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ABSTRACT

Our ability for genius progression is evident in everything that surrounds us; the cost of that success needs careful consideration.
The ability to reconstruct and manipulate genomes to analyse differential effects of specific genetic pathways is now at a level that
we can recreate a genome encompassing everything essential for complete human production with the potential of improving it
towards a more stable organism. Precise genome editing allowing insertion of peptide drug sequences to be transcribed
simultaneously with their corresponding target molecules, cells, tissues and organs is now possible, thus enabling targeted delivery
and functioning with decreased deleterious effects controlled genetically through usual feedback mechanisms eradicating the need
for timely (parenteral or otherwise) medication. The ability to test and introduce these genetic improvements within silico and in
vitro model systems (human and animal stem cell cultures, tissue engineering and synthetic biology) void of (un)-ethical euthanasia
based animal studies is the next step towards our guardianship of not just our own but of all life.

1. INTRODUCTION: GENETIC MODIFICATION TO ALTER PHARMACEUTICAL DEPENDENCE
“Man is not just a biological but a psychosocial organism”-Sir Julian Huxley[1]. Progress and biological improvement have been
selected through natural, psychological and social pressures, leading to the persistence, improvement, and multiplication of some
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“"dominant” strains, species and patterns of organization, coupled with the reduction and extinction of other “recessive” types [1, 2].
The genetic material in any organism defines its range of potentialities [3]. Changes or mutations in this genetic material change the
potentialities of the organism depending on their survival value towards improving existing or developing new advantageous
phenotypes|[3-5].

Can we introduce beneficial sequences, such as drug/peptide sequences, to be transcribed simultaneously with target proteins
allowing precise manufacture/delivery when and where necessary, controlled by the same feedback loops and genetic ‘switches’ for the
target protein, eradicating uncontrolled delivery of drug side-effects?

Several disease types exist today corresponding to genetic sequence and consequent protein function.For example, despite its
conserved function of transporting thyroid and retinol around the body for growth and development, transthyretin (TTR) can misfold
and form insoluble aggregates, fibrils and plaques that are deposited around the body affecting normal functioning, causing disease
(amyloidosis)[6-8]. The distribution of these proteins varies and biological membrane barriers such as the blood-brain barrier can
make delivery of stabilising drugs an issue. There are several peptides and non-steroid anti-inflammatory drugs (NSAIDs) that have
been tried and tested to help stabilise essential proteins from misfolding, but efficient targeted delivery of these therapeutic
peptides is limited and in some cases have adverse side effects due to uncontrolled distribution [9-11].Parenteral (dosage forms,
injection or infusion) are the most commonly employed method of administration for therapeutic proteins and peptides, however
requirement of frequent injections result in poor patient compliance [12, 13]. Non-invasive drug delivery routes such as nasal,
transdermal, pulmonary, oral, and ocular routes offer some advantages but delivery is challenging and limited due to the presence
of proteolytic enzymes, immunogenicity, destabilising pH changes, large molecular size, and poor permeation across biological
membranes [12, 14-19]. Nanostructured peptide carrierscan improve permeability and utilise pH-sensitivity and solubility differences
improving delivery, but complications remain [12, 20].

Introduction of base analogues, purine or pyrimidine, into replicating DNA or RNA, resulting in stabilising or deleterious effects
of the genetic sequence can result in the increase or loss of specific protein production, the effective functioning of a protein, or
altered physical and biochemical properties such as thermal stability or changed sensitivity to molecules [3, 21-31]. Studies with
alternative nucleic acids (ANA, GNA, HNA, PNA and TNA) have been shown to direct template synthesis with equal or better
efficiency than DNA or RNA making them improved alternates for genetic transmission/replication/evolutionary stability [32-36].
Small-interfering RNAs (siRNAs), micro-interfering RNAs (miRNA), zinc-finger nucleases (ZFNs), transcription activator-like effector
nucleases (TALENs) and clustered, regularly interspaced, short palindromic repeat (CRISPR/CRISPR-associated Cas-9 systems)
comprise a powerful class of specific targeted gene therapy genome editing techniques [37-45].

Using current gene editingknowledge, could we introduce the stabilising drug peptide sequences in regions closely associated
with the corresponding protein sequence so that transcription and translation of both the drug and the protein occur
simultaneously, ensuring maximum delivery/effect of the drug-protein complex. No need for timely doses as the drug would be
produced at the same time as the proteins functions are required through the body’s usual feedback mechanisms.The stabilising
peptide would complex with the target protein as synthesis occurs, decreasing misfolding probabilities, and allowing full efficient
functioning of the protein. The problem of getting drug peptides across biological membrane barriers (mucociliary, pulmonary,
intestinal, blood-brain, dermal) would also be overcome. These kinds of genetic advances would decrease dependence on expensive
pharmaceutical and medical procedures if allowed to be tested. There are several social and ethical limitations revolving around
research regulated by the Food and Drug Administration (FDA), the Centres for Disease Control and Prevention, Department of
Health and Human Services (DHHS), National Center for Complementary and Alternative Medicine (NCCAM), National Institutes of
Health (NIH), National Library of Medicine, National Science Foundation, Office of Disease Prevention, Therapeutic Goods
Administration (TGA), International Conference on Harmonisation (ICH), United Nations Health Care Organization (UNHCO), World
Health Organization (WHO), World Trade Organization (WTO), among other international organisations that uphold strict and
essential regulatory laws. The potential to test these genetic modifications through in silicosimulations, in vitro embryonic and adult
cell culture technologies, tissue engineering and regenerative medicine, coupled with a humane approach, is possible.

2. A CONSCIOUS APPROACH TO GENETIC ENGINEERING

A vast amount of simulations analysing differential gene modifications to determinebeneficial or deleterious implications can be
gathered as a first stage proof-of-concept application prior to any testing using in silico genetic computer modelling [43, 46-53].
Simulation studies have been extensively used for scenarios of RNA-DNA-protein evolution [50-52]. Simulations with promise could
then be introduced to in vitro systems, such as cell culture and stem cell technologies, embryonic developmental studies (fish,
amphibian, etc), all void of any invasive unethical animal model experiments that result in the programmed death of the organism
[40, 41, 43, 46, 49, 52, 54, 55].

Bacterial and virus systems are well known to be advantageous over more complex systems in detailing correlation of nucleic
acid base sequence with protein amino acid sequence, structure and function [25, 56-58]. Gene transfer vectors offer high levels of
transduction efficiency with unique advantages for gene therapy applications. Replication-competent retrovirus can permanently
integrate into the genome of infected cells and requires cell division for transduction [59]. Lentiviruses transduce not only
proliferating cells but also non-proliferating cells and lead to prolonged gene expression. Adenoviral vectors can deliver genes to
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dividing and non-dividing cells with very high transduction efficiency [60]. Adeno-associated viruses (AAV) can infect dividing and
non-dividing cell types and cause no pathologic/toxicity effects but can transfect only a limited size of DNA (<5kb) [61-63]. Herpes
simplex virus vectors have the advantage of being able to infect non-dividing cells, and have the capacity to carry large exogenous
DNA (~40kb), but cytotoxicity and maintenance of transgene expression can limit their therapeutic applications [37, 59]. Plasmid
vectors do not integrate in to the host genome and are lost during cell division. Viral vectors pose issues of endogenous detrimental
recombination, oncogenic and immune effects [37]. These technologies could be used to manipulate genes within cell cultures from
various tissues and organs to analyse differential effects void of in vivo animal testing [64].

Stem cell cultures can be utilised to analyse effects of genetic modifications from embryonic development through to adult
growth[65]. These modifications could be analysed in stem cells and adult cell cultures in all tissue types from virtually any animal
existent. Comparative biology helps elucidate essential modifications creating different phenotypes not easily seen otherwise.Vast
comparisons of developmental and disease pathways through initial stem cell differentiation and proliferation to similar or
differential effects in adult cell cultures can be donein vitro and void of actual oppression of the animal to disease conditions. Cell
culture studies can be carried out over short periods of time from a few hours to days, or even years[58]. Routine genetic
sequencing steps between studies can be used to ensure correct mutation of specific chromosomal/genetic regions is maintained or
altered during studies.

External fertilization of fish provides a clear window for developmental process and increased accessibility for manipulation [66].
Extensive research of in vitro fertilisation on other mammals including rats, mice and humans is elucidating mechanisms essential to
growth and development [67-69] These in vitro potentials allow external analysis of embryonic developmental through to adult
maturation in wild-type and mutant genomes void of subjecting an adult organism to the possible deleterious effects [70, 71].
Storage of gametes, embryos, and stem cells across all species possible in medical, veterinary, and agricultural research, provides
virtually limitless potential for these technologies to be used for comparative genetics [72]. These characteristic differences in animal
growth and reproduction cycles analysed through stem cell and tissue engineering technologies provide larger necessary mapsto
analyse differential genome variations.

Synthetic cell biology provides an alternate versatile framework for studying genotype-phenotype platforms, with vast growth in
synthetic biology from self-replicating DNA to enzymatic replication to protocell compartmentalisation [73, 74] Studies in nucleic
acid chemistry directed evolution and membrane biophysics have brought the prospect of a simple synthetic cell with life-like
properties such as growth, division, heredity and evolution within reach [73, 75-79]. Genetic modifications within simple synthetic
cell prototypes, provide a less convoluted framework of growth and developmental processes than tissue and cell culture studies,
allowing strong cooperative analysis of disease and developmental pathways between the technologies.

After in silico simulations and in vitro successes have occurred, are we open to a beneficial "superior” genomebeing introduced in to
the population? Currently the ability to genetically screen both parents, and selectively remove certain genes responsible for
characteristic traits (e.g. hair and eye colour, and even control the sex of the offspring) during in vitro fertilisation (IVF) thus creating
‘model children’ is already in practice[80-82]. There are vast ethical considerations behind IVF ranging from conquering infertility to
the health risks on the mother or child but like any technology, IVF is now long past its introductory phase and only being further
studied, developed and improved [83-89].

Can our knowledge of species wide genomes coupled with in silico and in vitro technologies provide a strong enough platform for
drug development void of animal testing?

3. HuMANe TRIALS FOR huMANe PROGRESS
The idea of subjecting harmless animals to chronic conditions in order to forcefully study disease processes not for veterinary
science but our own desperation, is a cruel practice. Forcing cigarette smoke for pulmonary lung cancer and emphysema studies, to
inflammatory intestinal diseases, acute and chronic kidney diseaseto genetic manipulations for rapid tumour development, to
cardiovascular and neurodegenerative disease introduction in animals for our benefit is a shameful practice with a lot of preclinical
research in these animals ending in failure and irrelevant progression [90-93]. In clinical testing laboratories, animals are isolated
from their groups and used as tools regardless of their natural instincts [94-96].Animal models are used for different purposes in
drug development particularly to obtain initial safety data or proof of concept that a targeted cell or molecule has a relevant role in
the pathogenic process [97]. However, there is increasing evidence that preclinical research in animal models fail to reproduce
promising effects when tested in human patients [97-99].The lack of genetic variation and difference in environmental factors with
inbred laboratory mice contrasts with the genetic and environmental complexity of human patients [97, 100]. The pathogenic
mechanisms operating in the animal model and the human disease may differ.Biological treatment agents have high species
specificity and lack significant cross-reactivity across species. The tested therapeutic agent can have opposite effects in patients
compared to the animal model, for example penicillin lacks a toxicological response in mice, but has severe toxicity in guinea pigs or
hamsters, and so depending on the animal model used, the outcome could have significant differences [101]. The timing of the
treatment can differ between preclinical and clinical tests [97, 102-111].

It is clear that no animal is an exact mimic of a human being but us, and so no other animal but us should undergo treatments
for our own benefit. Granted medical progress has been propelled forwards through animal research and anybody who has
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benefited from successful animal research has grounds to differ; but are we ready to value all life with as much consideration as we
have for our own. Findings from human patients give a much clearer, relevant and specific picture of developmental and disease
pathways [64, 92, 112-115]. There are many who undergo drug trials either voluntarily or due to no other choice having reached a
“terminal” state. Could these same individuals undergo genetic modifications using knock-in/knock-out genome editing
technologies towards understanding and eradicating disease states, currently not possible through existing medical or
pharmaceutical means?

Can genetic technologies within ethical and social boundaries, be used towards genetic manipulation of the human genome
potentially eradicating disease states currently only slowed down through medical inhibition, thus evolving and creating a more stable
organism?

4. CONCLUSION

Given the vast knowledge and advances made in scientific and human progress over the last century, one thing is evident, our desire
for a future has considered not much else but ourselves. How many other life forms need to be sacrificed in order to maintain the
survival of one human life (every day)? Desperation to survive coupled with idealistic values and centuries worth of countless wars,
have painted us as a species with little self-control over our actions resulting in devastating consequences towards all life. Our
current success of survival, with a population exceeding 7 billion, is putting immense pressure leaning towards an extinction crisis. It
is safe to say we should slow down on old ways and move forward much more consciously aware of the network connecting all life
on this planet. Is it possible for us to see infinite potentials yet not pursue all of them depending on the cost of those goals? Can we
refrain from eating “forbidden fruits?”

REFERENCES

1. Huxley, J., Eugenics in evolutionary perspective. Eugen Rev,  12. Patel, A, et al., Recent advances in protein and Peptide drug
1962. 54(3): p. 123-41. delivery: a special emphasis on polymeric nanoparticles.

2. Maluck, J. and RV. Donner, A Network of Networks Protein Pept Lett, 2014. 21(11): p. 1102-20.

Perspective on Global Trade. PLoS One, 2015. 10(7): p. 13. Patel, A, K. Cholkar, and A.K. Mitra, Recent developments in
e0133310. protein and peptide parenteral delivery approaches. Ther

3. Tatum, E.L, Biochemical genetics and evolution. Comp Deliv, 2014. 5(3): p. 337-65.

Biochem Physiol, 1962. 4: p. 241-8. 14. Jitendra, et al., Noninvasive routes of proteins and peptides

4.  Huskins, C.L, The subdivision of the chromosomes and their drug delivery. Indian J Pharm Sci, 2011. 73(4): p. 367-75.
multiplication ~ in  non-dividing  tissues;  possible  15. Renukuntla, J., et al, Approaches for enhancing oral
interpretations in terms of gene structure and gene action. bioavailability of peptides and proteins. Int J Pharm, 2013.
Am Nat, 1947. 81(801): p. 401-34. 447(1-2): p. 75-93.

5. Huskins, C.L, Chromosome multiplication and reduction in  16. Cholkar, K., et al, Novel strategies for anterior segment
somatic tissues, their possible relation to differentiation, ocular drug delivery. J Ocul Pharmacol Ther, 2013. 29(2): p.
reversion and sex. Nature, 1948. 161(4081): p. 80-3. 106-23.

6. Richardson, S.J., et al., Transport of thyroid hormones via  17. Vadlapudi, AD. et al, Recent Patents on Emerging
the choroid plexus into the brain: the roles of transthyretin Therapeutics for the Treatment of Glaucoma, Age Related
and thyroid hormone transmembrane transporters. Front Macular Degeneration and Uveitis. Recent Pat Biomed Eng,
Neurosci, 2015. 9: p. 66. 2012. 5(1): p. 83-101.

7. Alshehri, B, et al, The diversity of mechanisms influenced  18. Cholkar, K, et al, Novel Nanomicellar Formulation
by transthyretin in neurobiology: development, disease and Approaches for Anterior and Posterior Segment Ocular Drug
endocrine disruption. J Neuroendocrinol, 2015. 27(5): p. Delivery. Recent Pat Nanomed, 2012. 2(2): p. 82-95.
303-23. 19. Yu, M, et al,, Nanotechnology for protein delivery: Overview

8.  Yokoyama, T. et al, Hydrogen-bond network and pH and perspectives. ) Control Release, 2015.
sensitivity in human transthyretin. J Synchrotron Radiat,  20. Tan, M.L, P.F. Choong, and C.R. Dass, Recent developments
2013. 20(Pt 6): p. 834-7. in liposomes, microparticles and nanopatrticles for protein

9. Rehman, K, et al, Delivery of therapeutic proteins: and peptide drug delivery. Peptides, 2010. 31(1): p. 184-93.
Challenges and strategies. Curr Drug Targets, 2015. 21. Yanofsky, C. and P.S. Lawrence, Gene action. Annu Rev

10. Miller, SR, Y. Sekijima, and JW. Kelly, Native state Microbiol, 1960. 14: p. 311-40.
stabilization by NSAIDs inhibits transthyretin ~ 22. Beadle, G.W., Physiological aspects of genetics. Annu Rev
amyloidogenesis from the most common familial disease Physiol, 1960. 22: p. 45-74.
variants. Lab Invest, 2004. 84(5): p. 545-52. 23. Reddy, G.M. and E.H. Coe, Jr.,, Inter-tissue complemention: a

11. Cho, VY. et al, Personalized medicine approach for simple technique for direct analysis of gene-action
optimizing the dose of tafamidis to potentially ameliorate sequence. Science, 1962. 138(3537): p. 149-50.
wild-type transthyretin  amyloidosis (cardiomyopathy).  24. Kornberg, A., Biologic synthesis of deoxyribonucleic acid.
Amyloid, 2015. 22(3): p. 175-80. Science, 1960. 131(3412): p. 1503-8.

Damian Gareth D'Souza,
Genesis: A Conscious Approach to Immortality,
Discovery, 2016, 52(243), 481-487,

Page484



PERSPECTIVE ARTICLE

25.
26.

27.

28.
29.
30.

31.

32.
33.
34.
35.
36.
37.

38.

39.

40.

41.
42.

43.

Freese, E, THE DIFFERENCE BETWEEN SPONTANEOUS
AND BASE-ANALOGUE INDUCED MUTATIONS OF PHAGE
T4. Proc Natl Acad Sci U S A, 1959. 45(4): p. 622-33.

Freese, E, On the molecular explanation of spontaneous
and induced mutations. Brookhaven Symp Biol, 1959. No
12: p. 63-75.

Lasken, R.S. and M.F. Goodman, The biochemical basis of 5-
bromouracil-induced mutagenesis. Heteroduplex base
mispairs involving bromouracil in G x C----Ax Tand A x T--
--G x C mutational pathways. ) Biol Chem, 1984. 259(18): p.
11491-5.

Hunt, JA. and V.M. Ingram, Human haemoglobin E: the
chemical effect of gene mutation. Nature, 1959. 184: p. 870-
2.

Hill, R.L,, RT. Swenson, and H.C. Schwartz, Characterization
of a chemical abnormality in hemoglobin G. J Biol Chem,
1960. 235: p. 3182-7.

Benzer, S., ON THE TOPOLOGY OF THE GENETIC FINE
STRUCTURE. Proc Natl Acad Sci U S A, 1959. 45(11): p.
1607-20.

Hartman, P.E., Between Novembers: Demerec, Cold Spring
Harbor and the gene. Genetics, 1988. 120(3): p. 615-9.
Kozlov, LA, et al., A highly enantio-selective hexitol nucleic
acid template for nonenzymatic oligoguanylate synthesis. )
Am Chem Soc, 1999. 121(5): p. 1108-9.

Schlegel, MK, et al, Duplex formation of the simplified
nucleic acid GNA. Chembiochem, 2007. 8(8): p. 927-32.
Declercq, R, et al., Oligonucleotides with 1,5-anhydrohexitol
nucleoside building blocks: crystallization and preliminary
X-ray studies of h(GTGTACAC). Acta Crystallogr D Biol
Crystallogr, 1999. 55(Pt 1): p. 279-80.

Declercq, R, et al., Crystal structure of double helical hexitol
nucleic acids. ) Am Chem Soc, 2002. 124(6): p. 928-33.
Maier, T., et al,, Reinforced HNA backbone hydration in the
crystal structure of a decameric HNA/RNA hybrid. J Am
Chem Soc, 2005. 127(9): p. 2937-43.

Husain, S.R, et al, Gene therapy for cancer: regulatory
considerations for approval. Cancer Gene Ther, 2015.
22(12): p. 554-63.

Wang, H., et al, One-step generation of mice carrying
mutations in multiple genes by CRISPR/Cas-mediated
genome engineering. Cell, 2013. 153(4): p. 910-8.

Zhou, J., et al, One-step generation of different
immunodeficient mice with multiple gene modifications by
CRISPR/Cas9 mediated genome engineering. Int J Biochem
Cell Biol, 2014. 46: p. 49-55.

Jinek, M., et al, A programmable dual-RNA-guided DNA
endonuclease in adaptive bacterial immunity. Science,
2012. 337(6096): p. 816-21.

Mali, P., et al., RNA-guided human genome engineering via
Cas9. Science, 2013. 339(6121): p. 823-6.

Cong, L, et al, Multiplex genome engineering using
CRISPR/Cas systems. Science, 2013. 339(6121): p. 819-23.
Hsu, P.D., ES. Lander, and F. Zhang, Development and
applications of CRISPR-Cas9 for genome engineering. Cell,
2014. 157(6): p. 1262-78.

Damian Gareth D'Souza,
Genesis: A Conscious Approach to Immortality,
Discovery, 2016, 52(243), 481-487,

44.

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

Ginn, S.L, et al, Gene therapy clinical trials worldwide to
2012 - an update. ) Gene Med, 2013. 15(2): p. 65-77.

Dias, N. and C.A. Stein, Antisense oligonucleotides: basic
concepts and mechanisms. Mol Cancer Ther, 2002. 1(5): p.
347-55.

Harel, I, et al., A platform for rapid exploration of aging and
diseases in a naturally short-lived vertebrate. Cell, 2015.
160(5): p. 1013-26.

Austad, S.N., Cats, "rats," and bats: the comparative biology
of aging in the 21st century. Integr Comp Biol, 2010. 50(5):
p. 783-92.

Goodman, H.M. and A. Rich, Formation of a DNA-soluble
RNA hybrid and its relation to the origin, evolution, and
degeneracy of soluble RNA. Proc Natl Acad Sci U S A, 1962.
48: p. 2101-9.

Harel, 1. and A. Brunet, The African Turquoise Killifish: A
Model for Exploring Vertebrate Aging and Diseases in the
Fast Lane. Cold Spring Harb Symp Quant Biol, 2015.

Ma, W., et al., Nucleotide synthetase ribozymes may have
emerged first in the RNA world. Rna, 2007. 13(11): p. 2012-
9.

Ma, W., et al., A simple template-dependent ligase ribozyme
as the RNA replicase emerging first in the RNA world.
Astrobiology, 2010. 10(4): p. 437-47.

Ma, W., et al., The emergence of DNA in the RNA world: an
in silico simulation study of genetic takeover. BMC Evol Biol,
2015. 15: p. 272.

Shalem, O. N.E. Sanjana, and F. Zhang, High-throughput
functional genomics using CRISPR-Cas9. Nat Rev Genet,
2015. 16(5): p. 299-311.

Krampera, M., et al., Immune regulation by mesenchymal
stem cells derived from adult spleen and thymus. Stem Cells
Dev, 2007. 16(5): p. 797-810.

Tacutu, R, et al, Human Ageing Genomic Resources:
integrated databases and tools for the biology and genetics
of ageing. Nucleic Acids Res, 2013. 41(Database issue): p.
D1027-33.

Anderer, F.A, et al, Primary structure of the protein of
tobacco mosaic virus. Nature, 1960. 186: p. 922-5.

Tsugita, A, et al., THE COMPLETE AMINO ACID SEQUENCE
OF THE PROTEIN OF TOBACCO MOSAIC VIRUS. Proc Natl
Acad Sci U S A, 1960. 46(11): p. 1463-9.

Doke, S.K. and S.C. Dhawale, Alternatives to animal testing:
A review. Saudi Pharm J, 2015. 23(3): p. 223-9.

Ibraheem, D., A. Elaissari, and H. Fessi, Gene therapy and
DNA delivery systems. Int J Pharm, 2014. 459(1-2): p. 70-83.
Yang, Y., Q. Su, and J.M. Wilson, Role of viral antigens in
destructive cellular inmune responses to adenovirus vector-
transduced cells in mouse lungs. J Virol, 1996. 70(10): p.
7209-12.

Hermonat, P.L, et al, The packaging capacity of adeno-
associated virus (AAV) and the potential for wild-type-plus
AAV gene therapy vectors. FEBS Lett, 1997. 407(1): p. 78-84.
Samulski, RJ. et al, Targeted integration of adeno-
associated virus (AAV) into human chromosome 19. Embo j,
1991. 10(12): p. 3941-50.

Page48 5



PERSPECTIVE ARTICLE

63.
64.

65.
66.

67.

68.
69.
70.
71.
72.
73.

74.

75.
76.
77.

78.

79.

80.

81.

Yang, C.C, et al,, Cellular recombination pathways and viral
terminal repeat hairpin structures are sufficient for adeno-
associated virus integration in vivo and in vitro. J Virol,
1997. 71(12): p. 9231-47.

Robinson, MK, et al., Non-animal testing strategies for
assessment of the skin corrosion and skin irritation potential
of ingredients and finished products. Food Chem Toxicol,
2002. 40(5): p. 573-92.

Hu, S, et al, Application of Graphene
Nanotechnology in Stem Cells Research. )

Nanotechnol, 2015. 15(9): p. 6327-41.

Schartl, M., Beyond the zebrafish: diverse fish species for
modeling human disease. Dis Model Mech, 2014. 7(2): p.
181-92.

Coticchio, G., et al, Oocyte maturation: gamete-somatic
cells interactions, meiotic resumption, cytoskeletal dynamics
and cytoplasmic reorganization. Hum Reprod Update,
2015. 21(4): p. 427-54.

Whitworth, K.M., et al., Use of the CRISPR/Cas9 system to
produce genetically engineered pigs from in vitro-derived
oocytes and embryos. Biol Reprod, 2014. 91(3): p. 78.

Li, W., et al., Genetic modification and screening in rat using
haploid embryonic stem cells. Cell Stem Cell, 2014. 14(3): p.
404-14.

Rexhaj, E., et al, Mice generated by in vitro fertilization
exhibit vascular dysfunction and shortened life span. J Clin
Invest, 2013. 123(12): p. 5052-60.

Okabe, M., Mechanisms of fertilization elucidated by gene-
manipulated animals. Asian J Androl, 2015. 17(4): p. 646-
52.

Wilmut, I, From germ cell preservation to regenerative
medicine: an exciting research career in biotechnology.
Annu Rev Anim Biosci, 2014. 2: p. 1-21.

Loakes, D. and P. Holliger, Darwinian chemistry: towards
the synthesis of a simple cell. Mol Biosyst, 2009. 5(7): p.
686-94.

Szostak, JW., D.P. Bartel, and P.L. Luisi, Synthesizing life.
Nature, 2001. 409(6818): p. 387-90.

Fraser, CM., et al, The minimal gene complement of
Mycoplasma genitalium. Science, 1995. 270(5235): p. 397-
403.

Mushegian, AR. and E.V. Koonin, A minimal gene set for
cellular life derived by comparison of complete bacterial
genomes. Proc Natl Acad Sci U S A, 1996. 93(19): p. 10268-
73.

Forster, A.C. and G.M. Church, Towards synthesis of a
minimal cell. Mol Syst Biol, 2006. 2: p. 45.

Forster, A.C. and G.M. Church, Synthetic biology projects in
vitro. Genome Res, 2007. 17(1): p. 1-6.

Luisi, P.L, F. Ferri, and P. Stano, Approaches to semi-
synthetic minimal cells: a review. Naturwissenschaften,
2006. 93(1): p. 1-13.

Marchesi, D.E., J. Qiao, and H.L. Feng, Embryo manipulation
and imprinting. Semin Reprod Med, 2012. 30(4): p. 323-34.
Allen, V.M., RD. Wilson, and A. Cheung, Pregnancy
outcomes after assisted reproductive technology. J Obstet
Gynaecol Can, 2006. 28(3): p. 220-50.

Based
Nanosci

Damian Gareth D'Souza,
Genesis: A Conscious Approach to Immortality,
Discovery, 2016, 52(243), 481-487,

82.

83.

84.

85.

86.

87.

88.

89.

90.

91.

92.

93.

94.

95.

96.

97.

98.

99.

Annas, GJ. and S. Elias, In vitro fertilization and embryo
transfer: medicolegal aspects of a new technique to create a
family. Fam Law Q, 1983. 17(2): p. 199-223.

Arikawa, M., et al., Effect of semen quality on human sex
ratio in in vitro fertilization and intracytoplasmic sperm
injection: an analysis of 27,158 singleton infants born after
fresh single-embryo transfer. Fertil Steril, 2015.

Fedder, J, et al, Neonatal outcome and congenital
malformations in children born after ICSI with testicular or
epididymal sperm: a controlled national cohort study. Hum
Reprod, 2013. 28(1): p. 230-40.

Sandin, S., et al, Autism and mental retardation among
offspring born after in vitro fertilization. Jama, 2013. 310(1):
p. 75-84.

Seggers, J., et al, Effects of in vitro fertilization and
maternal characteristics on perinatal outcomes: a
population-based study using siblings. Fertil Steril, 2015.
Shaulov, T. S. Belisle, and M.H. Dahan, Public health
implications of a North American publicly funded in vitro
fertilization program; lessons to learn. ) Assist Reprod
Genet, 2015. 32(9): p. 1385-93.

Sunderam, S., et al, Assisted reproductive technology
surveillance--United States, 2011. MMWR Surveill Summ,
2014. 63(10): p. 1-28.

Velez, M.P,, et al.,, Universal coverage of IVF pays off. Hum
Reprod, 2014. 29(6): p. 1313-9.

Vlahos, R. and S. Bozinovski, Preclinical murine models of
Chronic Obstructive Pulmonary Disease. Eur J Pharmacol,
2015. 759: p. 265-71.

Wright, J.L, M. Cosio, and A. Churg, Animal models of
chronic obstructive pulmonary disease. Am J Physiol Lung
Cell Mol Physiol, 2008. 295(1): p. L1-15.

Valatas, V., G. Bamias, and G. Kolios, Experimental colitis
models: Insights into the pathogenesis of inflammatory
bowel disease and translational issues. Eur J Pharmacol,
2015. 759: p. 253-64.

Ortiz, A, et al, Translational value of animal models of
kidney failure. Eur J Pharmacol, 2015. 759: p. 205-20.
Mestas, J. and C.C. Hughes, Of mice and not men:
differences between mouse and human immunology. )
Immunol, 2004. 172(5): p. 2731-8.

Davis, M.M., A prescription for human immunology.
Immunity, 2008. 29(6): p. 835-8.

van Meer, PJ, M.L. Graham, and H.. Schuurman, The
safety, efficacy and regulatory triangle in drug development:
Impact for animal models and the use of animals. Eur J
Pharmacol, 2015. 759: p. 3-13.

t Hart, B.A., Reverse translation of failed treatments can help
improving the validity of preclinical animal models. Eur J
Pharmacol, 2015. 759: p. 14-8.

Kola, I. and J. Landis, Can the pharmaceutical industry
reduce attrition rates? Nat Rev Drug Discov, 2004. 3(8): p.
711-5.

Schafer, S. and P. Kolkhof, Failure is an option: learning
from unsuccessful proof-of-concept trials. Drug Discov
Today, 2008. 13(21-22): p. 913-6.

Page486



PERSPECTIVE ARTICLE

100.

101.

102.

103.
104.

105.
106.

107.

Liu, J.Z, S. van Sommeren, and H. Huang, Association
analyses identify 38 susceptibility loci for inflammatory
bowel disease and highlight shared genetic risk across
populations. 2015. 47(9): p. 979-86.

Hansen, LA. and R. Greek, Evolution and animal models.
JAMA Neurol, 2013. 70(2): p. 271.

Lassmann, H. and R.M. Ransohoff, The CD4-Th1 model for
multiple sclerosis: a critical [correction of crucial] re-
appraisal. Trends Immunol, 2004. 25(3): p. 132-7.

Skulina, C., et al., Multiple sclerosis: brain-infiltrating CD8+
T cells persist as clonal expansions in the cerebrospinal fluid
and blood. Proc Natl Acad Sci U S A, 2004. 101(8): p. 2428-
33.

Montero, E., et al., Regulation of experimental autoimmune
encephalomyelitis by CD4+, CD25+ and CD8+ T cells:
analysis using depleting antibodies. J Autoimmun, 2004.
23(1): p. 1-7.

t Hart, B.A,, B. Gran, and R. Weissert, EAE: imperfect but
useful models of multiple sclerosis. Trends Mol Med, 2011.
17(3): p. 119-25.

Selmaj, K., C.S. Raine, and A.H. Cross, Anti-tumor necrosis
factor therapy abrogates autoimmune demyelination. Ann
Neurol, 1991. 30(5): p. 694-700.

Bornstein, G.G,, et al,, Surrogate approaches in development
of monoclonal antibodies. Drug Discov Today, 2009. 14(23-
24): p. 1159-65.

Damian Gareth D'Souza,
Genesis: A Conscious Approach to Immortality,
Discovery, 2016, 52(243), 481-487,

108.

109.

110.

111.

112.

113.

114.

115.

Tabrizi, M.A,, et al., Translational strategies for development
of monoclonal antibodies from discovery to the clinic. Drug
Discov Today, 2009. 14(5-6): p. 298-305.

Mix, E, et al, Animal models of multiple sclerosis--
potentials and limitations. Prog Neurobiol, 2010. 92(3): p.
386-404.

Brok, H.P., et al, Prevention of experimental autoimmune
encephalomyelitis in common marmosets using an anti-IL-
12p40 monoclonal antibody. J Immunol, 2002. 169(11): p.
6554-63.

t Hart, B.A, et al, Suppression of ongoing disease in a
nonhuman primate model of multiple sclerosis by a human-
anti-human IL-12p40 antibody. J Immunol, 2005. 175(7): p.
4761-8.

Annunziato, F., et al., Phenotypic and functional features of
human Th17 cells. ) Exp Med, 2007. 204(8): p. 1849-61.
Fuss, 1), et al., Nonclassical CD1d-restricted NK T cells that
produce IL-13 characterize an atypical Th2 response in
ulcerative colitis. ) Clin Invest, 2004. 113(10): p. 1490-7.
Reinisch, W., et al.,, Fontolizumab in moderate to severe
Crohn's disease: a phase 2, randomized, double-blind,
placebo-controlled, multiple-dose study. Inflamm Bowel Dis,
2010. 16(2): p. 233-42.

Burmester, G.R,, et al., Association of HLA-DRB1 alleles with
clinical responses to the anti-interleukin-17A monoclonal
antibody secukinumab in active rheumatoid arthritis.
Rheumatology (Oxford), 2016. 55(1): p. 49-55.

Page4‘8 7



