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Introduction

Eukaryotic species' genomes are made up of billions of DNA bases. The ability to modify these
DNA bases at specific predetermined positions is extremely valuable not only in molecular
biology, but also in medicine and biotechnology. Genome editing has long been a priority in
molecular biology. The late 1970s discovery of restriction enzymes that usually defend bacteria
against phages was a defining moment that fueled the era of recombinant DNA science. It was
later discovered that the introduction of a double-strand break (DSB) at a target site increases
the frequency of selective gene incorporation by many orders of magnitude. While artificially
conceived meganucleases, followed by Zinc finger nucleases (ZFNs) and transcription
activator-like effector nucleases (TALENSs), enhanced genome editing performance, re-design
or re-engineering of a new category of proteins was needed to target different sites in the
genome. The challenge in cloning and protein engineering ZFNs and TALENs hampered their
widespread adoption by the scientific community. CRISPR has transformed the industry in this
regard because it is as powerful as, if not more so than, existing editing tools (1). Furthermore,
it is much simpler and more adaptable to use. A brief timeline of key events in the discovery
and subsequent repurposing of CRISPR/Cas9 system for gene editing is mentioned in table 1.

What is CRISPR/cas9

Clustered Regularly Interspaced Short Palindromic Repeats (CRISPR)-CRISPR-associated (Cas)
(CRISPR-Cas) systems originate from Prokaryotes, where they serve primarily as a defensive
mechanism against mobile genetic elements like phages and plasmids. It is now being utilized
as potent a gene editing tool that allows highly specific and rapid modification of DNA. The
CRISPR-Cas system, which has been modified for use in lab settings relies on three main
components: a guide RNA (gRNA) a cas nuclease, and the target DNA. The various components
are depicted in figure 1.
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Table 1: A brief history of CRISPR/Casg gene editing system

The CRISPR sequence first identified, (not known as CRISPR) 2)

M ore clustered repeats of DNA identified in other bacteria and 3}
archaea, termed Short Regularly Spaced Repeats (SRSR)

Term CRISPR-Cas9 published for first time 4)

Jennifer Doudna and Jillian Banfield started investigating CRISPR (5)

French scientists suggested CRISPR spacer sequences can provide (6)

cell immunity against phage infection and degrade DNA
Experiments demonstrate for the first time the role of CRISPR (7)
together with Cas9 genes in protecting bacteria against viruses

using the lactic acid bacterium Streptococcus thermophilus

Created the first artificial CRISPR arrays—programming CRISPR to 8)
target four essential genes in lambda phage
Proved that the target of Cas9 is DNA, not RNA. Recognized that 9)
CRISPR was essentially a programmable restriction enzyme.
Showed that Cas9's nuclease activity cut DNA at precise positions (10}
encoded by the specific sequence of the crRMAs.

Discovery of tracrRNA (trans-activating CRISPR RMA). (11}

Reconstitution of CRISPR in a Distant Organism. (12)
Reprograming Cas9 with custom-designed spacers in the CRISPR (13,14}

array to cut a target site of their choosing in vitro.
In addition, Charpentier and Doudna showed that the two RNAs
could function in vitro when fused into a single-guide RNA
(sgRMA) (Lander 2016).

Genome editing transferred to mammalian cells. (15)
First CRISPR-Cas9 clinical trial launched. (16}
Mobel Prize in Chemistry awarded 'for the development of a 17)

method for genome editing'. To Emmanuelle Charpentier and
Jennifer Doudna.
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Cas 9 protein Figure 1 Main components of the CRISPR/casg system (19)
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1.The guide RNA is a specific RNA sequence that recognizes the target DNA region of interest
and directs the Cas nuclease there for editing. The gRNA is made up of two parts: CRISPR
RNA (crRNA), a 17-20 nucleotide sequence complementary to the target DNA, and a
tracrRNA, which serves as a binding scaffold for the Cas nuclease. The crRNA and tracrRNA
can be combined to form a single guide RNA (sgRNA).

2.The CRISPR associated protein (Cas) is a bacterial RNA-guided endonuclease. It is directed
to the specific DNA locus by a guide RNA (gRNA), where it makes a double-strand break.
There are several versions of Cas nucleases isolated from different bacteria. The most
commonly used one is the Cas9 nuclease from Streptococcus pyogenes (18).

3.The DNA sequence contains the sequence which we want to replace or the site where we
want to insert our gene of interest. Once this DNA sequence interacts with the sgRNA-Cas9
complex, Cas9’s HNH domain cleaves the DNA strand complementary to sgRNA and Cas9’s
RuvC-like domain cleaves the other DNA strand. It is necessary for this DNA sequence to
show complementarity to the sgRNA and the presence of a PAM motif, for target
recognition. This schematic has been diagrammatically depicted in figure 2.

Applications of CRISPR/Cas9 gene editing

Some of the many applications of this technology are as follows:

1. Generation of cellular/animal models:

The pathological analysis of different disorders relies heavily on genetically engineered animal
models that mimic human diseases. Cas9-mediated genome editing has sped up the
generation of transgenic models and broadened biological science beyond conventional,
genetically tractable animal model organisms. CRISPR editing can be used to conveniently and
rapidly model genetic disorders, research anatomy, disease development, and develop novel
drugs for diseases by repeating the common mutations present in disease state populations.
To prepare cell models and animal models (injection in zygote), direct transient transfection of
cells with plasmids containing the CRISPR/cas9 system can be used. However, gene targeting
has limited applications in some organisms due to time-consuming procedures and the lack of
available embryonic stem cells (21).

2. Treatment of infectious diseases:

Given that the CRISPR-Cas system was designed to be an antiviral adaptive immune system in
bacteria, it has the potential to be used to cure infectious diseases by eradicating pathogen
genomes from infected individuals. According to recent research, the CRISPR-Cas9 mechanism
will eliminate the HIV-1 genome and avoid new HIV infections. A sgRNA expression vector
targeting the long terminal repeats (LTR, necessary for gene expression) of HIV-1 efficiently
cleaves and mutates LTR target sites and suppresses LTR-driven viral gene expression when
transfected into HIV-1 provirus-integrated human cells. Furthermore, this system has been
shown to delete viral genes from host cell chromosomes (22).

3. Correction of genetic disorders:

This is a very exciting application of the CRISPR/cas9 technology for curing genetic diseases.
the discovery and development of CRISPR/Cas9 has re-opened the door for gene therapy and
changed the way scientists can approach a genetic aberration—by fixing a non-functional gene
rather than replacing it entirely, or by disrupting an aberrant pathogenic gene. 78
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This system has shown potential in efficiently correcting mutations in various animal models,
and there are ongoing human clinical trials for curing genetic disorders like Beta thalassemia,
Leber Congenital Amaurosis 10 (LCA 10) (22). A description of how CRISPR/Cas9 is used to treat
LCA 10 is depicted in figure 3. Various genetic disorders, for which therapies based on
CRISPR/Cas9 are currently in clinical trials, have been summarized in table 2.

Table 2. List of registered clinical trials of CRISPR/Cas for treatment of various diseases
HPV- Human Papilloma Virus; LNP- Lipid nanoparticle; AAV- Adeno-associated virus; HBB-
Hemoglobin Subunit Beta; iHSC- induced hematopoietic stem cells; CAR: Chimeric antigen receptor
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Figure 3: Successful editing by EDIT-101 restores functionality (23)

Challenges/Risks of using CRISPR/cas9 as a gene editing system

1. Off-target mutations:

The main concern of the CRISPR/Cas9 system is the problem of off-target effects, which cause
genomic toxicity, carcinogenesis, genome instability, functional gene disruptions, and
epigenetic alterations. Given that genomic changes caused by the CRISPR/Cas9 system are
permanent, these effects should be carefully identified. The rate of off-target effects is affected
by the composition and structure of the sgRNA, so shorter and unique sgRNA, which has a
decreased mismatch tolerance, should show lesser off-target effects. Such a target site should
be selected such that it shows no homology anywhere else in the genome. Shortening the
sgRNA by 2-3 nucleotides, in the protospacer portion reduces the tolerance of the created
mismatch and hence reduces the off-target effects.

2. Rate of INDEL formation

Another concern of the CRISPR/Cas9 system is the unwanted insertions and deletions (INDELS)
(<20 bp) that rarely occur, but if the INDELs are too long (up to 600 bp or 1.5 kb) it can lead to
pathological defects. Moreover, the size of the Cas9 protein is a key disadvantage, which is
larger than a TALEN monomer and much larger than a ZFN monomer and causes Cas9 delivery
by viral vectors to be challenging (24).

3. Delivery

The efficiency of delivery depends on the target cell type and the delivery method chosen. Due
to the large size of the CRISPR complex, efficient and specific delivery into the cell is a major
challenge. Currently, a number of viral, non-viral and physical methods are being employed for
targeted cell delivery. Further development of suitable carriers will require long-term studies
(25).

Conclusion

Innovation in the development of tools and technologies is indispensable for scientific
progress. The CRISPR/Cas9 system is a versatile gene-manipulating tool consisting of a guide
RNA sequence (sgRNA) and a DNA splicing protein complex (e.g. Cas9). The development of this
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has allowed inducing DSB at selected sites determined by the modification of the guide RNA as
required. Despite the availability of gene-editing tools such as ZNFs and TALENs, CRISPR/Cas9
has facilitated reaching this goal at a much faster pace, primarily owing to the ease of use and
its high versatility. This technology is now available to quickly bring rapid and precise
alterations to the genome. However, the road ahead is not free of obstacles. Additional
research is required to better understand CRISPR/characteristics, Cas9's including its
specificity, off-target effects, and delivery strategies. For example, the results of current
genome-wide deep sequencing will be useful for choosing appropriate target sites and creating
highly specific gRNA.

List of Abbreviations:

DNA- Deoxyribonucleic acid; DSB- Double stranded break; ZFN- Zinc Finger Nucleases; TALENs- transcription activator-like
effector nucleases; CRISPR- Clustered Regularly Interspaced Short Palindromic Repeats; Cas- CRISPR associated; RNA-
Ribonucleic acid; gRNA- guide RNA; sgRNA- single guide RNA; PAM- Protospacer adjacent motif; LTR- Long Terminal Repeats;
LCA 10- Leber Congenital Amaurosis 10; bp- base pairs

References
1.Adli M. The CRISPR tool kit for genome editing and beyond [Internet]. Vol. 9, Nature Communications. Springer US; 2018. Available from:
http://dx.doi.org/10.1038/s41467-018-04252-2
2.ISHINO Y, SHINAGAWA H, MAKINO K, AMEMURA M, NAKATA A. Nucleotide Sequence of the iap Gene, Responsible for Alkaline Phosphatase
Isozyme Conversion in Escherichia coli, and Identification of the Gene Product. J Bacteriol. 1987;169(12):5429-33.
3.Mojica FJM, DdAez-VillasenAor C, Soria E, Juez G. MicroCorrespondence Biological significance of a family of regularly spaced repeats in the
genomes of Archaea, Bacteria and mitochondria. Mol Microbiol. 2000;36(1):244-6.
4.Jansen R, Embden JDA Van, Gaastra W, Schouls LM. Identification of genes that are associated with DNA repeats in prokaryotes. 2002;43:1565-
75.
5.Pollack A. Jennifer Doudna, a Pioneer Who Helped Simplify Genome Editing [Internet]. The New York Times. 2015 [cited 2023 Jan 12]. Available
from: https://www.nytimes.com/2015/05/12/science/jennifer-doudna-crispr-cas9-genetic-engineering.html
6.Bolotin A, Quinquis B, Sorokin A, Ehrlich SD. Clustered regularly interspaced short palindrome repeats ( CRISPRs ) have spacers of
extrachromosomal origin. 2005;1066:2551-61.
7.Barrangou R, Fremaux C, Deveau H, Richards M, Boyaval P, Moineau S, et al. CRISPR Provides Acquired Resistance Against Viruses in Prokaryotes.
Science (80-).2007;315(March):1709-13.
8.Lander ES. Perspective The Heroes of CRISPR. Cell [Internet]. 2015;164(1-2):18-28. Available from: http://dx.doi.org/10.1016/j.cell.2015.12.041
9.Marraffini LA, Sontheimer EJ. CRISPR Interference Limits Horizontal Gene Transfer in Staphylococci by Targeting DNA Luciano. Science (80- ).
2009;322(5909):1843-5.
10.Garneau JE, Fremaux C, Horvath P, Magada AH. The CRISPR / Cas bacterial immune system cleaves bacteriophage and plasmid DNA. 2010;10-5.
11.Deltcheva E, Chylinski K, Sharma CM, Gonzales K. Europe PMC Funders Group Europe PMC Funders Author Manuscripts CRISPR RNA maturation
by trans -encoded small RNA and host factor RNase IIl. 2011;471(7340):602-7.
12.Sapranauskas R, Gasiunas G, Fremaux C, Barrangou R, Horvath P, Siksnys V. The Streptococcus thermophilus CRISPR / Cas system provides
immunity in Escherichia coli. 2011;39(21):9275-82.
13.Jinek M, Chylinski K, Fonfara I, Hauer M, Doudna JA, Charpentier E. A Programmable Dual-RNA - Guided DNA Endonuclease in Adaptive Bacterial
Immunity. 2012;337(August):816-22.
14.Gasiunas G, Barrangou R, Horvath P, Siksnys V. Cas9 - crRNA ribonucleoprotein complex mediates specific DNA cleavage for adaptive immunity
in bacteria. 2012;109(39):2579-86.
15.Zhang F, Wen Y, Guo X. CRISPR/Cas9 for genome editing: progress, implications and challenges. Hum Mol Genet. 2014;23(1).
16.Saey TH. CRISPR enters its first human clinical trials [Internet]. sciencenews. 2019 [cited 2023 Jan 12]. Available from:
https://www.sciencenews.org/article/crispr-gene-editor-first-human-clinical-trials
17.Gustafsson C, Heijne G von, Stafshede PW, Fernholm A. Popular information [Internet]. Nobel Prize Org. 2021 [cited 2021 Mar 29]. Available from:
https://www.nobelprize.org/prizes/chemistry/2020/popular-information/.
18.Synthego. The Complete Guide to Understanding CRISPR sgRNA [Internet]. [cited 2023 Jan 12]. Available from:
https://www.synthego.com/guide/how-to-use-crispr/sgrna
19.Pletsch S.  Unit 3a-3: CRISPR and Germ Line Editing [Internet]. [cited 2023 Jan 12]. Available from:
https://blogs.ubc.ca/mrpletsch/2019/12/06/unit-3a-3-crispr-and-germ-line-editing/
20.Doudna JA, Charpentier E. The new frontier of genome engineering with CRISPR-Cas9. Science (80- ). 2014;346(6213).
21.Hsu PD, Lander ES, Zhang F, Sciences C, Biology C. Development and Applications of CRISPR-Cas9 for Genome Engineering. Cell.
2014;157(6):1262-78.
22.Benazir F, Abhinayani G. CRISPR/Cas9 TECHNOLOGY- A NEW BOON IN GENOME EDITING Fathima Benazir. Int J Pharm Sci Res. 2016;7(8):3336-47.
23.Henderson H. CRISPR Clinical Trials: A 2021 Update [Internet]. innovative genomics. 2021 [cited 2023 Jan 12]. Available from:
https://innovativegenomics.org/news/crispr-clinical-trials-2021/
24.Karimian A, Gorjizadeh N, Alemi F, Asemi Z, Azizian K. Review article CRISPR / Cas9 novel therapeutic road for the treatment of
neurodegenerative diseases. Life Sci [Internet]. 2020;259(April):118165. Available from: https://doi.org/10.1016/j.1fs.2020.118165
25.Liu W, Li L, Jiang J, Wu M, Lin P. Applications and challenges of CRISPR-Cas gene-editing to disease treatment in clinics. 2021;4(July):179-91.

81

APTI Women's Forum Newsletter, Vol 1, Issue 3 | Sept - Dec 2022



