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Unexpected consequences: exon skipping
caused by CRISPR-generated mutations
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Abstract

A new study finds that splicing disruption is a
frequent consequence of mutations generated by
CRISPR/Cas9 gene-editing technology, and alleles
designed to be null can express aberrant proteins.
This new information allows enhanced quality control
procedures to select the best mutant alleles
generated by CRISPR/Cas9.
rather than the intended null allele. The results reveal the
Introduction
A common application of CRISPR/Cas9 (clustered
regularly interspaced short palindromic repeats/CRISPR-
associated system 9) gene-editing technology (commonly
referred to as “CRISPR” for short) is to use an individual
single-guide RNA (sgRNA) construct to introduce
double-stranded breaks within coding exons. This
activates DNA repair by nonhomologous end-joining
(NHEJ) and introduces insertions or deletions (indels) of
a small number of nucleotides [1]. Indels that are not a
multiple of three nucleotides shift the reading frame and
introduce premature termination codons (PTCs),
resulting in mRNA degradation by nonsense-mediated
decay (NMD) [2].
This approach is used to generate clonal cell lines and

genetically modified organisms with a null mutation of
the targeted gene. An unintended consequence, however,
is that sgRNA can introduce double-stranded breaks at
non-targeted sites within the genome. The potential for
these off-target effects are well known; thus, procedures
are in place to reduce their frequency, screen for their
occurrence, and in the case of sexually reproducing
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organisms, perform outcrossings for their exclusion from
lines with the desired mutation.
A paper by Mou et al. in this issue of Genome Biology

[3], a report by Kapahnke et al. [4], and a recent result in
zebrafish [5] have identified exon skipping as a new and
relatively frequent unintended consequence of CRISPR-
generated mutations. While exon skipping is not a prob-
lem if the resulting mRNA(s) is (are) subject to NMD, it
could produce mRNAs that express an aberrant protein

potential for CRISPR-generated cell lines and organisms
to produce artifactual effects. The good news is that just
as for off-target effects, awareness of the problem allows
better screening for truly null alleles.

CRISPR-generated mutations can cause exon
skipping
Mu et al. found that targeting exons using CRISPR and a
single sgRNA in cell lines produced exon skipping by two
mechanisms that appear to be independent (Fig. 1). The
first occurs during splicing of the mutated pre-mRNA,
and the second is caused by genomic deletions that re-
move multiple exons and splicing of the remaining exons.
The researchers used CRISPR to generate two clonal

derivatives of a lung adenocarcinoma cell line, one with
a single nucleotide deletion and the other with a two-
nucleotide deletion in exon 2 of the Kras oncogene. Both
of the mutations introduce a PTC just downstream of
the translation start codon. Typically NMD is more effi-
cient when the PTC is toward the 5′ end of the mRNA
[2], so a very low level of mRNA from the mutated allele
was expected. However, RNA sequencing (RNA-seq)
data from the cell lines revealed weak knockdown levels
of the transcript, fewer exon 2 reads compared to exons
1 and 3, and junction reads indicating splicing of exons
1 and 3 that was not prevalent in wild-type cells. Reverse
transcription-PCR (RT-PCR) using PCR primers in
exons 1 and 3 showed a substantial level of mRNAs that
were missing exon 2 and had no translation start codon.
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Fig. 1 Two mechanisms for exon skipping. a Clustered regularly interspaced short palindromic repeat (CRISPR)-induced indel (red arrow) results in
the intended mRNA with a premature termination codon subject to nonsense-mediated decay (NMD), but skipping the mutated exon retains the
reading frame and produces an aberrant protein. b CRISPR-induced genomic deletion removes three exons, including the translation initiation
codon, such that a downstream internal ATG produces a protein that is truncated at the N-terminus. Red boxes indicate mRNAs that produce
aberrant proteins
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These transcripts would result in an N-terminal trun-
cated protein caused by the initiation of translation at an
in-frame ATG in exon 3.
Next, Mu et al. targeted the in-frame exon 3 of the β-

catenin gene (Ctnnb1). This exon, if skipped, produces a
stabilized, constitutively active β-catenin protein that is
retained in the nucleus. On testing multiple sgRNAs,
many efficiently introduced indels that also produced a
fraction of exon-skipping mRNAs, regardless of the
strand targeted. Immunoblotting and immunofluores-
cence staining revealed that the protein product result-
ing from exon 3-skipping was localized to the nucleus
instead of in the cytoplasm, supporting the concern that
alleles targeted for a null mutation can produce func-
tional proteins.
But there was more. When primers used for RT-PCR

were located multiple exons upstream and downstream
of the Ctnnb1 targeted exon, multiple bands were de-
tected that resulted from skipping not just the targeted
exon, but also flanking exons. The explanation is that
CRISPR-induced large genomic deletions that removed
these exons, and the remaining exons were spliced. At
first, this deletion was not detected by genomic DNA
PCR since the binding sites for primers designed to de-
tect small indels within the exon were removed by the
deletion.
The results by Mou et al. [3] provide the clearest evi-

dence to date that exon skipping occurs at relatively high
frequency in mRNAs from CRISPR-generated alleles.
They also show that potentially undetected genomic de-
letions can lead to exon skipping. Finally, they demon-
strate that exon skipping results in the expression of a
truncated protein with different localization, and pre-
sumably a different function, from the wild-type protein.
The message is that whether a single exon is skipped
because of a small indel, or multiple exons are skipped
because of a genomic deletion, an allele targeted for a
null mutation can produce a protein with residual nor-
mal activity or a new gain-of-function.

What is the mechanism?
The mechanism for skipping multiple exons is straight-
forward: the exons that remain intact after a genomic
deletion are spliced. More complex and concerning is
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the fact that a change of only one to a few nucleotides
can result in exon skipping during pre-mRNA splicing.
It has been known for some time that, in addition to the
splice sites at the intron–exon boundaries, exons contain
sequences that act positively or negatively on splicing
efficiency [6]. Positive-acting elements within exons,
known as exon splicing enhancers (ESEs), bind factors
that enhance recognition by the splicing machinery.
Negative-acting elements (exon splicing silencers (ESSs))
are thought to prevent the use of cryptic splice sites.
One can hypothesize that an indel promotes exon
skipping either by disrupting an ESE or by fortuitously
introducing an ESS. Such effects are not as unlikely as
one might think. A growing number of examples of
genetic variants produce differences in splicing efficiency
between individuals. Up to 30% of disease-causing point
mutations do so by disrupting splicing, and half of these
are outside of consensus splice sites—most often within
exons [7]. Consistent with a partial loss of ESE function
(or a gain of weak ESS activity), exon skipping was par-
tial, and often a relatively small fraction of mRNAs
lacked the skipped exons. Still, the frequency with which
small CRISPR-induced indels produced a change in
splicing is surprising.
In addition to the multiple cis-acting elements within

and around exons, differences in the nuclear trans-act-
ing environment also play a role in splicing efficiency
[6]. A mutated exon might show some level of skipping
in one cell line and none in another. In a genetically
modified organism, tissue-specific differences in the level
of exon skipping might produce tissue-specific differ-
ences in the expression of an aberrant protein product.

What is one to do?
Ideally, it would be possible to know a priori how to tar-
get a gene and avoid exon-skipping issues. However, it is
currently difficult to predict the effect of a given indel
on splicing efficiency based on exon sequence. Algo-
rithms to identify exonic splicing elements have been
partially successful, and computational definition of the
so-called splicing code is ongoing [8–10], but these
cannot yet completely predict the effect of a given
nucleotide change on splicing efficiency.
The good news is that awareness of the problem leads

to enhanced quality control. First, it is recommended to
use RT-PCR to determine whether the exon containing
the indel is skipped, and if so, to determine the protein-
coding potential. Second, a single sgRNA can produce a
large deletion, and this might remain undetected
because the priming sites for at least one primer
designed for PCR of an expected smaller deletion might
be lost. Therefore, one needs to account for the struc-
ture of both alleles (or more if the cell is polyploid for
the targeted chromosome), since one allele might
contain an indel but the other might contain a large un-
detected deletion. An RT-PCR survey of the mRNA is a
straightforward screen to identify mRNAs lacking exons
generated by either mechanism. For example, RT-PCR
using primers located several exons upstream and down-
stream of the targeted exon—or even in the first and last
exons—will readily detect an mRNA produced by spli-
cing the remaining exons of a large deletion. As a first
pass screen, RT-PCR can more rapidly indicate a dele-
tion compared to a PCR screen of genomic DNA for un-
known deletion endpoints.
CRISPR is straightforward, inexpensive, and widely ac-

cessible to individual laboratories. As well as establishing
rigorous protocols for highly efficient and selective
mutagenesis, it is important to set up rigorous quality
controls to ensure that the mutants created do not
contain hidden surprises that could produce artifacts.
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