sections
and then was randomly sampled in ten separate groups to calculate the standard
deviation in number of L1 elements across different regions of the genome. A
strong concentration of L1 elements in a few specific regions of the genome would
result in a very high variance between groups, whereas uniform insertion across
the genome would result in a low variance. This standard deviation between each
sampling was reported as a function of divergence for each class of L1 elements.
To identify reference L1 elements that were inserted into the genome after the
last common ancestor for human and chimpanzee, L1 elements were mapped
between homologous regions of each genome using the UCSC LiftOver tool. If
an element failed to map between genomes, the 100 bp regions immediately upstream
and downstream of the L1 element were also mapped between genomes using the
LiftOver tool. If the upstream and downstream regions both mapped to the other
genome, then the L1 element was mostly likely a result of a recent insertion. If only
one or neither of the upstream and downstream regions mapped between gen-
omes, the region was more likely to be the result of a genomic duplication or
deletion and was discarded from the analysis. Error bars (s.d.) represent the differ-
ences in L1 density based on the sampling of different genomic regions and
represents the variability of L1 coverage across the genomes.
Immunocytochemistry. Cells were fixed in 4% paraformaldehyde and then per-
meabilized with 0.5% Triton X-100 in PBS. Cells were then blocked in 5% donkey
serum for 1h before incubation with primary antibody overnight at 4 °C. After
three washes with PBS, cells were incubated with secondary antibodies conjugated
to fluorophors (Jackson Immuno Research) for 1h at room temperature.
Fluorescence was detected using a Zeiss inverted microscope.
Immunoblotting. Immunoblotting was performed as previously described™. Cell
pellets were lysed in lysis buffer supplemented with Complete protease inhibitor
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cocktail (Roche) for 30 min on ice®. Protein concentrations from whole cell lysates
were quantified by BCA assay (Bio-Rad). Proteins were separated in 4-12%
Acrylamide Bis-Tris NuPage gels in MOPS buffer (Invitrogen) and transferred
onto Hybond nitrocellulose membranes (Amersham Biosciences).

Antibodies. Primary antibodies used in this study were: Tra-1-81 (1:100, Millipore,
MAB4381), Nanog (1:500, R&D Systems, AF1997), APOBEC3B (D-15) (1:500,
Santa Cruz, sc-86289), PIWIL2 (1:1,000, R&D Systems, AF6558), GFP (1:200,
Molecular Probes-Invitrogen, A-6455), Flag (1:1,000 Sigma, F7425) and HA
(1:1,000 Covance, MMS-101R). All secondary antibodies were purchased from
Jackson ImmunoResearch.

PIWIL2 RNPs immunoprecipitation and end labelling. Tetracycline-inducible
human iPS cells expressing flag-tagged PIWIL2 were generated by transduction
with lentiviruses (Lv)*'. Cells were first transduced with an Lv-expressing tetra-
cycline transactivator rtTA (LvXEtO). After 10 days of culture in growth media
with neomycin (neo), neo-resistant colonies were then transduced with a lentivirus
expressing Flag-PIWIL2 under the control of a tetracycilne-inducble promoter
(LvXTP-FlagPTWIL2) and selected for resistance to puromycin. For PFTWIL2 RNP
immunoprecipitation, ~3 X 10" human iPS cells were treated with doxycycline for
72h, and pelleted cells were resuspended in 1 ml lysis buffer 1 (20 mM Tris-HCl,
pH7.4,150 mM NaCl, 1 mM MgCl,, 0.5% NP40, 1% glycerol, 1 mM dithiothreitol
(DTT), 0.1 Upl~" RNase inhibitor (Ambion), Complete EDTA-free protease
inhibitor (Roche)). Cell lysates were cleared by centrifugation at 20,000g for 20 min
at 4 °C. Cleared lysates were incubated with EZview Red FLAG M2 Affinity Gel
(Sigma) for 3h at 4°C and washed five times with wash buffer (lysis buffer 1
without glycerol). Co-immunoprecipitated RNAs were extracted with Trizol, fol-
lowed by precipitation with isopropanol and glycogen (Ambion). Isolated RNA
was 5' labelled with [y-**P]ATP using T4 polynucleotide kinase (NEB), resolved
on 15% PAGE TBE urea gels along with radiolabelled Decade size marker
(Ambion) and visualized in a Typhoon phosphorimager (Amersham Biosciences).
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sample in RNA-seq and gene

a
Species Sex Name/Source
Homo sapiens Female hES HUES6 / (HSCI) Embryonic Stem Cell
Homo sapiens Male hES H1 / (WiCell) Embryonic Stem Cell
Homo sapiens Female WT-33 (iPS1*) / Fibroblast (Marchetto et. al Cell 2010)
Homo sapiens Male ADRC-40 (iPS2*) / Fibroblast (Marchetto et. a/ Cell 2010)
Homo sapiens Male GM22159 (WT-9* iPS) / Fibroblast (Coriell Cell Repositories)
Homo sapiens Male WT-126 (iPS) / Fibroblast (Marchetto et. a/ Cell 2010)
Pan paniscus (Bonobo, pigmy chimp) Male PR01086 (iPS1*) / Fibroblast (Coriell Cell Repositories)
Pan paniscus (Bonobo, pigmy chimp) Male AG05253 (iPS2*) / Fibroblast (Coriell Cell Repositories)
Pan troglodytes (Chimpanzee) Male PR01209 (iPS1*) / Fibroblast (Coriell Cell Repositories)
Pan troglodytes (Chimpanzee) Female PR00818 (iPS2*) / Fibroblast (Coriell Cell Repositories)
* nomenclature used in this study
c
Gene Ontology Term Count PValue Benjamini
0007154:cell communication 91 4.72x10° 9.39 x10°
0007610:behavior 60 361x107  3.59x10°
RNA-Seq Samples Map{’;:lgead 0007155:cell adhesion 80  3.81x1 0:; 252 x1 o::
- 0042221:response to chemical stimulus 124 1.73 x10 8.61 x10
Human WT-33 iPS1 A 25430637 ) ) ) 6 "
0051239:regulation of multicellular organismal process 94 9.70 x10 3.86 x10
Human WT-33 iPS1 B 13839658 0009605:response to external stimulus 89 534 x10° 1.77 x10°
Human ADRC-40 iPS2 A 30337397 ) ) 5 3
Human ADRC-40 iPS2 B 02682712 0007275:mu|t|c§llular orgarTlsn?al development 230 5.70 x1 0_5 1.62 x1 0_3
0032879:regulation of localization 64 8.96 x10 2.23 x10
Human WT-126 iPS . 0048856:anatomical structure development 202 2.55 x1 o'4 4.60 x1 o'3
Human GM22159 (WT-9) iPS 25613490 ) ) , ) 4 3
. 0065008:regulation of biological quality 126 3.67 x10 6.08 x10
Bonobo PR01086 iPS1 A 13137905
Bonobo PR01086 iPS1 B 15666314 d
Bonobo AG05253 iPS2 A 11520455 Gene Ontology Term Count PValue Benjamini
Bonobo AG05253 iPS2 B 62143394 0006323:DNA packaging 13 5.89 x10° 6.76 10"
Chimp PR01209 iPS1 A 22705535 0007586:digestion 11 7.14x10°  4.96x10™
Chimp PR01209 iPS1 B 10917561 0008037:cell recognition 8 1.06x102  4.94x10"
Chimp PR00818 iPS2 A 24052999 0022414:reproductive process 48 1.44 x10° 5.00 x10™"
Chimp PR00818 iPS2 B 28197740 0006950 response to stress 94 1.58x102  4.56 x10
Human ES HUES6 26114155 0009605:response to external stimulus 54 291x102  6.10x10"
Human ES H1 29868106 0051093:negative regulation of developmental process 19 414x10%  6.84x10"
Human NPC (derived from HUES6) 26814443 0009791 :post-embryonic development 8 434x10%2  653x10"
0042445:hormone metabolic process 10 467x102 637 x10™
0050878:regulation of body fluid levels 12 5.02x102 6.26 x10”"

Extended Data Figure 1 | Cell lines used, number of mapped reads per
ontology enrichment analysis for
differentially expressed genes. a, Origin of iPS cells used or generated in this

cells. d, Top 10 enriched GO terms for genes highly expressed in NHP versus
human iPS cells. GO analysis was restricted to differentially expressed protein-
coding genes (FDR < 0.05 and fold change > 2). GO enrichment for biological

study. b, Total number of mapped reads per sample in RNA-seq. ¢, d, Gene
ontology (GO) enrichment analysis of differentially expressed genes. ¢, Top 10
enriched GO terms for genes with higher expression in human versus NHP iPS

processes (level 2) was performed using DAVID. Figure shows GO term,
number of genes (count), and P values for EASE score and Benjamini

adjustment.
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Extended Data Figure 2 | Amino acid alignment of A3B and PTWIL2. between human and NHP proteins. b, Alignment of PIWIL2 showing >98%
a, b, Protein sequences of human, chimp and bonobo A3B (a) or PIWIL2 identity between human and NHP proteins.

(b) were aligned using ClustalW. a, Alignment of A3B showing >93% identity
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Extended Data Figure 3 | mRNA levels of APOBEC3 and PIWI-like protein
family members in iPS cells. a, Comparative analysis of PIWIL2 mRNA levels.
qRT-PCR analysis of PIWIL2 mRNA levels in human testis, human iPS$ cell
lines, and available fibroblasts from which the iPS cell lines were derived.
mRNA levels were normalized to GAPDH and shown relative to human testis
(mean = s.e.m.; n = 3 biological replicates). Compared to testis, PITWIL2 levels
are 20-40 fold lower in iPS cells and ~1,100-fold lower in fibroblasts.

b, ¢, Quantification of mRNA levels of APOBEC3 and PIWI-like family
members in human and NHP iPS cells by RNA-seq. Increased mRNA levels in
human iPS cells are restricted for APOBEC3B and PIWIL2. y axes in b and

¢ denote the reads per kilobase per million mapped reads (RPKM).
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Extended Data Figure 4 | L1 reporter activity in iPS cells. a, L1
retrotransposition reporter system. The L1-reporter plasmid contains a
retrotransposition-competent human L1 element and carries either an eGFP or
a luciferase reporter construct in its 3" UTR region. The reporter gene is
interrupted by an intron in the same transcriptional orientation as the L1
transcript. This arrangement ensures that eGFP/luciferase-positive cells will
arise only when a transcript initiated from the promoter driving L1 expression
is spliced, reverse transcribed, and integrated into chromosomal DNA, thereby
allowing expression of the reporter gene from a heterologous promoter.

b-f, Efficient A3B knockdown in human ES and iPS cells. b, Stable shRNA-
mediated knockdown of A3B in human ES cells (HUES6) using lentivirus
expressing different stRNAs against A3B (shA3B-1 and shA3B-2) or
scrambled control (shScr). Levels of A3B expression were normalized to
GAPDH and shown relative to shScr (mean =* s.e.m.; n = 3 biological
replicates). ¢, Western blot confirming stable A3B knockdown in human ES
cells. d—f, shRNA-mediated knockdown in human ES cells (HUES6) and iPS
cell lines 1 and 2 (WT-33 and ADRC-40 , respectively) was specific for A3B.

Chimp

Bonobo

& &
§ §
£ kS

g-h, QRT-PCR analysis of plasmid expression in iPS cell lines transfected with
L1-eGFP plasmid. Total RNA samples were obtained 60-72 h after
transfection. L1 plasmid expression was normalized to GAPDH (g) or
puromycin (h). L1-eGFP contains a puromycin expression cassette under PGK
promoter control. Thus, puromycin expression was used as normalizer for
transfection. iPS cells from two different individuals per species were
transfected, and eGFP levels are shown as relative to human iPS cells. No
significant differences were observed for L1 plasmid expression between
human and NHP iPS cell lines (mean * s.e.m.; n = 3 biological replicates).

i, Relative L1 5" UTR promoter activity. Human and chimp L1 promoters (L1 5’
UTR) controlling firefly luciferase were transfected into human and NHP iPS
cell lines. Renilla luciferase was co-transfected as control. Luciferase activity was
quantified as firefly luciferase units relative to Renilla luciferase units. Results
are shown as normalized to human L1 5" UTR activity in human iPS cell. iPS
cells from two different individuals per species were transfected. No significant
differences were observed for L1 promoter activities between human and NHP
iPS cell lines (mean * s.e.m.; n = 4 biological replicates).
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a 5
DOX-inducible Flag-PIWIL2
g Number of mapped reads and piRNAs mapped per sample for small RNA-seq
-+ - - + + Dox
pl Total Mapped Reads
Human iPS1 17787803
. — —— Human iPS2 20057883
a — [e—PIWIL2
| Sampl Total 26-33 nt Reads* Unique positions
input HA Flag HA Flag IP-Antibody Human iPS1 5332430 311300
Human iPS2 4610072 200360
DOX-inducible Flag-PIWIL2
; mpl - i *
b oHA aFlag IP antibody | Samp e Total 26-33 nt Reads mapping to L1Hs
Human iPS1 2348
Human iPS2 2453
30 nt * 2 mismatches allowed.
piRNAS _ _ _
Annotated piRNAs (piRNABank) mapping to the human genome detected by RNA-seq:
hiPS1: 272
hiPS2: 229
(181 in common)
20 nt 4 5 :
Annotated piRNAs (piRNABank) mapping to consensus L1Hs detected by RNA-seq:
hiPS1: 12
hipS2: 10
(7 in common)
<
% 1
0.35 1 T
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o
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5 08
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g ©
o
5 0.2 q g 06
c -3
-]
S 0.15 a 0.5
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Q
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@
Sequence Length 3 0 4
N -100-90 -80 -70 -60 -50 -40 -30 -20-10 O 10 20 30 40 50 60 70 80 90 100
Distance from 5' end of annotated piRNA
| Position on L1Hs | strand |
| piRNA | Hits
| read sequence | Seq.tagnumber |#reads |
hiPS1 hiPS2
L1HS 64 - 45 -
TCGCTCACGCTGGGAGCTGTAGACCGGAGE hsa_piR_005007 874 TAGACCGGAGCTGTTCCTGTTCGGCCATC hsa_piR_022583 34
1490804-1 2 1369109-0 2
64 - as -
~TCGCTCACGCTGGGAGCTGTAGACCGGAGC hsa_piR_005007 874 ~TAGACCGGAGCTGTTCCTGTTCGGCCATC hsa_piR_022583 34
1464559-1 2 1220289-2 3
L1HS 64 - L1HS 64 -
—TCGCTCACGCTGGGAGCTGTAGACCGGAGE hsa_piR_005007 874 TCGCTCACGCTGGGAGCTGTAGACCGGAGE hsa_piR_005007 874
1708895-0 1 1582539-0 >
L1HS 64 - L1HS 394 -
~TCGCTCACGCTGGGAGCTGTAGACCGGAGC hsa_piR_005007 874 PGCTAGCAATCAGCGAGATTCCGTGGGC hsa_piR_011495 438
1694268-0 1 ~GCTAGCAATCAGCGAGATTCCGTGGGC t107811-4 5
L1HS 394 - L1HS 394 -
TGCTAGCAATCAGCGAGATTCCGTGGGC hsa_piR_011495 438 ‘PGCTAGCAATCAGCGAGATTCCGTGGGC hsa_piR_011495 438
1082439-1 7 1311793-1 2
L1HS 394 - L1HS 394 -
TGCTAGCAATCAGCGAGATTCCGTGGGC hsa_piR_011495 438 ==TGCTAGCAATCAGCGAGATTCCGTGGGC hsa_piR_011495 438
1491030-0 2 1094873-0 5
L1HS 394 - L1HS 394 -
TGCTAGCAATCAGCGAGATTCCGTGGGC hsa_piR_011495 438 ~~TGCTAGCAATCAGCGAGATTCCGTGGGC hsa_piR_011495 438
1321643-1 3 1133798-2 4
L1HS 887 - L1HS 887 -
TGGTCTTTGATGATGGTGATGTACAGA hsa_piR_014658 2842 TGGTCTTTGATGATGGTGATGTACAGA hsa_piR_014658 2842
==GTATT 1199191-3 4 1517608-0 1
L1HS 1378 + L1HS 1379 +
TCTACGTCTGATTGATGTACCTGAAAGTGA hsa_piR_005263 21 CTACATCTGATTGGTGTACCTGAAAGTGA hsa_piR_017002 827
1523911-0 2 1647191-0 1
L1HS 1379 + L1HS 2075 +
CTACATCTGATTGGTGTACCTGAAAGTGA hsa_piR_017002 827 TGGATAAAGAGTCAAGACCCGTCAGTGTGC hsa_piR_012728 29
1523911-0 1096174-3 5
L1HS 2075 + L1HS 3224 -
TGGATAAAGAGTCAAGACCCGTCAGTGTGC hsa_piR_012728 29 TCTGATGGTAGTTTGTGTTTCTGTGGG hsa_piR_005691 121
1275379-2 3 1313216-0 2
L1HS 3224 - L1HS 3473 -
TCTGATGGTAGTTTGTGTTTCTGTGGG hsa_piR_005691 121 ‘TAGTTTCAGAAGGAATGGTACCAGCTCC hsa_piR_001450 3792
1436256-0 2 1215966-1 -}
L1HS 5067 + L1HS 5067 +
TCAGAGTGAACAGGCAACCTACAAAATGG hsa_piR_002528 4397 ~=~TCAGAGTGAACAGGCAACCTACAARATGG hsa_piR_002528 4397
1542528-0 2 1393412-1 2
L1HS 5254 - LI1HS 5518 -
~TTGGCTGCATAGATGTCTTCTTTTGAGAAGT hsa_piR_018467 229 AGTAATGGGATTGCTGGGTCAAATGGTA hsa_piR_001104 4409
1296674-2 3 1340964-1 3
L1HS 5254 -
~-TTGGCTGCATAGATGTCTTCTTTTGAGAAGT hsa_piR_018467 229
1172031-0 4
L1HS 5296 -
TCTCTGATGGCCAGTGATGATGAACGTTTT hsa_piR_005541 2
TTTT 1436262-0 2
L1HS 5296 =
~TCTCTGATGGCCAGTGATGATGAACGTTTT hsa_piR_005541 »
1620927-0 1
L1HS 5296 -
~TCTCTGATGGCCAGTGATGATGAACGTTTT hsa_piR_005541 2
1122731-3 5
L1HS 5634 -
==TTGATGGACATTTGGGTTGGTTCCAAGTC hsa_piR_018145 3262
CATTTTTGGACATTTGGGTTGGTTCCAAGTC 1229813-2 4
L1HS 5802 +
TAGGTGGGAATTGAACAATGAGATCA hsa_piR_023244 3911
1470098-0 2
L1HS 5802 +
TAGGTGGGAATTGAACAATGAGATCA hsa_piR_023244 3911
1201215-1 4
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Extended Data Figure 6 | Immunoprecipitation of piRNAs associated with
PIWIL2 in human iPS cells and annotated piRNAs mapping to consensus
L1Hs in iPS cells. a, Immunoprecipitation of PIWIL2 RNPs using Flag-tag
antibodies from Tet-inducible Flag-tagged PIWIL2 human iPS cells after
addition of doxyclycine to the culture media. HA-tag antibody was used as
control. b, [y-**P]ATP end-labelling of RNAs associated with Flag-PTWIL2
RNPs. Signal in the piRNAs size range is detected only in anti-Flag but not in
control antibody anti-HA immunoprecipitates. ¢, Size distribution of RNA
reads detected by small RNA-seq from small RNAs samples extracted from

LETTER

human iPS cell lines. d, Number of mapped reads per sample in small RNA-seq.
e, Number of annotated piRNAs (piRNAbank) detected by RNA-seq in human
iPS cells 1 and 2. f, Characterization of 5’ end of piRNAs detected in human iPS
cells relative to annotated piRN As. Read count distribution relative to piRNA 5’
ends (piRNAbank). g, Sequences of annotated piRNAs (piRNAbank) mapping
to consensus L1Hs detected in human iPS cells 1 and 2. The 26-33-nucleotide
RNA reads from human iPS cell lines 1 and 2 characterized by RNA-seq are
aligned to annotated piRNAs mapping to the consensus L1Hs sequence.
Analysis of mapping sequences was performed allowing two mismatches.
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Extended Data Figure 7 | Mapping of 26-33-nucleotide RNAs in human characterized by small RNA-seq mapped to L1Hs. ¢, Similar analysis as in b of
iPS cells to consensus L1Hs. a, Mapping of annotated piRNAs (piRNAbank) ~ENCODE data for small RNAs from H1 cells. Positive and negative values
detected by RNA-seq from human iPS$ cell lines to the consensus sequence for  indicate sense (+) and antisense (—) piRNAs, respectively. Schematic

L1Hs (from Repbase). All annotated piRNAs (piRNAbank) complementary to  representation of the L1Hs element is shown (top). y axes represent read counts
L1Hs are indicated (black bars). b, Total 26-33-nucleotide RNA reads normalized to 107 reads per experiment.
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Extended Data Figure 8 | Higher levels of endogenous L1 RNA and recent
species-specific L1 elements in chimpanzee. a, Scheme of amplicons mapped
to the L1Hs consensus sequence. Six primer pairs (two per region) were used for
quantification of 5" UTR, ORF1 and ORF2. The primers were designed to
recognize both species-specific and common families. b, Positions of the
amplicons in L1Hs consensus sequence and the number of i silico PCR hits on
the human and chimp genomes. ¢, QRT-PCR analysis using primers for
different regions of L1 element show higher levels of L1 RNA in NHP iPS cells
regardless of the L1 region tested: 5" UTR, ORF1 and ORF2 (mean * s.e.m.;

n = 3 biological replicates; *P < 0.01 between indicated groups, t-test).

d-g, Quantification of L1 elements in human and chimpanzee genomes using a
population divergence model. Number of L1 elements found in the human and
chimpanzee genomes for families: LIPA4 (d), L1IPA3 (e), LIPA2 (f) and L1Pt
and L1Hs (g) plotted as a histogram relative to their divergence (number of
mutations relative to the canonical element). The standard deviation describes
the differences in L1 density based on the sampling of different genomic regions
and represents the variability of L1 coverage across the genomes (see Methods).
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Extended Data Figure 9 | Relative A3B and PIWIL2 mRNA levels in iP$ were derived. mRNA levels were normalized to GAPDH and shown relative to
cells and fibroblasts. Relative expression of A3B (a) and PIWIL2 (b) inhuman  human iPS cell line 1.
and NHP iPS cell lines, and the available source fibroblasts from which iPS cells
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Extended Data Table 1 | List of primers used in this study

Primers Sequence Use
Nanog-F 5- CCTATGCCTGTGATTTGTGG -3’ PCR
Nanog-R 5- CTGGGACCTTGTCTTCCTTT -3’ PCR
AFP-F 5'- AAAAGCCCACTCCAGCATC -3 PCR
AFP-R 5'- CAGACAATCCAGCACATCTC -3’ PCR
Musashi-F 5- AAAGGAGGTGATGTCGCCAA -3 PCR
Musashi-R 5- TGGTCCGTAGGCAGTGAGA -3’ PCR
Brachyury-F 5- GCCCTCTCCCTCCCCTCCACGCACAG -3’ PCR
Brachyury-R 5- CGGCGCCGTTGCTCACAGACCACAGG -3’ PCR
B-Actin-F 5'- TGTTTTCTGCGCAAGTTAGGTTTT -3' PCR
B-Actin-R 5'- GCCGACAGGATGCAGAAGGAGAT -3' PCR
APOBEC3B (20-40) 5'-GCGGGACAGGGACAAGCGTAT-3' Cloning
APOPEC3B (1250-1228) 5'-CTGCTCAACCCAGGTCTCTGCCT-3' Cloning
APOBEC3B (19-41) 5'-AGCGGGACAGGGACAAGC GTATC-3' Cloning
APOBEC3B(1309-1288) 5'-AGCTGGAGATGGTGGTGAACGG-3' Cloning
LiPtch7 T1F 5-TTGCAGGTACTCTGAGCTTCAC-3’ Cloning
L1Ptch7 11 R 5-AAGGAGAAGCACCTGCATGA-3’ Cloning
Not-L1 F 5-ATAAGAATGCGGCCGCGGGGGAGGAGCCAAGATG-3 Cloning
XholNotl L1 5UTR 5-CCGCTCGAGCGGCCGCGGGGGAGGAG-3’ Cloning
L1 SUTRHIndIIATG 5-TTTTTAAGCTTCCATCTTTGTGGTTTTATCTAC-3” Cloning
APOBEC3B-F 5-CGCCAGACCTACTTGTGCTAT-3' gPCR
APOBEC3B-R 5-CATTTGCAGCGCCTCCTTAT-3 gPCR
GAPDH-F 5- CATGTTCCAATATGATTCCACC-3’ gqPCR
GAPDH-R 5'- CTCCACGACGTACTCAGCG-3 gPCR
PIWIL2-F 5'- TTGTGGACAGCCTGAAGCTA -3' gPCR
PIWIL2-R 5'- CCATCAGACACTCCATCACG -3' qPCR
L1 5UTR set1-R 5-AAGATGGCCGAATAGGAACA-3’ gPCR
L1 5UTR set1-R 5-GATGAACCCGGTACCTCAGA-3’ gqPCR
L1 5UTR set2-R 5-GAGATCTGAGAACGGGCAGA-3’ qPCR
L1 5UTR set2-R 5-AGCTGCAGGTCTGTTGGAAT-3’ gPCR
L1 ORF1 set1-F 5-GCTACGGGAGGACATTCAAA-3’ gPCR
L1 ORF1 set1-R 5-TTCAGCTCCATCAGCTCCTT-3’ qPCR
L1 ORF1 set2-F 5-ATGAGCAAAGCCTCCAAGAA-3’ gPCR
L10ORF1 set2-R 5-TTCTCCCCATCACTTTCAGG-3’ gPCR
L1 ORF2 set1-F 5-TGACAAACCCACAGCCAATA-3’ gPCR
L1 ORF2 set1-R 5-CCCTGTCTTGTGCCAGTTTT-3' gPCR
L1 ORF2 set2-F 5'-TGGAGGCATCACACTACCTG-3' gPCR
L1 ORF2 set2-R 5'-ATGCGGCATTATTTCTGAGG-3' qPCR
Actin-F 5'- TACAATGAGCTGCGTGTGG-3' gPCR
Actin-R 5'- TAGCACAGCCTGGATAGCAA-3' gPCR
GFP F2 5'- GGGTGTTCTGCTGGTAGTGG-3' gqPCR
GFP R2 5'- TATATCATGGCCGACAAGCA-3' gPCR
PURO F 5'- CTCGACATCGGCAAGGTGTG-3' gPCR
PURO R 5'- GCCTTCCATCTGTTGCTGCG-3' gqPCR
APOBEC3A TagMan Assay (Life Technologies) Hs00377444 gPCR
APOBEC3B TagMan Assay (Life Technologies) Hs00358981 qPCR
APOBEC3C TagMan Assay (Life Technologies) Hs00828074 qPCR
APOBEC3D TagMan Assay (Life Technologies) Hs00537163 gPCR
APOBEC3F TagMan Assay (Life Technologies) Hs01665324 qPCR
APOBEC3G TagMan Assay (Life Technologies) Hs00222415 qPCR
APOBEC3H TagMan Assay (Life Technologies) Hs00962174 qPCR
PIWIL2 TagMan Assay (Life Technologies) Hs01032720 qPCR
GAPDH TagMan Assay (Life Technologies) Hs03929097 qPCR
HPRT TagMan Assay (Life Technologies) Hs01003267 qPCR
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