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Clustered regularly interspaced short palindromic repeats associated protein-9 nuclease (CRISPR-Cas9), known as a
heritable part of the prokaryotic adaptive immune system, has been reprocessed for gene editing in mammalian cells. Guide
RNA (gRNA) is responsible for recognizing target sequence in genome and following Cas9 protein is applied for cutting
two strands of DNA. CRISPR-Cas9 is not the first emerged gene-engineering tool, however, it is versatile, precise and
simple over its predecessors such as TALENS and Zinc finger nuclease. As a versatile and powerful gene editing platform,
CRISPR-Cas9 gene editing system has been widely applied in biologic research, human medicine, and biotechnology since
its discovery. CRISPR-Cas9 gene editing system possesses bright prospects in genetic disorders therapies through revising
unwanted mutations caused by disease. Some encouraging results have been achieved by application of CRISPR-Cas9 gene
editing system for gene therapy in preliminary research. Despite the promising consequences, some drawbacks still exist in
CRISPR-Cas9 gene editing system. Additionally, delivery of CRISPR-Cas9 gene editing system, one of the greatest
challenges, remains to be settled, before employing CRISPR-Cas9 system for therapy. In this review, improvements of
CRISPR-Cas9 gene editing system will be discussed and non-viral delivery systems for CRISPR-Cas9 gene editing system
will be highlighted.
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Introduction

Clustered regularly interspaced short palindromic
repeats (CRISPR)/ CRISPR-associated (Cas), as a heritable
and part of the adaptive immune system in archaea and
bacteria, is used to defend invasive phages and plasmids.
Currently, CRISPR/Cas9 has been successfully reprocessed
for gene editing in mammalian cells. Guide RNA (gRNA)
is designed to recognize target sequence in genome and
followed by Cas9 protein acting as a pair of scissors to cut
two strands of DNA. CRISPR-Cas9 gene editing system
has triggered a research boom due to its versatile, precise
and simple to use. In the past several years, it has been
widely applied in biologic research [1], human medicine
[2], biotechnology [3] and agriculture [4].
CRISPR structure was found by Yoshizumi Ishino as

early as 1987 [5], and the CRISPR was proposed in 2001
[6, 7]. A turning point was appeared in 2005 due to
observation that sequences of hyper variable spacers had
homology with foreign sequences. Therefore, it is
speculated that CRISPR and its related proteins may
possess immune memory function, playing a key role
against foreign invasion sequences [8]. After that, details of
this system were clearly demonstrated because of
accelerating pace of development of CRISPR. Zhang,
Doudna and Charpentier are three important contributors
for development and application of CRISPR-Cas9 gene

editing system. Charpentier demonstrates the mechanism
of CRISPR-Cas9 system [9]. Furthermore, biochemical
features of CRISPR-Cas9 gene editing system were
elucidated by Charpentier and Doudna [10]. Zhang adopts
the system for gene editing in human cell [11].
CRISPR-Cas9 gene editing system was marked as
breakthrough of the year by Science in 2015[12]. The
publications about CRISPR-Cas9 are significantly
increasing since 2011(Fig 1).
CRISPR-Cas9 is a novel system for gene editing,

however, its simplicity, versatile, and precise attracts
researchers. On the other hand, some drawbacks were
reported in the application of CRISPR-Cas9 gene editing
system. Furthermore, the non-viral mediated delivery of
CRISPR-Cas9 is a crucial aspect for its application.
Therefore, this review aims to discuss the non-viral
mediated delivery systems, improvement and drawbacks of
CRISPR-Cas9 gene editing system.

Mechanism of CRISPR-Cas9 genome editing system

The CRISPR-Cas system has Class1 and Class 2 [13].
The Class 2 CRISPR-Cas system has one multi-domain
protein, which is easier to use than Class 1 CRISPR-Cas
system with the large, multi-subunit protein [14]. Type II
CRISPR system, also known as CRISPR-Cas9 gene editing
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system, is the most widely applied among Class 2 family.
In type II CRISPR system, CRISPR spacers is responsible
for the target sequences, and Cas9 protein is used for
acquisition and defense. The action of CRISPR-Cas9 gene
editing system has three stages, which are discussed below
[14-19].

Adaptation
In this stage, invasion DNA sequences, also known as

protospacers, are incorporated. These protospacers are
from plasmids or invading viruses, inserting into CRISPR
array as new spacers. New spacers are responsible for
providing the sequence memory for targeted defenses
against invasive sequences.

Expression
In this stage, the CRISPR repeat-spacer array is

transcribed into precursor transcript, called pre-crRNA,
which is further processed and matured into a crRNAs. The
crRNAs have a conserved repeating sequence and a
variable spacer sequence complementary to the invasion
sequences. The crRNAs recognize large numbers of
foreign sequences due to each crRNA responsible for one
specific foreign sequence.

Interference
In this stage, crRNAs specifically recognize PAM

sequences and Cas9 protein is responsible for cleaving
target DNA or RNA. In type II CRISPR-Cas9 system,
gRNA is responsible for targeting sequence and following
Cas9 protein cuts double strands of DNA and inducing
Double Strand Break (DSB), thereby preventing
proliferation of foreign gene sequences.

Non-Homologous End Joining (NHEJ) repair pathway
and Homology Directed Repair (HDR) pathway
Cas9 protein cuts 3-4 nucleotides upstream of the

protospacer adjacent motif (PAM) sequence. Two different
pathways called NHEJ repair pathway and HDR pathway,
respectively, were used to repair after DSB. The NHEJ
repair pathway causes inserts or deletions at the DSB site,
further producing frame shifts or premature stop codons.
The NHEJ repair pathway disrupts the open reading frame
in the targeted sequences. The HDR pathway is used to
repair the DSB in the presence of template DNA. The
specific template DNA sequences can be inserted due to
HDR inducing the copy of repair template to the cleaved
target sequence. Gene replacement or knock in has lower
efficiency in comparison to gene knock out by using
CRISPR-Cas9 gene editing system, as initiation of HDR
repaired pathway has lower possibility than NHEJ repaired
pathway after DSB.

Delivery systems for CRISPR-Cas9 gene editing system

In early stage for delivery of CRISPR-Cas9 gene editing
system, non-viral delivery systems such as electroporation
[20], hydrodynamic delivery [21-24], and lipid-based
nanoparticles [25] are major methods. There are several

advantages for non-viral delivery systems. First, non-viral
delivery systems have higher safety than viral mediated
delivery systems. Second, non-viral delivery systems have
no limitation for length of DNA sequences, which is a big
challenge for viral-mediated delivery systems. Third,
non-viral delivery systems are easy to produce at relatively
lower cost than that of viral-mediated delivery system
[26-29]. In this section, current non-viral delivery systems
used to deliver CRISPR-Cas9 gene editing system are
discussed.

Electroporation
Electroporation is an approach used to deliver

macromolecules into mammalian cells such as protein and
nucleotides including DNA and RNA [30]. In the process
of electroporation, permeability is temporarily increasing
in cell membrane due to electrical field, which allows
macromolecules such as nucleotides and proteins to cross
cytoplasm membrane or nuclear membrane [31].
Electroporation is desirable for plasmid-based
CRISPR-Cas9 gene editing system systems such as pX260
and pX330 system, Cas9 mRNA and gRNA, Cas9 protein
combined gRNA (RNP) and templates DNA. For
plasmid-based CRISPR-Cas9 gene editing system,
electroporation has been achieved many encouraging
results in vertebrate organogenesis field. zebrafish fin and
axolotl have been successfully regenerated by
electroporation of plasmids encoding Cas9 protein and
gRNA [32-35]. Moreover, electroporation has also been
used for delivery of plasmids encoding Cas9 protein and
gRNA into embryonic stem cell, T lymphocytes and
different cancer cell lines [36-41]. Unfortunately, only
around 0.01% of target cells have been achieved by using
electroporation of plasmid-based CRISPR-Cas9 gene
editing system. Plus, electroporation results in cell damage
and high percentage of cell death. Electroporation is
desirable for delivery of Cas9 mRNA and gRNA. Qin and
colleagues deliver Cas9 mRNA and gRNA into mouse
zygotes using electroporation, achieving ideal genotype
[42]. Furthermore, electroporation is also desirable for
delivery of RNP. Fei and colleagues demonstrate that RNP
has higher efficiency than plasmid-based CRISPR-Cas9
gene editing system in the cells by using electroporation
[43]. Furthermore, electroporation can be used to deliver
RNPs in different cell lines including embryonic stem cells,
fibroblasts [44], and human T lymphocytes [45]. Liang and
colleagues make a comparison among plasmid based-,
mRNA based- and RNPs based-systems. The results
demonstrate that RNP has highest gene-editing efficiency
than other two systems by using electroporation. For
example, electroporation of RNPs has over 94% editing
efficiency in Jurkat T cells and 87% editing efficiency in
pluripotent stem cells. For plasmid-based system, only
63% editing efficiency in Jurkat T cells and 20% editing
efficiency in pluripotent stem cells are achieved. And also,
electroporation of mRNA-based system achieves low
efficiency with 32% editing efficiency in pluripotent stem
cells and 42% editing efficiency in Jurkat T cells [46].
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Lipid-mediated transfection
Lipid nanoparticle as a commonly used strategy for

delivery of nucleic acids, has entered Phase I clinical trials
for RNAi therapy with encouraging results [47, 48]. The
positively charged lipids and negatively charged nucleic
acids form complexes by charge-charge interaction. Cells
uptake the complexes by endocytosis or macro-pinocytosis.
By now, lipid-mediated delivery of CRISPR-Cas9 gene
editing system has been used in construction of cell models
[11, 40] and even in establishment of animal models [49,
50].
As mentioned, RNPs has higher gene editing efficiency

than plasmid-based CRISPR-Cas9 gene editing system.
Zuris and colleagues demonstrate that cationic
lipid-mediated RNP delivery achieves over 80%
modification in comparison to plasmid-based system in
mammalian cells. This study also determines that
lipid-mediated RNP delivery achieves around 20 % gene
editing efficiency in hair cells in vivo [25]. Furthermore,
bio-reducible lipids were designed to deliver RNP.
Bio-reducible lipid degrades in the cytosol, and then
enhances the endosome escape of RNP. By using this
method, over 70 % gene editing efficiency were achieved
[51]. The results demonstrate that lipid-mediated RNP
delivery is an ideal method to target certain cells such as
HEK293FT and N2A. Lipid-mediated transfection also can
be used for delivery of plasmid-based CRISPR-Cas9 gene
editing system or Cas9 mRNA/gRNA for some cell lines
such as HEK293FT, U2OS, mouse ESCs and N2A [46].
Therefore, lipid-mediated delivery of CRISPR-Cas9 gene
editing systems is a desirable method for gene editing in
vitro and in vivo.

Hydrodynamic delivery
Hydrodynamic delivery is a safe and convenient method

for delivery of DNA in vivo in comparison to viral delivery
system. Mechanical force is generated with rapidly
injection of DNA solution with large volume in blood
vessel, generating pores on cell membrane of endothelial
cells and enable DNA to enter cells [52-54]. Recently,
several researches report that plasmid-based
CRISPER-Cas9 gene editing system can be successfully
applied and generates genetic corrections or mutations
using hydrodynamic injection [22, 23, 55, 56]. Yin and
colleagues construct mice phenotype using hydrodynamic
tail injection of plasmid-based system. pX330 system was
used to combine with corrected DNA template of Fah.
Hydrodynamic tail injection was used to delivery pX330
system and template DNA, leading to expression of Fah
protein in ~1/250 liver cells [57]. Similarly, Hydrodynamic
tail injection was also used to delivery pX330 system
targeting Pten sequences, achieving around 2.6 % of
sequence with mutations in liver [58]. Therefore,
hydrodynamic injection of plasmid-based system is a good
method for construction of hepatoma models. On the other
hand, hydrodynamic injection has several drawbacks such
as inducing the increase of blood pressure, causing liver
expansion and dysfunction of temporary cardiac [53].
Besides, application of hydrodynamic injection in the large

animals is still not clear, and hydrodynamic injection is
hard to use in clinical implementation.
Microinjection
Microinjection is desirable for delivery of plasmid-based

or mRNA-based systems [59-62]. Injection of
plasmid-based system into pronucleus is an easiest way for
achieving ideal genotype [63-65]. some studies
demonstrate that microinjection of plasmid-based or
mRNA-based systems can be applied in vivo targeted
genetic modification in rabbits [66], zebrafish [67], Ciona
intestinalis [68], worms[69] and Aedes aegypti [70]. In
addition, microinjection of the plasmid-based
CRISPR-Cas9 gene-editing system is also useful for
multi-targeting [66].
Nakagawa and colleagues compare gene editing

efficiency based on plasmid-based systems, 1) Cas9
nuclease with one gRNA, 2) Cas9 nickase with two gRNAs,
3) FokI-dCas9 with two gRNAs via using microinjection.
The results indicate that Cas9 nickase results in lowest
mutation rates and the highest birth rates. By the contrary,
Cas9 nuclease leads to lowest birth rates and the highest
mutation rates [71]. On the other hand, microinjection of
plasmid-based system induces unwanted integration in the
host chromosomes. Alternatively, microinjection of
mRNA-based system into pronucleus has high efficiency,
avoiding unwanted interstation. In addition, the delivery
site is very important for microinjection. For instance,
Horii and colleagues demonstrate that microinjection of
mRNA based system into pronucleus achieve higher gene
editing efficiency than microinjection of mRNA-based
system into cytoplasm or microinjection of plasmid-based
system in pronucleus [72]. The results demonstrate
microinjection as an effective physical method for delivery
of plasmid-based or mRNA-based systems. However, some
disadvantages of microinjection should not be ignored.
First, microinjection leads to cell damage. Second, it
requires complicated manual skills. Third, numbers of cells
are limited for microinjection because only one cell can be
targeted at each time.

Induced transduction by osmocytosis and propanebetaine
(iTOP)
iTOP, as a novel emerged method for delivery of

CRISPR-Cas9 gene editing system, is an active uptake
process. A buffer containing sodium chloride-mediate
hyperosmolality combined with propanbetaine, a
transduction compound, stimulates cell macro-pinocytotic
uptake and further delivered RNP. iTOP transduction has
been successfully used for delivery of Cas9 protein and
gRNA, separately. Besides, it also has been used for
delivery of RNP into a variety of primary cells. According
to this method, Cas9 protein and gRNA were co-transduced
in human embryonic stem cells with 10% and 26%
gene-editing frequency after one and two rounds of
transduction, respectively [26]. In comparison to other
delivery systems such as electroporation and lipid
nanoparticles, iTOP shows low gene editing efficiency [25,
26, 73-75]. Another drawback of iTOP is that Cas9 protein
is hard to soluble in low salt solution, which is not
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desirable for application in in vivo study.

Cell-penetrating peptides (CPPs)
CPPs are an emerged delivery system for delivery

CRISPR-Cas9 gene editing system. Briefly, CPPs were
covalently conjugated with Cas9 protein and gRNA
complexes with another peptide. Those two carriers were
co-delivered in the cells, further generating mutation
ranging from 2.3% to 16% among different cell lines
including HEK293T, HeLa, dermal fibroblasts, and
embryonic cells [74, 75]. However, RNPs and CPP are
failed to complex due to gRNA neutralization positive
charged CPP and the cellular entry of RNPs-CPP complex
is blocked. Based on this result, we speculate the
application of CPP-mediated CRISPR-Cas9 gene editing
system delivery is less likely in vivo. Besides, since
gRNA-CPP is highly cationic, so it is not favored for
circulation kinetics or bio-distribution.

DNA nanoclews
Yarn-like DNA nanoclews are a novel emerged method

for delivery of RNP [76]. DNA nanoclews are made of
amplification of rolling circle of DNA. Due to structural
homology to the gRNA, RNP can complex into the DNA
cage. PEI was added to the complex, enhancing cell uptake
and endosome escaping of RNP. Delivery of RNP using
DNA nanoclews achieves 28% gene editing efficiency in
U2OS-EGFP cells. Also, DNA nanoclews mediated RNP
delivery leads to around 25% EGFP disruption in tumor via
intra-tumor injection [77]. However, due to high toxicity
induced by PEI and immunogenicity, it is less likely for
using this system in human body.

Gold nanoparticles
Gold nanoparticles is used to co-assemble Cas9 protein

labeled a glutamate peptide tag with gRNA into
nano-assemblies. The cellular uptake of gold
nanoparticle-RNP dependents on cholesterol-dependent
membrane fusion other than cellular endocytosis [78]. Over
30% gene editing efficiency can be achieved by using gold
nanoparticles mediated delivery system in different cell
lines [78], providing an alternative delivery method for
CRISPR-Cas9 gene editing delivery. However, further
studies are still necessary to evaluate the efficiency of
system in human body.

Fig 1. Publications related to “Cas9” and “Cas9 and therapy” for each year since
2011. For 2017, the numbers of publications are basing to the publications from
January 1th to December 17th.

Improvement of CRISPR-Cas9 gene editing system

CRISPR-Cas9 gene editing system possesses bright
prospects in therapy of genetic disorders via directly
revising unwanted gene mutations. Until now, many
advances in the development of specificity, repair and
delivery strategies for the CRISPR-Cas9 gene editing
system have been achieved. Specifically, some aspects are
under rapidly development including improvement of Cas9
nuclease specificity, optimization of gRNA, and detection
methods with higher efficiency for off-target. These
improvements increase efficiencies of delivery and gene
editing of system. Herein, we briefly summarize recent
improvements for CRISPR-Cas9 gene editing system.
With structure analysis of Cas9 nuclease, engineered

Cas9 nucleases with high gene editing efficiency are
rapidly developed. Cas9 nuclease contains two catalytic
domains called RuvC and HNH, respectively. Once one
point mutation is introduced in Cas9 catalytic domains,
Cas9 protein, also called Cas9 nickase, only cleave one
strand DNA complementary to the gRNA instead of two
strands of DNA. Therefore, Cas9 nickase reduces off-target
effect (50- to 1500-fold) and induces high efficiency of
HDR comparing to Cas9 nuclease [11, 79]. In addition, a
nuclease-inactive Cas9 protein, also called dCas9 can be
generated with mutations of two Cas9 catalytic domains
[80]. Furthermore, the dimerization-dependent system
produced by fusion dCas9 protein with FokI nuclease
domain has a higher specificity (over 140-fold) than
normal Cas9 protein[81]. A similar system is fusion Cas9
nuclease with programmable DNA-binding domain,
thereby reducing inherent DNA-binding affinity of Cas9
nuclease. This system also dramatically reduces off-target
effects [82].
A novel structure-guided engineering strategy based on

Cas9 protein without adding extra components has been
developed. SpCas9 and SaCas9 with high specificity were
produced by mutations non-DNA binding sites of Cas9
protein domain, improving on-target effects [83]. Similarly,
Kleinstiver and colleagues develop a high-fidelity variant
SpCas9 protein with over 70% efficiency. It contains four
alanine substitutions, enhancing interaction effects of Cas9
protein with target DNA [84]. On the other hand, with
emerging of these Cas9 variants, detection methods for
off-target effects with high accuracy should be developed.
And also, the current delivery systems should take
advantage of Cas9 variants, which may achieve higher
gene editing efficiency in comparison to wide-type Cas9
protein.
Modified gRNA is another available component for

enhancing specificity of CRISPR-Cas9 gene editing system.
In general, RNA duplex is composed of CRISPR RNA
(crRNA) and trans-activating crRNA (tracrRNA), which
are responsible for targeting and cleavage, respectively. A
synthetic single strand gRNA (sgRNA) is more advanced,
containing crRNA and tracrRNA in single strand,
mediating Cas9 protein targeting and cleaving double
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strands of DNA. By structure analysis of gRNA, Briner
and colleagues discovered six features of gRNA, which are
responsible for CRISPR-Cas9 targeting, indicating that
modifications of these six features may increase the
on-target effects [85]. Another method to improve editing
efficiency of Cas9 protein is extension of gRNA. Five bp
extension of the gRNA duplex improves on-target
efficiency of dCas 9 in one experiment [86]. Meanwhile,
the experiment demonstrate that knockout efficiency of
Cas9 will reach a peak with 5 bp extension of the gRNA
duplex [87]. Hsu and colleagues also determine that
extension the gRNA duplex to 10 bp without improving
knockout efficiency [88].
Length of guide sequence is a crucial factor, determine

specificity of CRISPR-Cas9 gene editing system. The
results demonstrate that truncated guide sequence-mediated
CRISPR-Cas9 gene editing system possesses highly
precise on-target effects. Fu and colleagues demonstrate if
the length of guide sequence is less than 20 bp (17 bp or 19
bp), it significantly reduces mutations at some off-target
sites without reducing on-target effects. However, it should
be notice that guide sequence with 15 nucleotides is too
short to have guidance effects [89]. Furthermore, although
shorter guide sequences mediated gene editing has lower
off-target activity, but more off-target sites are
generated[90]. Additionally, even combined these shorter
guide sequences with high fidelity SpCas9, low on-target
efficiency were still being detected [84]. Therefore, the
combination of optimized gRNA with engineered Cas9
protein should be further investigated.
Chemical modification of gRNA also can improve

efficiency of CRISPR-Cas9 gene editing system.
Modification of gRNA at 3’ and 5’ ends with 2’ -O-methyl
3’ thioPACE, 2’-O-methyl 3’phosphorothioate or
2’-O-methyl significantly improves gene-editing efficiency
of CRISPR-Cas9 gene editing system in a variety of cell
lines [91]. Increased off-target effect is one major
drawback of modification gRNA, indicating that
modification of gRNA should be further explored to reduce
off-target effects.

Perspective and conclusion

Many improvements for CRISPR-Cas9 gene editing
system are under development, off-target effect is still a
major limitation as off-target may induce genome
instability, gene functional disruptions and epigenetic
alterations. In addition, many potential off-target sites may
exist in large genomes, such as in mammals, because
relatively small gRNA targeting DNA sequences only
through 20 bp binding. Another possibility is the
occurrence of non-Watson–Crick base pairing, leading to
more off-target activities of CRISPR-Cas9 gene editing
system [92]. According to two studies performed by
Cradick [93] and Fu [89], at least 1/3 large insertions and
23% small insertions at off-target sites based on
plasmid-based CRISPR-Cas9 gene editing system. It is
known that unwanted insertions at off-target sites are
difficult to detect and it is more problematic than those

insertions at on-target sites because foreign sequences can
induce host immune responses. Therefore, to better take
advantage of CRISPR-Cas9 gene editing system, some
strategies such as optimization of Cas9 protein, rational
design of gRNA(s), and selection of targeting site should
be developed before application of CRISPR-Cas9 gene
editing system.
In past few years, the CRISPR-Cas9 gene editing system

has been widely used for gene editing and achieved
encouraging results in biological fields. However, delivery
of CRISPR-Cas9 gene editing system remains a big
challenge. Therefore, development of more advanced
delivery systems is very important for application of
CRISPR-Cas9 gene editing system in vivo study. Currently,
some delivery systems including non-viral-mediated and
viral-mediated systems have been developed for delivery
of CRISPR-Cas9 gene editing system. Based on these
delivery systems, CRISPR-Cas9 gene editing system-based
therapeutics have been achieved some promising results. In
the future, to apply CRISPR-Cas9 gene editing system in
human body for therapeutic purpose, more advanced
delivery systems with high efficiency and low
immunogenicity should be further investigated.
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