In Breakthrough, Scientists Edit a
Dangerous Mutation From Genes in
Human Embryos
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Scientists for the first time have successfully edited genes in human embryos
to repair a common and serious disease-causing mutation, producing
apparently healthy embryos, according to a study published on Wednesday.
The research marks a major milestone and, while a long way from clinical
use, it raises the prospect that gene editing may one day protect babies from a
variety of hereditary conditions. But the achievement is also an example of
human genetic engineering, once feared and unthinkable, and is sure to renew
ethical concerns that some might try to design babies with certain traits, like
greater intelligence or athleticism.
Scientists have long feared the unforeseen medical consequences of
making inherited changes to human DNA. The cultural implications may be
just as disturbing: Some experts have warned that unregulated genetic
engineering may lead to a new form of eugenics, in which people with means
pay to have children with enhanced traits even as those with disabilities are
devalued.

The study, published in the journal Nature, comes just months after a
national scientific committee recommended new guidelines for modifying
embryos, easing blanket proscriptions but urging the technique be used only
for dire medical problems.
“We’ve always said in the past gene editing shouldn’t be done, mostly because
it couldn’t be done safely,” said Richard Hynes, a cancer researcher at the
Massachusetts Institute of Technology who co-led the committee. “That’s still
true, but now it looks like it’s going to be done safely soon,” he said, adding
that the research is “a big breakthrough.”
“What our report said was, once the technical hurdles are cleared, then
there will be societal issues that have to be considered and discussions that are
going to have to happen. Now’s the time.”
Scientists at Oregon Health and Science University, with colleagues in
California, China and South Korea, reported that they repaired dozens of
embryos, fixing a mutation that causes a common heart condition that can
lead to sudden death later in life.
If embryos with the repaired mutation were allowed to develop into
babies, they would not only be disease-free but also would not transmit the
disease to descendants.
The researchers averted two important safety problems: They produced
embryos in which all cells — not just some — were mutation-free, and they
avoided creating unwanted extra mutations.
“It feels a bit like a ‘one small step for (hu)mans, one giant leap for
(hu)mankind’ moment,” Jennifer Doudna, a biochemist who helped discover
the gene-editing method used, called CRISPR-Cas9, said in an email.
“I expect these results will be encouraging to those who hope to use
human embryo editing for either research or eventual clinical purposes,” said
Dr. Doudna, who was not involved in the study.
Much more research is needed before the method could be tested in
clinical trials, currently impermissible under federal law. But if the technique
is found to work safely with this and other mutations, it might help some
couples who could not otherwise have healthy children.
Potentially, it could apply to any of more than 10,000 conditions caused
by specific inherited mutations. Researchers and experts said those might
include breast and ovarian cancer linked to BRCA mutations, as well as
diseases like Huntington’s, Tay-Sachs, beta thalassemia, and even sickle cell
anemia, cystic fibrosis or some cases of early-onset Alzheimer’s.

“You could certainly help families who have been blighted by a horrible
genetic disease,” said Robin Lovell-Badge, a professor of genetics and
embryology at the Francis Crick Institute in London, who was not involved in
the study.
“You could
quite imagine that in
the future the
demand would
increase. Maybe it
will still be small, but
for those individuals
it will be very
important.”
The researchers
also discovered
something
unexpected: a
previously unknown
way that embryos
repair themselves.
In other cells in
the body, the editing
process is carried out
by genes that copy a
DNA template
introduced by
scientists. In these
embryos, the sperm
cell’s mutant gene
ignored that template and instead copied the healthy DNA sequence from the
egg cell.
“We were so surprised that we just couldn’t get this template that we
made to be used,” said Shoukhrat Mitalipov, director of the Center for
Embryonic Cell and Gene Therapy at Oregon Health and Science University
and senior author of the study. “It was very new and unusual.”
The research significantly improves upon previous efforts. In three sets of
experiments in China since 2015, researchers seldom managed to get the
intended change into embryonic genes.
And some embryos had cells that did not get repaired — a phenomenon

called mosaicism that could result in the mutation being passed on — as well
as unplanned mutations that could cause other health problems.
In February, a National Academy of Sciences, Engineering and Medicine
committee endorsed modifying embryos, but only to correct mutations that
cause “a serious disease or condition” and when no “reasonable alternatives”
exist.
Sheldon Krimsky, a bioethicist at Tufts University, said the main
uncertainty about the new technique was whether “reasonable alternatives” to
gene editing already exist.
As the authors themselves noted, many couples use pre-implantation
genetic diagnosis to screen embryos at fertility clinics, allowing only healthy
ones to be implanted. For these parents, gene editing could help by repairing
mutant embryos so that more disease-free embryos would be available for
implantation.
Hank Greely, director of the Center for Law and the Biosciences at
Stanford, said creating fewer defective embryos also would reduce the number
discarded by fertility clinics, which some people oppose.
The larger issue is so-called germline engineering, which refers to changes
made to embryo that are inheritable.
“If you’re in one camp, it’s a horror to be avoided, and if you’re in the
other camp, it’s desirable,” Dr. Greely said. “That’s going to continue to be the
fight, whether it’s a feature or a bug.”
For now, the fight is theoretical. Congress has barred the Food and Drug
Administration from considering clinical trials involving germline
engineering. And the National Institutes of Health is prohibited from funding
gene-editing research in human embryos. (The new study was funded by
Oregon Health and Science University, the Institute for Basic Science in South
Korea, and several foundations.)
The authors say they hope that once the method is optimized and studied
with other mutations, officials in the United States or another country will
allow regulated clinical trials.
“I think it could be widely used, if it’s proven safe,” said Dr. Paula Amato,
a co- author of the study and reproductive endocrinologist at O.H.S.U. Besides

creating more healthy embryos for in vitro fertilization, she said, it could be
used when screening embryos is not an option or to reduce arduous IVF cycles
for women.
Dr. Mitalipov has pushed the scientific envelope before, generating ethical
controversy with a so-called three-parent baby procedure that would place the
nucleus of the egg of a woman with defective cellular mitochondria into the
egg from a healthy woman. The F.D.A. has not approved trials of the method,
but Britain may begin one soon.
The new study involves hypertrophic cardiomyopathy, a disease affecting
about one in 500 people, which can cause sudden heart failure, often in young
athletes. It is caused by a mutation in a gene called MYBPC3. If one parent has
a mutated copy, there is a 50 percent chance of passing the disease to children.
Using sperm from a man with hypertrophic cardiomyopathy and eggs
from 12 healthy women, the researchers created fertilized eggs. Injecting
CRISPR-Cas9, which works as a genetic scissors, they snipped out the mutated
DNA sequence on the male MYBPC3 gene.
They injected a synthetic healthy DNA sequence into the fertilized egg,
expecting that the male genome would copy that sequence into the cut
portion. That is how this gene-editing process works in other cells in the body,
and in mouse embryos, Dr. Mitalipov said.
Instead, the male gene copied the healthy sequence from the female gene.
The authors don’t know why it happened.
Maybe human sex cells or gametes evolved to repair themselves because
they are the only cells that transmit genes to offspring and “need special
protection,” said Juan Carlos Izpisua Belmonte, a co-author and geneticist at
the Salk Institute.
Out of 54 embryos, 36 emerged mutation-free, a significant improvement
over natural circumstances in which about half would not have the mutation.
Another 13 embryos also emerged without the mutation, but not in every cell.
The researchers tried to eliminate the problem by acting at an earlier
stage, injecting the egg with the sperm and CRISPR-Cas9 simultaneously,
instead of waiting to inject CRISPR-Cas9 into the already fertilized egg.
That resulted in 42 of 58 embryos, 72 percent, with two mutation-free
copies of the gene in every cell. They also found no unwanted mutations in the
embryos, which were destroyed after about three days.

The method was not perfect. The remaining 16 embryos had unwanted
additions or deletions of DNA. Dr. Mitalipov said he believed fine-tuning the
process would make at least 90 percent of embryos mutation-free.
And for disease-causing mutations on maternal genes, the same process
should occur, with the father’s healthy genetic sequence being copied, he said.
But the technique will not work if both parents have two defective copies.
Then, scientists would have to determine how to coax one gene to copy a
synthetic DNA sequence, Dr. Mitalipov said.
Otherwise, he said, it should work with many diseases, “a variety of
different heritable mutations.”
R. Alta Charo, a bioethicist at University of Wisconsin at Madison, who
led the committee with Dr. Hynes, said the new discovery could also yield
more information about causes of infertility and miscarriages.
She doubts a flood of couples will have “edited children.”
“Nobody’s going to do this for trivial reasons,” Dr. Charo said. “Sex is
cheaper and it’s more fun than IVF, so unless you’ve got a real need, you’re not
going to use it.”
Like the Science Times page on Facebook. | Sign up for the Science Times
newsletter.
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Personal Genetic Testing Is
Here. Do We Need It?
By ANAHAD O’CONNOR

OCT. 3, 2017

For years, Jody Christ, 62, struggled to control her high cholesterol. Her doctors encouraged
her to exercise, change her diet and lose weight, but none of that ever seemed to lower her
numbers.
When her health plan, the Geisinger Health System of Pennsylvania, offered a genetic
test that screens for dozens of hereditary diseases, she submitted a saliva sample and awaited
the results. The test revealed she had familial hypercholesterolemia, an inherited condition
that causes the body to churn out cholesterol. Her doctors followed up with additional
medical tests that showed Ms.
Christ had life-threatening blockages in three coronary arteries, prompting triple bypass
surgery last year. They also tested her daughter and granddaughter and found that they, too,
had the condition, which affects an estimated one million Americans.
Ms. Christ, who lives in Elysburg, Pa., has since gotten her cholesterol under control with
medication and credits the genetic test with saving her life. “If I had not taken that test I might
be dead by now,” she said.
Geisinger’s genetic screening panel is currently available only to patients in its health
system. But the organization has partnered with a Silicon Valley start-up called Helix, one of
a growing number of digital health companies — perhaps the best known is 23andMe — in an
effort to make its genetic services more widely available to the public.
Experts say many people are using a growing stream of genetic data to help them make
better health decisions. But they also warn that some consumers may be led astray by genetic

For an initial fee of $80,
customers send a sample of
their saliva to Helix, which
sequences a small chunk of
their genome called the
exome — the part that houses
most disease-causing
mutations — and stores the
genetic data. Customers can
then go to the online Helix
store — something like
Apple’s app store — and pay
its partner companies to
comb through their data in
search of genes linked to
diseases, traits or health
conditions.
So far some two dozen
companies have partnered with Helix. One is Sema4, which was spun out of the Mount Sinai
Health System and sells a test on the Helix platform that determines whether people are
“carriers” of genetic variants linked to 67 hereditary disorders, including cystic fibrosis, sickle
cell anemia and Tay-Sachs disease. The service, called CarrierCheck, costs $199 and is
marketed toward couples who want to know the likelihood of their children inheriting a
severe disease.
Another company, Invitae, plans to offer two separate screening panels to Helix
customers. One looks for genetic variants linked to breast, ovarian and colon cancer. Another,
expected to be introduced later this year, will look for hereditary heart conditions such as
cardiomyopathy and various arrhythmias, potentially in people who have no idea they’re
affected. “This is really for people who don’t have any reason to think that they’re at
particular risk — but the problem is you really don’t know unless you do the genetic test,” said
Dr. Robert L. Nussbaum, Invitae’s chief medical officer.
Other companies that partnered with Helix include EverlyWell, which analyzes genes
linked to metabolism, and Admera Health, which predicts how people will respond to
medications based on their genetic profiles. Additional services claim they can tell from your
genes and other information how you’ll respond to exercise, which foods you should eat, and
even which types of wine you might prefer.
Dr. Eric Topol, a cardiologist and professor of genomics at the Scripps Research
Institute in California, said there was great potential value in consumer genomics tests,
particularly with services like those developed by Geisinger, Invitae and Sema4 that are
backed by strong data. But he cautioned that there was not enough evidence for many of the
genetic claims being made about exercise and nutrition, and worried that many people would

Joel C. Eissenberg, a professor and associate dean in the department of biochemistry
and molecular biology at the Saint Louis University School of Medicine, said that unlike some
direct-to-consumer tests, like whole-body CT scans, which can expose consumers to
potentially harmful radiation, personal genetic tests pose no risk of physical harm. “I’m a big
fan of the democratization of health care delivery, wherever it’s not a risk for the patient,” he
said.
A negative side effect from genomics testing is distress when people discover they have a
mutation linked to a disease, studies have shown, though the anxiety tends to be short-lasting.
In April, 23andMe received approval from the Food and Drug Administration to market the
first direct-to-consumer genetic tests for 10
diseases, including Alzheimer’s and Parkinson’s, with no doctor involved. The company,
however, does offer links to genetic counselors on its website for those who desire follow-up.
Unlike 23andMe, most companies require some sort of approval from a doctor for
personal genetic tests. When customers order a test from Sema4 through Helix, for example,
a physician “reviews their report, signs off on it, and then you’re genetically counseled around
that report,” said Eric Schadt, the company’s chief executive.
Invitae has a similar protocol in place for its cardiac disease test. Customers will have to
fill out a health questionnaire, and those with a strong family history of heart disease will be
referred to a doctor for more in-depth diagnostic testing.
“You have to have a physician involved in ordering this test,” said Dr. Nussbaum, Invitae’s
chief medical officer. “But it’s really designed for the motivated and educated consumer to
initiate the process.”
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Correction of a pathogenic gene
mutation in human embryos

Hong Ma1*, Nuria Marti-Gutierrez1*, Sang-Wook Park2*, Jun Wu3*, Yeonmi Lee1, Keiichiro Suzuki3, Amy Koski1, Dongmei Ji1,
Tomonari Hayama1, Riffat Ahmed1, Hayley Darby1, Crystal Van Dyken1, Ying Li1, Eunju Kang1, A.-Reum Park2, Daesik Kim4,
Sang-Tae Kim2, Jianhui Gong5,6,7,8, Ying Gu5,6,7, Xun Xu5,6,7, David Battaglia1,9, Sacha A. Krieg9, David M. Lee9, Diana H. Wu9,
Don P. Wolf1, Stephen B. Heitner10, Juan Carlos Izpisua Belmonte3§, Paula Amato1,9§, Jin-Soo Kim2,4§, Sanjiv Kaul10§ &
Shoukhrat Mitalipov1,10§

Genome editing has potential for the targeted correction of germline mutations. Here we describe the correction of
the heterozygous MYBPC3 mutation in human preimplantation embryos with precise CRISPR–Cas9-based targeting
accuracy and high homology-directed repair efficiency by activating an endogenous, germline-specific DNA repair
response. Induced double-strand breaks (DSBs) at the mutant paternal allele were predominantly repaired using the
homologous wild-type maternal gene instead of a synthetic DNA template. By modulating the cell cycle stage at which
the DSB was induced, we were able to avoid mosaicism in cleaving embryos and achieve a high yield of homozygous
embryos carrying the wild-type MYBPC3 gene without evidence of off-target mutations. The efficiency, accuracy and
safety of the approach presented suggest that it has potential to be used for the correction of heritable mutations in human
embryos by complementing preimplantation genetic diagnosis. However, much remains to be considered before clinical
applications, including the reproducibility of the technique with other heterozygous mutations.
More than 10,000 monogenic inherited disorders have been identified,
affecting millions of people worldwide. Among these are autosomal
dominant mutations, where inheritance of a single copy of a defective gene can result in clinical symptoms. Genes in which dominant
mutations manifest as late-onset adult disorders include BRCA1 and
BRCA2, which are associated with a high risk of breast and ovarian
cancers1, and MYBPC3, mutation of which causes hypertrophic cardiomyopathy (HCM)2. Because of their delayed manifestation, these
mutations escape natural selection and are often transmitted to the
next generation. Consequently, the frequency of some of these founder
mutations in particular human populations is very high. For example,
the MYBPC3 mutation is found at frequencies ranging from 2% to
8%3 in major Indian populations, and the estimated frequency of both
BRCA1 and BRCA2 mutations among Ashkenazi Jews exceeds 2%4.
HCM is a myocardial disease characterized by left ventricular hypertrophy, myofibrillar disarray and myocardial stiffness; it has an estimated prevalence of 1:500 in adults5 and manifests clinically with heart
failure. HCM is the commonest cause of sudden death in otherwise
healthy young athletes. HCM, while not a uniformly fatal condition, has
a tremendous impact on the lives of individuals, including physiological (heart failure and arrhythmias), psychological (limited activity and
fear of sudden death), and genealogical concerns. MYBPC3 mutations
account for approximately 40% of all genetic defects causing HCM
and are also responsible for a large fraction of other inherited cardiomyopathies, including dilated cardiomyopathy and left ventricular
non-compaction6. MYBPC3 encodes the thick filament-associated cardiac myosin-binding protein C (cMyBP-C), a signalling node in cardiac

myocytes that contributes to the maintenance of sarcomeric structure
and regulation of both contraction and relaxation2.
Current treatment options for HCM provide mostly symptomatic
relief without addressing the genetic cause of the disease. Thus, the
development of novel strategies to prevent germline transmission
of founder mutations is desirable. One approach for preventing
second-generation transmission is preimplantation genetic diagnosis
(PGD) followed by selection of non-mutant embryos for transfer in the
context of an in vitro fertilization (IVF) cycle. When only one parent
carries a heterozygous mutation, 50% of the embryos should be mutationfree and available for transfer, while the remaining carrier embryos are
discarded. Gene correction would rescue mutant embryos, increase
the number of embryos available for transfer and ultimately improve
pregnancy rates.
Recent developments in precise genome-editing techniques and their
successful applications in animal models have provided an option for
correcting human germline mutations. In particular, CRISPR–Cas9 is a
versatile tool for recognizing specific genomic sequences and inducing
DSBs7–10. DSBs are then resolved by endogenous DNA repair mechanisms, preferentially using a non-homologous end-joining (NHEJ)
pathway. Obviously, NHEJ is inappropriate for gene correction applications because it introduces additional mutations in the form of insertions or deletions at the DSB site, commonly referred to as indels. In
some cases, however, targeted cells activate an alternative DNA repair
pathway called homology-directed repair (HDR) that rebuilds the DSB
site using the non-mutant homologous chromosome or a supplied
exogenous DNA molecule as a template, leading to correction of the
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mutant allele11,12. At present, CRISPR–Cas9 is predominantly used to
introduce mutations and in the generation of gene knockouts using
intrinsic NHEJ. Because HDR efficiency is relatively low8, applications
of genome editing for gene therapy have been limited.
In early attempts, the introduction of genome editing constructs
into one-cell embryos (zygotes), resulted in multicellular embryos or
offspring with mosaic outcomes in individual cells13,14. Also, off-target
mutations that could be introduced into the developing embryo
remained an undesirable possibility.
We sought to investigate human gamete and embryo DNA repair
mechanisms activated in response to CRISPR–Cas9-induced DSBs. In
an effort to demonstrate the proof-of-principle that heterozygous gene
mutations can be corrected in human gametes or early embryos, we
focused on the MYBPC3 mutation that has been implicated in HCM.
Although homozygous mutations with no PGD alternative would
have been most desirable for gene correction, generating homozygous human embryos for research purposes is practically impossible.
Homozygous MYBPC3 mutations in adults are extremely rare owing
to the severity of the clinical symptoms and early onset of the disease.
Therefore, we specifically targeted the heterozygous four-base-pair (bp)
deletion in the MYBPC3 gene in human zygotes introduced by heterozygous, carrier sperm while oocytes obtained from healthy donors
provided the wild-type allele. By accurate analysis of cleaving embryos
at the single-cell level, we show high targeting efficiency and specificity
of preselected CRISPR–Cas9 constructs. Moreover, DSBs in the mutant
paternal MYBPC3 gene were preferentially repaired using the wild-type
oocyte allele as a template, suggesting an alternative, germlinespecific DNA repair response. Mechanisms responsible for mosaicism
in embryos were also investigated and a proposed solution to minimize
their occurrence developed—namely the co-injection of sperm and
CRISPR–Cas9 components into metaphase II (MII) oocytes.

Subject with a heterozygous MYBPC3∆GAGT deletion

An adult male patient with well-documented familial HCM caused
by a heterozygous dominant 4-bp GAGT deletion (g.9836_9839 del.,
NC_000011.10) in exon 16 of MYBPC3, currently managed with an
implantable cardioverter defibrillator and antiarrhythmic medications,
agreed to donate skin, blood and semen samples. Skin fibroblast cultures
were expanded and used to generate heterozygous patient induced pluripotent stem cells (iPSCs) as described previously15. Two single-guide
RNA (sgRNA)–Cas916–18 constructs were designed to target this
specific MYBPC3∆GAGT deletion (Extended Data Fig. 1a, b) along with
two exogenous single-stranded oligodeoxynucleotide (ssODN) templates encoding homology arms to the targeted region (Extended Data
Table 1). To differentiate from the wild-type allele, two synonymous singlenucleotide substitutions were introduced into each ssODN template.
In addition, ssODN-2 nucleotide substitutions provided an additional
restriction enzyme (BstBI) recognition site (Extended Data Fig. 1a, b).
The efficacy and specificity of each construct were tested by transfecting patient iPSCs. Cells were electroporated together with ssODN,
Cas9 and sgRNA expression plasmids and subcloned, and the targeted
region for each clone was analysed by sequencing (Extended Data
Fig. 1c). Of 61 iPSC clones transfected with CRISPR–Cas9-1, 44 (72.1%)
were not targeted, as evidenced by the presence of both intact wild-type
and intact mutant alleles. Among targeted clones, 10 of 17 (58.8%)
were repaired by NHEJ and contained various indels adjacent to the
mutation site (Extended Data Fig. 1d, e and Supplementary Table 1).
The remaining seven clones were repaired by HDR using ssODN-1 as
judged by the presence of the marker nucleotide substitutions. Thus,
the total targeting efficiency for CRISPR–Cas9-1 was 27.9% (17/61).
Among the targeted clones, only 41.2% (7/17) were repaired by HDR
(Extended Data Fig. 1e). The targeting efficiency with CRISPR–
Cas9-2 was 13.1% (23/175) and the HDR was considerably lower at
13% (3/23). Of note, among the three HDR-repaired iPSC clones,
two were repaired using the ssODN-2 template while the third clone
contained intact wild-type sequences in both alleles (Extended Data
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Figure 1 | Gene correction in S-phase-injected human embryos.
Schematic of MYBPC3∆GAGT gene targeting by injection of CRISPR–Cas9
into human zygotes at the S-phase of the cell cycle. MII oocytes were
fertilized by sperm from a heterozygous patient with equal numbers of
mutant and wild-type (WT) spermatozoa. CRISPR–Cas9 was then injected
into one-cell zygotes. Embryos at the 4–8-cell stage were collected for
genetic analysis. Injection during S-phase resulted in mosaic embryos
consisting of non-targeted mutant, targeted NHEJ-repaired and targeted
HDR-repaired blastomeres.

Fig. 1d, e and Supplementary Table 1), indicating HDR using the
wild-type allele.
The wild-type allele in all iPSC clones analysed remained intact,
demonstrating high fidelity of sgRNAs.
We also directly compared CRISPR–Cas9-1 and CRISPR–Cas9-2 in
patient iPSCs transfected with preassembled Cas9 ribonucleoproteins
(RNPs). Targeted deep sequencing demonstrated that CRISPR–Cas9-1
had higher HDR efficiency (Extended Data Fig. 1f). On-target mutations were not detected in wild-type embryonic stem (ES) cells (H9)
carrying both wild-type MYBPC3 alleles, demonstrating high specificity of CRISPR–Cas9-1. On the basis of these outcomes, we selected
CRISPR–Cas9-1 (hereafter referred to as CRISPR–Cas9), with higher
efficiency of HDR-based gene correction, for subsequent studies.

HDR efficiency in heterozygous MYBPC3∆GAGT zygotes

We next evaluated targeting outcomes in human zygotes produced by
fertilizing healthy donor oocytes with sperm from the patient heterozygous for the MYBPC3 mutation. As direct introduction of Cas9 protein is
more efficient than using a plasmid9,19, recombinant Cas9 protein
microinjection was adopted, injecting a mixture of sgRNA, Cas9
protein and ssODN DNA into the cytoplasm of pronuclear stage
zygotes 18 h after fertilization. Injected zygotes and intact controls were
cultured for 3 days before each embryonic blastomere was isolated and
individually analysed by sequencing (Fig. 1). Cytoplasmic microinjection of CRISPR–Cas9 was confirmed visually (Supplementary Video 1)
and shown to be efficient with a 97.1% (68/70) survival rate after injection and development rates comparable to controls (Extended Data
Table 2).
Sequencing of 83 individual blastomeres collected from 19 control
embryos revealed that 9 (47.4%) were homozygous wild type
(MYBPC3WT/WT) and 10 (52.6%) were heterozygous, carrying the
wild-type maternal and mutant paternal alleles (MYBPC3WT/∆GAGT)
(Fig. 2a and Supplementary Table 2). This distribution was expected
and confirms that the heterozygous patient sperm sample contained
equal numbers of wild-type and mutant spermatozoa with similar
motility and fertilization efficiency.
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Figure 2 | Gene targeting and HDR efficiency in S-phase-injected
human embryos. a, Gene targeting efficiency in zygote, S-phase-injected
embryos. b, Blastomere genotyping outcomes in mosaic embryos.
c,Various blastomere genotypes in mosaic embryos. d, Overall targeting
and HDR efficiency in S-phase-injected embryos. e, Targeting efficiency
in patient iPSCs and S-phase-injected embryos. f, Yield of WT/WT
embryos in control (n = 19) and S-phase-injected (n = 54) embryos.
For source data, see Supplementary Tables 2 and 3.

Among 54 CRISPR–Cas9-injected embryos, 36 (66.7%) were uniformly homozygous for the wild-type allele with each blastomere
containing MYBPC3WT/WT, while 18 (33.3%) were uniform or mosaic
heterozygous (Fig. 2a and Supplementary Table 3). In this group of 18,
5 embryos were uniformly heterozygous with each blastomere containing the intact wild-type and intact mutant allele (MYBPC3WT/∆GAGT)
and 13 were mosaic, each containing blastomeres carrying more
than one genotype (Fig. 2a and Supplementary Table 3). Each mosaic
embryo contained at least one heterozygous blastomere with wildtype and either the intact ∆GAGT deletion or the ∆GAGT deletion
plus additional indels, suggesting that these embryos originated from
heterozygous (MYBPC3WT/∆GAGT) zygotes after fertilization by mutant
sperm (Fig. 2b and Extended Data Table 3). Remarkably, the majority
of the remaining sister blastomeres in eight mosaic embryos (numbers
1, 2, 4, 6, 7, 10, 11 and 12 in Fig. 2b) were homozygous for the wild-type
allele (MYBPC3WT/WT). Overall, 52.2% (35/67) of individual blastomeres within mosaic embryos were homozygous MYBPC3WT/WT
(Fig. 2c and Supplementary Table 3). As these embryos originated
from MYBPC3WT/∆GAGT zygotes, individual blastomeres are likely to
have repaired the MYBPC3∆GAGT deletion by HDR using the maternal wild-type allele as a template instead of the injected ssODNs.
This conclusion was corroborated by the observation that correction
occurred in blastomeres of mosaic embryos not injected with ssODNs
(Fig. 2b). Among the other genotypes, four mosaic embryos (numbers 5, 8, 10 and 13 in Fig. 2b) contained blastomeres with an intact,
mutant allele (MYBPC3WT/∆GAGT), albeit with most (29.9%) also
containing additional small deletions (1–20 bp length, n = 16) or insertions (1 bp, n = 3) adjacent to the DSB site (MYBPC3WT/∆GAGT-indel),
characteristic of NHEJ. One blastomere carried a 10-bp deletion
and a 5-bp insertion (Extended Data Table 3 and Supplementary

Table 3) and mosaic embryo #9 displayed four various NHEJ genotypes in its blastomeres, suggesting that targeting and NHEJ repair
had occurred independently multiple times after the first zygotic
division.
The overall targeting efficiency in human embryos was 72.2%
(13/18), much higher than in iPSCs exposed to the same construct at
27.9% (17/61) (Fig. 2d, e), probably owing to more efficient delivery
of the CRISPR–Cas9 constructs by zygote microinjection as compared to transfection in iPSCs. Even more remarkably, the majority of
targeted blastomeres (63.6%, 35/55) resolved the DSBs by HDR using the
wild-type allele, also markedly different from what was seen in iPSCs
(Fig. 2d and Extended Data Fig. 2a). We did not find any evidence of
HDR using exogenous ssODN, suggesting that HDR is guided exclusively by the wild-type maternal allele.
As HDR calculations are based on mosaic embryos only, it is probable that some targeted heterozygous (MYBPC3WT/∆GAGT) zygotes
repaired the mutant allele in all blastomeres using the wild-type
template (MYBPC3WT/WT). These HDR-repaired, uniform embryos
would be indistinguishable from their wild-type homozygous counterparts, thereby increasing the portion of MYBPC3WT/WT embryos in
the CRISPR–Cas9 injected group. Indeed, 66.7% (36/54) of injected
embryos were homozygous WT/WT, a substantial increase over
the WT/WT yield (47.4%, 9/19) in control non-injected embryos
(Fig. 2f ). Similar to observations in iPSCs, the wild-type allele
was intact in all human embryos, corroborating the specificity of
the sgRNA.
In summary, these results clearly demonstrate that CRISPR–Cas9
gene targeting in human zygotes is exceptionally efficient and that DSBs
in the mutant paternal allele were predominantly repaired through
HDR. Furthermore, HDR was exclusively directed by the homologous wild-type allele present on the maternal chromosome. This
outcome suggests that human embryos employ different DNA repair
mechanisms than do somatic or pluripotent cells, probably reflecting
evolutionary requirements for stringent control over genome fidelity
in the germline.

Targeting gametes eliminates mosaicism

Mosaicism in gene-targeted human embryos is unacceptable in clinical applications. The presence even of a single mutant blastomere
within a mosaic embryo would make detection by PGD problematic;
therefore, molecular mechanisms responsible for mosaicism were
investigated. Analysis of targeting outcomes in the majority of mosaic,
zygote-injected human embryos revealed only two different genotypes
(MYBPC3WT/HDR and MYBPC3WT/∆GAGT-indel, or MYBPC3WT/HDR and
MYBPC3WT/∆GAGT; Fig. 2b and Extended Data Table 3). Embryos
#5 and #9 were the exceptions, containing three or more genotypes
(Extended Data Table 3). These findings suggest that CRISPR–Cas9
targeted at least two mutant sperm alleles despite injection into the
zygote. There are two different possible explanations for this outcome: 1)
at the time of injection, a zygote had completed the S-phase of the cell
cycle with DNA replication and already produced two mutant alleles20; 2)
CRISPR–Cas9 remained active, continuing to target after zygotic
division.
We hypothesized that both situations could be abrogated if CRISPR–
Cas9 was co-injected with sperm into the M-phase oocyte during fertilization by intracytoplasmic sperm injection (ICSI), allowing genome
editing to occur when the sperm undoubtedly still contains a single
mutant copy21. In addition, the extended time of exposure to MII
cytoplasm could allow CRISPR–Cas9 components to degrade before
DNA replication resulted in two or more mutant alleles (Fig. 3a).
Therefore, CRISPR–Cas9 was mixed with the sperm suspension
and co-injected into 75 MII oocytes during ICSI (Supplementary
Video 1); no difference was observed in the survival, fertilization and
cleavage rates between CRISPR–Cas9-injected and intact control
oocytes (Extended Data Table 2). At day 3 after fertilization, embryos
were disaggregated and each individual blastomere was analysed as
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Figure 3 | Gene correction in M-phase-injected human embryos.
a, Schematic of MYBPC3∆GAGT gene targeting in MII oocytes. CRISPR–
Cas9 was co-injected with sperm into MII oocytes during ICSI. This allows
genome editing to occur when a sperm contains a single mutant copy
and eliminates mosaicism. b, Targeting efficiency in M-phase-injected
embryos. c, Yield of WT/WT embryos in control (n = 19) and

M-phase-injected (n = 58) embryos. Significance established with onetailed Fisher’s test. d, HDR outcomes with or without ssODN. e, HDR
efficiencies in S- and M-phase-injected embryos compared to controls.
In the S-phase-injected group, each mosaic embryo (green) contained
blastomeres with different genotypes. For source data, see Supplementary
Table 4.

described above for S-phase-injected zygotes. Blastomeres from 16 of 58
(27.6%) M-phase-injected embryos were uniformly heterozygous, carrying an intact wild-type maternal allele along with NHEJ-repaired mutant
paternal sequences carrying various indels (MYBPC3WT/∆GAGT-indel)
(Fig. 3b and Supplementary Table 4). The remaining 42 (72.4%) were
MYBPC3WT/WT. Of these, the vast majority (41/42) were uniformly
homozygous embryos consisting of blastomeres carrying indistinguishable MYBPC3WT/WT alleles. Interestingly, the remaining embryo
(M2-WT42) contained four blastomeres with MYBPC3WT/WT but
HDR-repaired with ssODN, while the other three sister blastomeres
were MYBPC3WT/WT, suggesting HDR using the maternal wild-type
allele (Supplementary Table 4). No heterozygous blastomeres with
intact mutant alleles (MYBPC3WT/∆GAGT) were detected, indicating
100% targeting efficiency in the M-phase-injected group compared
to 72.2% efficiency in the S-phase-injected zygotes (Fig. 2d and
Fig. 3b). More importantly, all sister blastomeres in all but one embryo
carried identical genotypes, indicating a marked reduction in mosaicism in M-phase-injected embryos. The only mosaic embryo had all
blastomeres repaired by HDR (either wild-type or ssODN as a template). Thus, this embryo, with every blastomere carrying repaired
MYBPC3WT/WT, would be eligible for transfer.
The yield of MYBPC3 WT/WT embryos (72.4%, 42/58) in the
M-phase-injected group was significantly higher than in untreated
controls (47.4%, 9/19) (Fig. 3c, P < 0.05), reflecting enhanced targeted correction of the mutant paternal alleles with DSB repair using
the wild-type homologous chromosome as a template even in the
presence of ssODNs (Fig. 3d). To rule out the possibility that the
observed increase in WT/WT embryos in CRISPR–Cas9-injected
zygotes and oocytes was due to allele drop-out during PCR and
Sanger sequencing, we validated genotypes by independent on-target
deep sequencing (Extended Data Fig. 2b). The estimated HDR-based
repair and increase in WT/WT embryos for the S-phase-injected
and M-phase-injected groups were 16.7% (9/54) and 22.4% (13/58),
respectively (Fig. 3e). In summary, delivery of CRISPR–Cas9 into MII
oocytes provides more efficient targeting than injection into zygotes
while eliminating mosaicism.

Development and cytogenetics of repaired embryos

To examine the effect of gene correction on preimplantation development, we cultured CRISPR–Cas9-injected embryos to blastocysts.
Similar to intact controls, 72.7% (16/22) of M-phase-injected embryos
developed to the eight-cell stage and 50.0% (11/22) progressed to
blastocysts (Student’s t-test, P > 0.05) (Fig. 4a, b). In an effort to
provide additional insights into the developmental competence of
gene-corrected blastocysts, and to obtain sufficient cellular material for detailed cytogenetic studies, we established six ES cell lines
from CRISPR–Cas9-injected blastocysts and one from controls.
On-target analysis revealed that four CRISPR–Cas9-treated ES cell
lines (ES-WT1, ES-WT2, ES-WT3 and ES-WT4) and one control
cell line (ES-C1) were MYBPC3WT/WT whereas the remaining two
CRISPR–Cas9-injected cell lines (ES-Mut1 and ES-Mut2) were
MYBPC3 WT/∆GAGT-indel (Extended Data Fig. 3a). These results
corroborate the exceptionally high targeting efficiency of CRISPR–
Cas9 in M-phase-injected human embryos.
Cytogenetic G-banding analysis revealed that ES-WT1, ES-WT4,
ES-Mut1 and ES-Mut2 carried normal diploid karyotypes with no evidence of detectable numerical or structural chromosomal rearrangements (Extended Data Fig. 3a). Notably, ES-WT2, ES-WT3 and the
control line ES-C1 exhibited a pericentric inversion on chromosome 10
(Extended Data Fig. 3a–d). As both treated and control ES cells showed
this chromosomal rearrangement, we reasoned that it was contributed
by the sperm and could be inherited. Indeed, analysis of the patient’s
skin fibroblast-derived iPSCs showed the same inversion, indicating
that this inversion was balanced. In summary, CRISPR–Cas9-treated
human embryos displayed normal development to blastocysts and ES
cells without cytogenetic abnormalities.

Off-target consequences in repaired human embryos

Apart from the overall targeting and HDR efficacy and mosaicism,
one safety concern regarding clinical application of gene correction in
human embryos is that CRISPR–Cas9 can induce undesirable off-target
mutations at genome regions that are highly homologous to the targeted
sequence22–24. Therefore, we conducted a comprehensive, whole-genome
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Figure 4 | Preimplantation development of CRISPR–Cas9-injected
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(n = 10) MII oocytes and their subsequent development to the eight-cell
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stage zygotes, eight-cell embryos and blastocysts.

sequencing (WGS) analysis of the patient’s genomic DNA by
digested genome sequencing (Digenome-seq)25,26. Potential offtarget sequences were identified by digestion of iPSC-derived, cell-free
genomic DNA with CRISPR–Cas9 followed by WGS. Sequencing
reads of CRISPR–Cas9-digested genomic DNA are vertically aligned at
on-/off-target sites in IGV viewer25,27. By contrast, undigested genomic
sites are aligned in a staggered manner at those loci. In addition,
improved Digenome-seq provides DNA cleavage scores for potential off-target sites based on alignment patterns of sequence reads26.
Digested iPSC DNA produced uniform cleavage patterns at both
on-target and potential off-target sites (Extended Data Fig. 4a, b). We
identified 16 potential off-target sites with a DNA cleavage score higher
than 2.5 (ref. 26) (Extended Data Fig. 5a and Extended Data Table 4).
Sequencing analysis of these 16 sites with Web Logo (http://weblogo.
berkeley.edu/) confirmed that they are indeed highly homologous
to the on-target MYBPC3 mutant allele28 (Extended Data Fig. 5b).
Furthermore, we identified seven additional sites with DNA cleavage
scores of 0.1 or greater and with ten or fewer nucleotides mismatched
in the human genome (Extended Data Table 4). Next, we sequenced
and analysed all these sites in each individual blastomere from two
untreated control embryos (C2 and C10 from Supplementary Table 2),
two mosaic S-phase-injected embryos (Mos1 and Mos7), one uniform,
non-mosaic S-phase-injected embryo (WT15 from Supplementary
Table 3) and two M-phase-injected embryos (M2-WT10 and M2-Mut7
from Supplementary Table 4) (Extended Data Table 5). All on-target
indels in each blastomere were corroborated and results were identical
to the Sanger sequencing results. In addition, indels were not detected
in any blastomeres known to be carrying either intact WT/WT or WT/
Mut alleles at the target site (Extended Data Fig. 5c and Supplementary
Table 5). More importantly, indels were also not detected in 23 off-target
loci examined in 28 screened blastomeres (Extended Data Fig. 5d).
In selected blastomeres (Extended Data Fig. 5c), we extended off-target screening by WGS. Potential off-target sites were examined by
comparing genomic variants found in intact, control embryos (C2.3,
C10.2) with those in CRISPR–Cas9-injected embryos (Mos1.1, W15.4,
Mos7.2, M2-WT10.1, and M2-Mut7.1) (Extended Data Table 6). After
filtering out annotated variants in the dbSNP database, we found 19–71
potential off-target sites with indels in each blastomere obtained from

CRISPR–Cas9-injected embryos (lanes 4 and 7 in Extended Data Table 6).
All of these sites contained repeated sequences such as poly-A or
poly-GT repeats (lanes 5 and 8), suggesting that indels found at these
sites were caused by sequencing errors rather than Cas9-catalysed,
off-target DNA cleavage. These WGS results support our Digenomeseq conclusions that gene correction did not induce any detectable
off-target mutations in selected blastomeres (Extended Data Table 6).
We also investigated whether CRISPR–Cas9 targeting induced global
off-target genetic variations and genome instability by performing
whole-exome sequencing (WES) in CRISPR–Cas9-treated ES cells and
compared the results to those of control ES cells and corresponding egg
and sperm donor blood DNA. WES analysis revealed a large number of
variants in all samples when compared to the hg19 reference genome
(Supplementary Table 6). The majority of these variants were also present in egg or sperm donors and found in the dbSNP and 1000genomes
databases. Some variants detected in ES cells showed decreased fractions matching the population hotspots, indicating the potential effect
of experimental procedures, including embryo culture and ES cell derivation and culture (Extended Data Fig. 6a and Supplementary Table 6).
Three treated ES cell lines and a control line (ES-Mut1, ES-WT1,
ES-WT2 and ES-C1) showed similar statistics in all variant categories
and were comparable to gamete donor profiles (egg donors 1 and 2,
sperm donor). ES-WT3 exhibited an increase in variant numbers but
this sample did not have a control sibling ES cell line for comparison
(Extended Data Fig. 6b, c and Supplementary Table 6). Next, we investigated potential off-target effects in ES cells and identified a total of 685
potential off-target sites using full sensitive aligner Batmis (V3.00)29
(Supplementary Table 7). Variants that were also present in the gamete
donors were filtered out as inherited (Supplementary Table 8). Notably,
analysis of these sites did not reveal any variants. Taken together, these
Digenome-seq, WGS and WES results demonstrate high on-targeting
specificity of CRISPR–Cas9 in human embryos without any off-target
effects.

Discussion

DSBs induced by genome editing are primarily resolved via error-prone
NHEJ, and such repair approaches are predominantly used to generate gene knockouts in cells and organisms17,30,31. By contrast, HDR,
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although occurring at a substantially lower efficiency, is necessary for
gene correction, particularly when human germline gene therapy is
envisioned. We show here that DSBs in human gametes and zygotes are
preferentially resolved using an endogenous HDR mechanism, exclusively directed by the wild-type allele as a repair template. By contrast,
HDR efficiency in iPSCs was significantly lower and primarily achieved
through an exogenous DNA template. This striking difference implies
that human gametes and embryos employ a different DNA damage
response system, perhaps reflecting the evolutionary importance of
maintaining germline genome integrity32. If, as seems likely, gametes
and zygotes endure an increased number of DSBs during meiotic
recombination and segregation, an efficient genome repair capacity
would be critical33 and unique zygotic DNA repair machinery might
rely entirely on maternal oocyte factors deposited and stored during
maturation since zygotes are transcriptionally silent. Recent studies
suggest that oocytes might employ an ataxia-telangiectasia mutated
(ATM)-mediated DNA damage signalling (DDS) pathway that regulates repair of DSBs via a homologous recombination mechanism34.
Thus, Cas9-induced DNA breaks are likely to attract the existing
native oocyte machinery reserved for repair of meiotic recombinationinduced DSBs. On the basis of our results, it may not even be necessary to
provide exogenous oligo templates for gene correction in heterozygous
human embryos.
The efficiency of CRISPR–Cas9 was evaluated recently in a mouse
study involving a heterozygous dominant mutation in the Crygc gene
responsible for an inherited form of cataracts. Some HDR-repaired
events used sequences from the wild-type allele from the homologous
chromosome12. However, HDR via the exogenous oligo template was
more frequent, with three of four pups carrying corrected Crygc genes
with a DNA sequence from the exogenous oligo and only one from the
wild-type allele. In a study involving human heterozygous embryos,
HDR was exclusively directed by the exogenous DNA template with
no evidence of wild-type allele-based repair35. As these results were
derived from bulk DNA from whole embryos rather than individual
blastomeres, it is possible that instances of HDR via the wild-type allele
were overlooked.
Despite remarkable targeting efficiency and high HDR frequency,
some CRISPR–Cas9-treated human embryos demonstrated NHEJinduced indels and thus would not be suitable for transfer. Therefore,
genome editing approaches must be further optimized before clinical
application of germline correction can be considered. Modifications
in genome editing by inhibiting NHEJ mechanisms while enhancing
HDR pathways have been reported36,37. Other approaches have been
focused on manipulating the cell cycle or modifying the donor ssDNA
design11,30. While some of these developments significantly improved
HDR outcomes in the context of cultured cells, their relevance to
embryonic gene correction remains unknown. In addition, supplementary exposure of human gametes or embryos to small molecules and/or
inhibitors may adversely affect embryonic development.
Nonhuman primate studies have demonstrated that CRISPR–Cas9
injection into monkey zygotes can disrupt wild-type genes, with the
resultant full-term offspring carrying the mutations and associated
phenotypes38,39. Similar to the outcomes seen in mice and other
animals, genome-edited human preimplantation embryos and newborn monkeys display mosaic targeting genotypes in their cells and
tissues, suggesting that DSBs and subsequent repair do not occur at
the single mutant allele stage35,40,41. As discussed above, mosaicism
in gene-corrected human embryos would be difficult to detect and
would, therefore, pose serious safety issues for possible clinical applications. Modifications involving shortening the half-life of Cas9 activity
reduced, but did not completely eliminate, the manifestations of mosaicism in monkey embryos41, while introduction of CRISPR–Cas9 into
early-stage zygotes reduced mosaicism in mouse embryos42.
Importantly, we demonstrate that the delivery of CRISPR–Cas9 into
M-phase oocytes abolished mosaicism in cleaving embryos, suggesting
that gene targeting and editing efficiencies are strongly associated with

DNA synthesis and the cell cycle phase42. The choice of DSB repair
using either NHEJ or HDR may be dependent on the cell cycle phase,
with HDR restricted to late S and G2 phases when DNA replication is
completed and sister chromatids are available as repair templates11. In
particular, HDR mechanisms were downregulated at the M and early
G1 phases, thus favouring NHEJ-induced genome editing43. However,
we did not observe reduced HDR efficiency even when CRISPR–Cas9
was delivered into MII oocytes at the time of ICSI. One possible explanation is that the DNA repair response is different in germ cell meiotic
M phase compared to mitotic M phase in cultured cells. Alternatively,
the DSBs may have occurred at the M or G1 phase, while the HDR
repair followed later at the S or G2 phase of the cell cycle.
Extensive reports on potential off-target DNA damage induced by
CRISPR–Cas9 beyond the intended targeting region have been published. In particular, Cas9 overexpression via plasmid transfection and
subsequent high enzyme concentrations increased off-site targeting9. In
our studies with human oocytes and zygotes, we used purified recombinant Cas9 protein instead of plasmid, which may enhance the specificity while shortening enzymatic exposure time, thereby diminishing
off-site targeting. Screening by Digenome-seq, WGS and WES did not
detect any off-target mutations in multiple individual blastomeres from
CRISPR–Cas9-injected human embryos or ES cells. In addition, WES
demonstrated maintenance of genome stability after gene correction.
CRISPR–Cas9 targeting seen in our investigation was very accurate,
providing assurance regarding safety concerns.
Other issues that need to be addressed include the applicability of
this gene correction approach to other heterozygous mutations in
humans. It may be challenging to repair homozygous mutations in
human embryos when both alleles are mutant and wild-type allelebased HDR mechanisms cannot be employed.
As indicated, PGD may be a viable option for heterozygous couples
at risk of producing affected offspring. In cases when only one parent
carries a heterozygous mutation, 50% of embryos should be mutant.
In contrast, targeted gene correction can potentially rescue a substantial portion of mutant human embryos, thus increasing the number of
embryos available for transfer.
Online Content Methods, along with any additional 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

Regulations for research on human gametes and embryos. The regulatory framework surrounding the use of human gametes and embryos for this research was
based on the guidelines set by the Oregon Health & Science University (OHSU)
Stem Cell Research Oversight Committee (OSCRO). In 2008, OSCRO established
policy and procedural guidelines formally defining the use of human embryos
and their derivatives at OHSU, informed by the National Academy of Sciences’
Guidelines. These policies and guidelines permitted the procurement of gametes
and embryos for research purposes, the creation of human embryos specifically
for research, genetic manipulation of human gametes and embryos, creation of
human embryonic stem cell lines and molecular analyses. Together, OSCRO and
the OHSU Institutional Review Board (IRB) worked concurrently to review and
monitor applications for research studies involving human embryos at OHSU.
Human embryo and embryonic stem cell research policies and principles at
OHSU were vetted over the course of a decade informed by the NAS guidelines,
and subsequently affirmed by new guidelines released in 2015 by the Hinxton
Group, the International Society for Stem Cell Research (ISSCR), and 2017
recommendations by the NAS and National Academy of Medicine joint panel on
human genome editing.
As part of the review process, OHSU convened additional ad hoc committees
to evaluate the scientific merit and ethical justification of the proposed study:
the OHSU Innovative Research Advisory Panel (IRAP) and a Scientific Review
Committee (SRC). Members of both committees were independent and their
names were kept confidential from the research team; OHSU Research Integrity
supervised all committee meetings, documentation, and formal recommendations.
Ethical review. While international discussions were in their infancy, the OHSU
Innovative Research Advisory Panel (IRAP) Committee was tasked with deliberating ethical considerations related to using gene correction technology in human
embryos for basic research at OHSU. The committee was composed of eleven
members from internal and external sources: a lay member, a clinical ObGyn
physician, three bioethicists, an OHSU Institutional Ethics committee member, three
former OSCRO members, a clinical geneticist, and a clinician. Upon completion
of the review, the IRAP recommended allowing this research “with significant
oversight and continued dialogue, the use of gene correction technologies in
human embryos for the purpose of answering basic science questions needed to
evaluate germline gene correction prior to the use in human models,” at OHSU.
Study oversight. The established track record of the study team to uphold strict
confidentiality and regulatory requirements paved the way for full OHSU IRB
study approval in 2016, contingent upon strict continuing oversight which includes:
a phased scientific approach requiring evaluation of results on the safety and efficacy of germline gene correction in iPSCs before approving studies on human
pre-implantation embryos; external bi-annual monitoring of all regulatory documents regarding human subjects; bi-annual Data Safety Monitoring Committee
(DSMC) review; and annual continuing review by the OHSU IRB. The DSMC is
required to remain active for the length of the approved IRB protocol and consists
of four members: a lay member, an ethicist, a geneticist, and a reproductive endocrinologist. This committee conducts full review of all donations, the subsequent
uses of these samples, and participant adverse events. The DSMC provides formal
recommendations to the study team and IRB at the completion of each meeting.
Informed consent. The robust regulatory framework set forth by OHSU clearly
specified that informed consent could be obtained only if prospective donors were
made aware of the sensitive nature of the study. The consent form clearly presented
the scientific rationale for the study; stating (in both the Clinical Research Consent
Summary and the Purpose section of the consent form) that gene editing tools will
be used on eggs, sperm, and/or embryos to evaluate the safety and efficacy of gene
correction for heritable diseases. Additionally, consent form language clearly stated
that genetic testing would be conducted in addition to creation of preimplantation
embryos and embryonic stem cell lines for in vitro analyses and stored for future
use. The incidental discovery of genetic information that might be important to the
donors’ healthcare is a possible outcome when engaging in this type of research.
Informed consent documents provided the donor with the option to receive this
information or not. Written informed consent was obtained before all study-related
procedures on current, IRB-approved, study-specific consent forms.
Study participants. Healthy gamete donors were recruited locally, via print and
web-based advertising. Homozygous and heterozygous adult patients with known
heritable MYBPC3 mutations were sought; however, only three adult heterozygous
patients were identified by OHSU Knight Cardiovascular Institute physicians and
referred to the research team, one of whom agreed to participate in the study.
Controlled ovarian stimulation. Research oocyte donors were evaluated before
study inclusion as previously reported; standard IVF protocols and procedures
for ovarian stimulation were described previously44. Oocyte donation cycles were
managed by OHSU Fertility physicians. Immediately following oocyte retrieval,

recovered gametes were transferred to the research laboratory. All study-related
procedures took place at the OHSU Center for Embryonic Cell and Gene Therapy.
Following oocyte retrieval, cumulus-oocyte complexes (COCs) were treated with
hyaluronidase to disaggregate cumulus and granulosa cells. Mature metaphase
II (MII) oocytes were placed in Global Medium (LifeGlobal, IVFonline) supplemented with 10% serum substitute supplement (Global 10% medium) at 37 °C in
6% CO2 and covered with tissue culture oil (Sage IVF, Cooper Surgical).
Compensation. All research donors were compensated for their time, effort, and
discomfort associated with the donation process at rates similar to those used for
gamete donation for fertility purposes.
Intracytoplasmic sperm injection (ICSI). MII oocytes were placed into a 50-µl
micromanipulation droplet of HTF (modified human tubal fluid) with HEPES
10% medium. The droplet was covered with tissue culture oil. The dish was then
mounted on the stage of an inverted microscope (Olympus IX71) equipped with
a stage warmer (http://www.tokaihit.com) and Narishige micromanipulators.
Oocytes were fertilized by ICSI using frozen and thawed sperm. Fertilization was
determined approximately 18 h after ICSI by noting the presence of two pronuclei
and second polar body extrusion.
CRISPR–Cas9 injection into zygote or oocytes. For S-phase injections, zygotes
were collected 18 h after ICSI and placed in a micromanipulation drop. The
CRISPR–Cas9 mixture, containing Cas9 protein (200 ng/µl), sgRNA (100 ng/µl)
and ssODN (200 ng/µl), was then injected into the cytoplasm. Injected zygotes were
cultured in Global 10% medium at 37 °C in 6% CO2, 5% O2 and 89% N2 for up to
3 days to the 4–8-cell stage. For M-phase injections, CRISPR–Cas9 was co-injected
with sperm during ICSI. A single sperm was first washed in a 4-µl drop of mixture
containing Cas9 protein, sgRNA, and ssODN as described above.
Blastomere isolation, whole-genome amplification and Sanger sequencing.
Zonae pellucidae from 4–8-cell stage embryos were removed by brief exposure
to acidic Tyrode solution (NaCl 8 mg/ml, KCl 0.2 mg/ml, CaCl2.2H2O 2.4 mg/ml,
MgCl2.6H2O 0.1 mg/ml, glucose 1 mg/ml, PVP 0.04 mg/ml). Zona-free embryos
were briefly (30 s) exposed to a trypsin solution (0.15% in EDTA containing
Ca- and Mg-free PBS) before manual disaggregation into single blastomeres
with a small bore pipette. A total of 830 blastomeres were isolated from 131
embryos, including 19 from control, 54 from zygote-injected and 58 from
M-phase-injected groups. Individual blastomeres were transferred into 0.2-ml
PCR tubes containing 4 µl PBS and placed into a freezer at −80° C until further
use. Whole-genome amplification was performed using a REPLI-g Single Cell Kit
(Qiagen). Successful amplification was evaluated by PCR for MYBPC3 and Sanger
sequencing. Briefly, amplified DNA was diluted 1/100 and the on-target region
for MYBPC3 was amplified using a PCR Platinum SuperMix High Fidelity Kit
(Life Technologies) with primer set: F 5′-CCCCCACCCAGGTACATCTT-3′ and
R 5′-CTAGTGCACAGTGCATAGTG-3′. PCR products of 534 base pairs (bp) were
purified, Sanger sequenced and analysed by Sequencher v5.0 (GeneCodes). Of 830
blastomeres, 730 (88%) resulted in successful libraries and produced PCR products
for MYBPC3 while the remaining 100 blastomeres (12%) failed to generate PCR
products and were excluded from the study.
iPSC derivation and transfection with CRISPR–Cas9. Patient iPSCs were
derived from skin fibroblasts with a CytoTune-iPS Reprogramming Kit (Life
Technologies), according to the manufacturer’s protocol. Cell lines were
cultured in mTeSR1 medium (STEMCELL technology) at 37 °C in a humidified atmosphere containing 5% CO2. To test CRISPR–Cas9, 2 × 105 iPSCs
were dissociated into single cells (using Accutase from STEMCELL technology, or TrypLe from Invitrogen). For the CRISPR–Cas9-1 construct (in the
J.-S.K. laboratory), Cas9 expression plasmid (p3 s-Cas9HC, 2.4 µg), sgRNA
expression plasmid (pU6-sgRNA, 1.6 µg) and ssODN-1 (100 pmol, IDT) were
transfected into iPSCs using an Amaxa P3 Primary Cell 4D-Nucleofector Kit
(Program CB-150) according to the manufacturer’s protocol. Three days after
transfection, ∼ 5,000 cells were plated onto a Matrigel-coated culture dish
and cultured for clonal propagation and individual clone selection. For the
CRISPR–Cas9-2 construct (in the J.C.I.B. laboratory), Cas9 expression plasmid
(pCAG-1BPNLS-Cas9-1BPNLS, 15ug), sgRNA expression plasmids (pCAGmCherry-MYBPC3gRNA, 15ug) and 30 µg ssODN-2 (IDT) were co-transfected
by electroporation using the BioRad Gene Pulser II (a single 320-V, 200-µ F
pulse at room temperature) with a 0.4-cm gap cuvette. Cells were plated at
high density on 6-well plates coated with Matrigel. Two to three days after
electroporation, iPSCs were harvested and subjected to clonal selection. All cell
lines were negative for mycoplasma contamination. For direct comparisons of
CRISPR–Cas9-1 and CRISPR–Cas9-2, Cas9 RNP complexes, composed of the
recombinant Cas9 protein (15 µg) and sgRNA (20 µg), were co-transfected with
ssODN-1 (50–200 pmol, IDT) into iPSCs (2 × 105 cells) via electroporation as
described above. Three days after transfection, indel and HDR efficiencies were
analysed by targeted deep sequencing.
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Recombinant Cas9 protein and in vitro transcription of sgRNA. Recombinant
Cas9 protein was purchased from ToolGen, Inc. The sgRNA was synthesized by
in vitro transcription using T7 polymerase (New England Biolabs) as described
previously45. In brief, sgRNA templates were generated by annealing and extension
of two oligonucleotides (Extended Data Table 1). Then, in vitro transcription was
performed by incubating sgRNA templates with T7 RNA polymerase supplemented
with NTPs (Jena Bioscience) and RNase inhibitor (New England Biolabs) overnight
at 37 °C. In vitro transcribed RNA was then treated with DNase I (New England
Biolabs) for 30 min at 37 °C, and purified using MinElute Cleanup kit (Qiagen).
Targeted deep sequencing, genomic DNA cleavage, WGS and Digenome
sequencing. To analyse HDR and NHEJ frequencies, on-target and off-target
regions were amplified using Phusion polymerase (New England Biolabs). PCR
amplicons were subjected to paired-end sequencing using Illumina Miniseq.
Cas-analyzer was used for analysing indel and HDR frequencies46,47. The primers
used for amplification are listed in Extended Data Table 5. Genomic DNA was
isolated from patient iPSCs using a DNeasy Tissue Kit (Qiagen). Digenome-seq was
performed as described25,26. In brief, 20 µg genomic DNA was cleaved by incubating recombinant Cas9 protein (16.7 µg) and in vitro transcribed sgRNA (12.5 µg) in
1× NEB buffer 3.1(100 mM NaCl, 50 mM Tris-HCl, 10 mM MgCl2, 100 µg/ml BSA,
pH 7.9) at 37 °C for 3 h. Cas9- and sgRNA-treated genomic DNA was treated with
50 µg/ml RNase A (Sigma Aldrich) at 37 °C for 30 min, and purified with a DNeasy
Tissue Kit (Qiagen). WGS and Digenome sequencing were performed as described
previously25,26. In brief, 1 µg genomic DNA was fragmented and ligated with adaptors using TruSeq DNA libraries. DNA libraries were subjected to WGS using an
Illumina HiSeq X Ten Sequencer at Macrogen (30× to 40×). The sequence file
was aligned to the human reference genome hg19 from UCSC with the following
mapping program and parameters using Isaac aligner48: base quality cutoff, 15;
keep duplicate reads, yes; variable read length support, yes; realign gaps, no; and
adaptor clipping, yes (adaptor: AGATCGGAAGAGC*, *GCTCTTCCGATCT).
In vitro DNA cleavage sites were identified computationally using a DNA cleavage scoring system described previously26. Indel frequencies of 23 genomic loci
with DNA cleavage score above the 0.1 cutoff value were individually examined in
individual blastomeres by targeted deep sequencing. Primers for detecting indel
frequencies of Digenome-seq captured sites are listed in Extended Data Table 5.
Analysis of off-target effects in CRISPR–Cas9-injected human embryos by
WGS. WGS was performed using an Illumina HiSeq X Ten sequencer with a
sequencing depth of 30× to 40× (Macrogen, South Korea). Sequences from each
blastomere were processed to obtain total variants (lane 1 in Extended Data Table 6)
using the Isaac variant calling program48. Annotated variants, including dbSNPs
and all novel SNPs (substitution changes), were filtered out, and novel indel sites
were identified (lane 2 in Extended Data Table 6). Cas-OFFinder46 was used to
extract potential off-target sequences that differed from the on-target sequence
by up to 7-nucleotide mismatches or up to 5-nucleotide mismatches with a DNA
bulge of up to 2 nucleotides. Indel sites found in each blastomere were compared
to homologous sites identified by Cas-OFFinder and potential off-target sites
were identified (lanes 3 and 6 in Extended Data Table 6). Then, we excluded
potential off-target sites, which were found in intact control embryos (C2.3 and
C10.2, lanes 4 and 7 in Extended Data Table 6). Finally, we determined whether
each of these potential off-target sites was caused by CRISPR-Cas9 by inspecting
sequences with Integrative Genomics Viewer27 (IGV, lanes 5 and 8 in Extended
Data Table 6).

Whole-exome sequencing and data analyses. Whole-exome sequencing (WES)
was performed using genomic DNAs isolated from peripheral blood of the sperm
donor and two egg donors (egg donor1 and egg donor2) and ES cells derived from
individual human embryos (ES-WT1, ES-Mut1 and ES-C1 were from egg donor1;
ES-WT2 and ES-WT3 were from egg donor2). ES-WT1, ES-WT2 and ES-WT3
were from treated wild-type embryos. ES-C1 was from an untreated wild-type
embryo. ES-Mut1 was from a treated heterozygous mutant embryo. Sequencing
libraries were prepared according to the instructions for Illumina library preparation. Exome capture was done using an Agilent V5 chip. Sequencing was done on
an Illumina Hiseq 4000 platform with paired-end 101 (PE101) strategy at a depth
of 100×. All sequencing data were first processed by filtering adaptor sequences
and removing low quality reads or reads with a high percentage of N bases using
SOAPnuke (1.5.2) software (http://soap.genomics.org.cn/) developed by BGI, and
clean reads were generated for each library. Clean data were paired-end aligned
using the Burrows-Wheeler Aligner (BWA) program version 0.7.12 to the human
genome assembly hg19. Duplicate reads in alignment BAM files were identified
using MarkDuplicates in Picard (1.54). The alignment results were processed by
RealignerTargetCreator, IndelRealigner and BaseRecalibrator modules in GATK
(3.3.0). Variant detection was performed using HaplotypeCaller tool in GATK.
SNV and indel information was extracted and filtered by VQSR in GATK and
annotated by AnnoDB (v3).
The guide sequence (GGGTGGAGTTTGTGAAGTAT) was aligned to the
human genome assembly hg19 to identify potential off-target sites by full sensitive
aligner Batmis (V3.00), allowing a maximum of five mismatches globally and a
maximum of two mismatches in the core region (12 bp adjacent to the PAM site).
Inherited variants from parents and all novel SNPs (substitution changes) were
filtered out, and novel indels located within the off-target site plus flanking 20-bp
region were defined as off-target variants.
Statistical analyses. Student’s t-test was used for the comparisons in Fig. 4a. Onetailed Fisher’s test was used for the comparisons in Fig. 2f, Fig. 3c, and Extended
Data Fig. 1e. One-way ANOVA with Bonferroni test was used for the comparisons
in Extended Data Table 2. A P value less than 0.05 was considered significant. No
statistical methods were used to predetermine sample size. The experiments were
randomized and the investigators were blinded to allocation during experiments
and outcome assessment whenever possible.
Data availability. The sequencing data sets, including WGS, WES and Digenomeseq, generated during the current study are not being made publicly available owing
to concerns that the data could reveal the research participant’s genetic identity,
and revealing the identity would be against the participant’s wishes and consent.
However, the data will be made available to researchers from the corresponding
author on reasonable request, dependent upon OHSU IRB approval.
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