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Retinoblastoma is an uncommon eye tumor of adolescence that
emerges in the retina. It is the most well-known intraocular
distortion of childhood; with an occurrence of 1/20,000–25,000 live
births. The two most recurrent manifestations uncovering
retinoblastoma are leukocoria and strabismus. Iris rubeosis,
hypopyon, hyphema, buphthalmia, orbital cellulites and
exophthalmia might likewise be detected. Sixty five percent of
retinoblastomas are unilateral and mostly are non-genetic
(identified within two year). Retinoblastoma is bilateral in 35% of
cases (identified within one year). All bilateral and multifocal
unilateral structures are innate. Innate retinoblastoma constitutes a
cancer predisposition disorder: a subject unavoidably conveying a
RB1 gene mutation has 90% risk of developing retinoblastoma but
on the other hand are at higher risk of developing various cancers.
Identification is made by fundoscopy, Ultrasound, MRI and CT scan.
Managing patients with retinoblastoma must consider the different
aspects of the malady: the visual impairment, the conceivably
hereditary nature of the illness and the life-time risk.
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Introduction
Retinoblastoma has assumed an important role in our comprehension of inherited predisposition to cancer.
Retinoblastoma happens as a consequence of germline, inherited transformations in 40% to 45% of subjects1,
while alternate cases are brought about by somatic, nonhereditary transformations. Clinical perceptions of age at
finding, tumor type, tumor laterality, and family history drove Knudsen in year 1971 to hypothesize the 2-hit
theory, a scientific model that anticipated the presence of recessive cancer genes or tumor suppressor genes
(TSG)2. Integral to this theory was the idea that both cell alleles of the alleged retinoblastoma (RB) gene must be
deactivated in an emerging retinoblast for harmful mutations. Ensuing work affirmed the Knudsen speculation by
recognizing the RB gene on chromosome 13q14 and demonstrating that this gene is transformed in
retinoblastomas, and also in different sorts of cancer. The RB gene was subsequently settled as the prototypical
tumor suppressor gene (TSG). Most retinoblastoma families exhibit autosomal predominant inheritance with
complete penetrance & high expressivity. Latest developments in our comprehension of the structure and function
of the retinoblastoma protein (pRB) now give new experiences into the molecular premise of this low-penetrance
type of retinoblastoma. These bits of knowledge have enhanced the precision of demonstrative testing and family
genetic counseling for retinoblastoma and may in the end support in securing new treatment procedures3.
In many families with retinoblastoma, 90% of gene bearers develop eye tumors (high penetrance), and most
influenced subject develop different two-sided tumors (high expressivity). Nonetheless, in a few families a huge
extent of transporters stay unaffected (reduced penetrance), and numerous influenced people have just unilateral
retinoblastoma or benign retinocytomas (decreased expressivity). Different mechanism for low-penetrance
retinoblastoma have been suggested, including immunologic variables, DNA methylation, epigenetic mechanism,
host resistance factor, a second retinoblastoma locus, and modulator genes. However, recent indication supports
the thought that most low-penetrance retinoblastoma results from transformations at the RB gene locus. The way
of these variation changes has been the subject of extreme attention, and latest intuitions into the molecular
function of pRB now permit more prominent comprehension of the molecular premise of low-penetrance
retinoblastoma4.
Figure 1:- formation of Retinoblastoma cell

Retinoblastoma is the most well-known intraocular disease in children. Associated invasion of retinoblastoma
incorporate metastatic illness, choroidal attack, and neovascularization. Notwithstanding, present medicines (e.g.
chemotherapy) bring about entanglements including, yet not constrained to,
neutropenia, sickliness,
thrombocytopenia and risk for second malignancies (e.g., acute myeloid leukemia(AML)).Enucleation is by and
large performed in around 25% of the instances of intraocular retinoblastoma because of advanced illness.
All bilateral forms, and also 15% of unilateral form are identified as inherited or de novo transformation of the RB1 gene, limited on chromosome 13q14 (figure 1). Normally the patients present with leukocoria (white pupil
reflection) or a squint.
Retinoblastoma is treatable. On the off chance if identified while still restricted to the globe and if there are no
metastatic risk variables, the youngster will almost dependably survive after proper treatment .The safeguarding
of visual capacity relies upon visual protection, beginning tumor volume, the anatomical connections of the tumors
to the macula and optic plate and the antagonistic impacts of the medicines (vitreous hemorrhage, cataracts). In
the vicinity of metastatic risk factor, adjuvant therapy regimens are generally connected to avoid life threatening
reversion5-6.
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Determination of retinoblastoma is normally made by fundoscopy and Ultra sound. The ophthalmologist ordinarily
performs both examinations. In all cases intratumoral calcifications can be recognized by Ultrasound giving high
certainty rate in regards to diagnosis. Different tumor parameters (laterality; number, area and size of tumors;
tumor seeding to vitreous, sub retinal space) can be assessed with these methods. These are essential for gathering
the retinoblastoma and to guide therapeutic conclusion. Further analytic imaging assumes a significant part in
deciding the nearby extent and for recognizing related brain variations, i.e. intracranial tumor augmentation,
possible midline intracranial primitive neuro ectodermal tumor (PNET) and brain distortions in patients with 13q
deletion disorder.
Progressive treatment techniques (evasion of enucleation and outside beam radiation treatment) can be effective
in the early phases of retinoblastoma and in a few patients with advanced intraocular ailment. The choices for eyesafeguarding treatment have fundamentally enhanced amid these years and are principally in light of tumor
lessening with chemotherapy, and are typically consolidated with laser coagulation, cryotherapy or radioactive
plaque. Lately, specific ophthalmic artery infusion of a chemotherapeutic agent got to be accessible as an extra
treatment alternative for locally advanced illness. As a result, more kids are dealt without histopathological
affirmation and without evaluation of risk components for infection spread and prognosis. Along these lines,
imaging is vital in local staging7.
Cytology of Retinoblastoma
The RB1 gene, made out of 27 exons, encodes for a 110 kDa phosphoprotein (pRB). pRB, a tumor silencer gene, is a
controller at the cell cycle check point in the middle of G1 and entrance into S stage. In the knock out mouse model
of retinoblastoma, scientists have shown that pRB is needed for suitable exit from the cell cycle of retinal
progenitor cells. Various studies have shown that other molecular procedures, notwithstanding the loss of pRB, are
vital for tumorigenesis (chromosomal addition +1q, +6p; chromosomal lose -16, -16q, -17, -17p).
A novel hypothesis about the potential mechanism of retinoblastoma tumor development was anticipated in light
of the perception that spontaneous unilateral retinoblastoma may be more regular in non- industrial nations.
Scientists in a study assessing the vicinity of oncogenic human papilloma virus (HPV), inferred that pRB
inactivation could be brought on to some degree by the oncoprotein HPV E7. Environment (low folate intake amid
pregnancy) was additionally proposed to assume a part in the risk of retinoblastoma event due to the expanded
occurrence of unilateral retinoblastoma in developing nations8-9.
Hereditary counselling
Hereditary counseling ought to be proposed to each guardian having a kid with retinoblastoma and to patients
having a familial history of retinoblastoma. Amid this discussion, the progress of management of retinoblastoma
and foreseen examination plan for testing ought to be introduced to the family (figure 2). An investigation of the
kid's parent and familial history, and direct and indirect molecular studies ought to be performed by the geneticist.
Multifocal nature of the tumor, vicinity of psychomotor hindrance and a malformative disorder, and vicinity of a
familial history of retinoblastoma and retinoma recommend a hereditary predisposition for the illness. The danger
of transmission is a capacity of the familial history and the sort of retinoblastoma. If there should be an occurrence
of inherited retinoblastoma, the danger of transmission is half. In the event of unilateral, unifocal, non-familial
retinoblastoma, the danger of transmission is 5%10.
Hereditary investigation in influenced kids may incorporate the accompanying molecular tests:
• Direct scan for an established transformation of the RB1 gene performed on the DNA - The transformation
detection rate is high in innate forms. No special transformation or "hot spot" has been distinguished in the RB1
gene.
• Indirect exhibit of the allele conveying the transformation in instances of familial history - This test comprises of
distinguishing intragenic or RB1 flanking markers normal to all influenced individuals from the family.
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• Tumor loss of heterozygosity assessment - This strategy obliges tumor material and permits determination of
which allele is remaining and conveying the transformation.
Amid this consultation, patients ought to be educated of the dangers of transmission and of second primary tumor
development. At present, there is no proof that a specific anomaly of the RB1 gene is connected with a higher
danger of second cancer11-12.
Figure 2:-Familial versus sporadic retinoblastoma

Single Nucleotide Polymorphisms related with development of Retinoblastomas
Since TP53 is seldom transformed in retinoblastoma, different mechanism of p53 inactivation in these tumors have
been found, including the genomic addition and overexpression of key inhibitors of p53 action, MDM2 and
MDM4(figure 3). MDM2 was the first modifier gene recognized in retinoblastoma, when scientists distinguished a
T>G transversion SNP at nucleotide 309 in the MDM2 promoter (rs2279744) to be profoundly connected with the
frequency of bilateral and unilateral retinoblastoma in RB1 transformation carrier families. This allele presents
improved translation of mRNA prompting overexpression and aggregation of the MDM2 protein, adequately
revoking the capacity of the p53 protein.
The p.Arg72Pro substitution in p53 protein (c.215G>C,) diminishes the capacity of p53 to prompt apoptosis,
basically bringing functional inactivation. In development of retinoblastoma, a huge relationship of the Pro/Pro
variation of p.Arg72Pro has been reported, while just a frail negative affiliation was seen with MDM2–30913.
MDM4, an alternate key controller of p53 movement discovered to be gained and overexpressed in
retinoblastomas is likewise a hereditary modifier in retinoblastoma. Genotype investigations of 104
retinoblastoma patients found that both the MDM2 rs2279744G (versus T) and MDM4rs4252668C (versus T) SNPs
were available at a higher recurrence in control patients, while MDM2 rs2279744TG and GG genotypes, and the
MDM4 rs116197192G allele were available at high recurrence in retinoblastoma patients and connected with poor
survival14.
Methylation investigation of retinoblastomas
Methylation of the RB1 promoter was initially shown in 1989 by Greger et al., who recognized CpG 106, an island
covering the promoter and exon 1, to be methylated in some retinoblastomas, accordingly silencing gene
expression. From that point forward, different CpG islands inside the RB1 promoter and gene have been
recognized and described in retinoblastomas, exhibiting an epigenetic part to RB1 inactivation and resulting
development of retinoblastoma. Methylation of the RB1 promoter is the causative M1 in 8% of unilateral nongermline tumors.
Atypical methylation of extra genes has likewise been demonstrated in retinoblastomas. RASSF1A, a tumor silencer
included in microtubule stability, is inactivated by promoter hyper methylation in anywhere in the range of 60 to
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80% of retinoblastomas in examination to typical retinal tissues. It is inactivated by methylation in numerous
cancers. MGMT, encoding an O6-alkylguanine-DNA alkyl transferase, was likewise discovered hyper methylated,
yet in a littler extent of retinoblastomas (58% and 35% in two studies)15
Figure 3:- Interactions between Rb, MDMX and p53 during retinoblastoma formation

p16INK4A (CDKN2) has long been embroiled as a tumor silencer in retinoblastoma development. Recently, scientists
has examined p16INK4A expression and promoter methylation in an accomplice of retinoblastomas alongside fringe
blood from both subjects and their parents. 55% of retinoblastoma patients demonstrated a down regulation of
p16INK4A interpretation in blood. In over a large portion of these, one of the parents had the same down regulation
of p16INK4A in their platelets. Interestingly, methylation investigation of the CDKN2 promoter in this cohort study
uncovered that subjects and parents concealing the same transformation demonstrated promoter hyper
methylation, proposing that this modification could be heritable, and consequently could turn into a novel
susceptibility marker for these subjects16.
Candidate genes as reconnaissance markers and remedial targets
Gene particular duplicate number losses or gains and changes in gene articulation, for example, KIF14, MDM4,
MYCN, DEK, E2F3, CDH11, miR-17~92, and SYK have shown significance in retinoblastomas by means of
numerous lines of confirmation . These genes have shown utilitarian significance in cell lines, creature models and
patient tumors, and may be connected with development or poor results. These genes could be created into
markers that would encourage observation of tumor repeat or metastasis (as indicated for RB1 109, KIF14 and
E2F315), and additionally being the focus of new treatments to treat repeating retinoblastomas17-19.
Management including treatment
Enucleation
Enucleation remains the essential treatment for everything except a couple of unilateral cases that have a tendency
to present with advanced infection in light of visual conservation in the ordinary contralateral eye. Advances in
method and permeable implant materials have brought about great motility, incredible cosmesis, and a low
expulsion rate. Subjects who get chemotherapy shortly after enucleation may be at higher risk for disease and
expulsion (figure 4).
Enucleated globes are analyzed histopathologically for extra ocular tumor augmentation and expansion into the
optic nerve. It is basic that the enucleating specialist take a long (10-cm) bit of optic nerve as tumor at the cut
margin of the nerve gives a poor anticipation. Discovering tumor cells past the lamina cribrosa of the nerve (the
way out of the nerve from the globe) is an evidence for prophylactic chemotherapy20.
In eyes treated at first with other eye-saving modalities, there is dependably the danger of resulting enucleation
because of repeat of tumor; visually impaired, agonizing eyes creating secondary difficulties of radiation, e.g.,
neovascular glaucoma; and deformed globes because of the late impacts of radiation or incessant retinal
separation.
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Figure 4:-Process of Enucleation

Exenteration
It is an amazingly distorting surgery. Forthright exenteration is currently outdated. It is right now performed just
in those instances of primary/repetitive orbital infection that neglect to react to NACT.
External beam radiotherapy
EBR still assumes a part in the administration of retinoblastoma. Radiation is demonstrated even with diffuse
vitreous seeding (Reese-Ellsworth stage 5B), failure of chemotherapy or different modalities or bigotry of
chemotherapy. The guardian of kids treated with radiation ought to comprehend that there is a noteworthy danger
(more or less 30% over 40 years) of the development of SMNs (sarcoma) inside and outside the turf of radiation.
Nearby difficulties of EBR incorporate facial disfigurements brought on by the discontinuance of orbital bone
development, keratopathy and dry eye, cataract, and radiation injury to the retina and optic nerve bringing about
visual misfortune. The last can bring about proliferative retinopathy, neovascular glaucoma, and extreme vision
misfortune21-23.
In any case, radiation harm to the visual structures can be challenging to oversee. Additionally, it may actuate
secondary tumor in the field of radiation, with a reported 30-year combined rate for second tumors in bilateral
retinoblastoma treated with light at 35% contrasted with 6% in the individuals who did not get radiation.
Plaque Brachytherapy
Plaque brachytherapy is a safe distinct option for enucleation in eyes with intraocular melanoma. Nonetheless,
restricted radiation treatment as isotope-impregnated episcleral plaques is utilized sparingly as a part of eyes with
RB. Large tumors in extra macular areas are suitable for this treatment24.
The plaques, comprising radioactive iodine-125, are stitched to the eye for 2-4 days, taking into consideration
radiation to the basic choroid, retina, and tumor. Neighborhood intricacies incorporate diplopia, cataract, and
radiation retinopathy. In eyes already treated or simultaneously with chemotherapy, there is a high danger of
radiation retinopathy, constraining the value of this modality.
Photocoagulation/Cryotherapy
Cryotherapy is appropriate for small anterior RB tumors. A triple freeze thaw technique, in which the tumor is
enclosed in a restricted ice ball three times in quick succession, is powerful in creating prompt cell lysis and
putrefaction of tumor tissue. Cryotherapy can result in shrinkage of the sclera, and extensive treatment inclines
the developing eye to nearsightedness and builds the risk of retinal separation25-26.
Direct photocoagulation of little tumors is regularly utilized amid chemotherapy or afterward for little repeats or
new tumors. The broad availability of aberrant ophthalmoscope laser delivery systems makes the utilization of
laser energy to small posterior and foremost tumors simple, safe, and powerful. The precise nature of the laser
permits the treating doctor to confine harm to the tumor and none of the encompassing (typical) retina. Limited
smolders of the iris, especially the papillary edge, are uncommon.
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EBRT in extra ocular retinoblastoma
Local EBRT is a vital part of the treatment protocol for annihilation of lingering ailment in the orbit. The common
dose of radiotherapy given to the included orbit is 40-45 Gray for 4-5 weeks. There is no role for prophylactic
cranial illumination. The incorporation of optic chiasma in the radiation field is unclear and is practiced by few eye
hospitals27.
The molecular flagging pathways in retinoblastoma and possible clinical implications
The typical retinoblastoma protein ties to and represses the translation element E2F, consequently ending
transcription of E2F target genes, which are in charge of cell cycle movement. It additionally ties to histone
deacetylase (HDAC), which brings about silencing of transcription. Mutated retinoblastoma protein brings about
uncontrolled cell multiplication and, eventually cancer. Little advance has been made toward the development of
focused therapies to profit retinoblastoma. The potential focuses for molecular treatment include:
Nutlin 3A
Nutlin 3A is a little molecule inhibitor of the MDM2/MDMX and p53 interaction, which was discovered to have the
capacity to affect cell death in human retinoblastoma cell lines. Further, when utilized as a part of blend with
topotecan, it executed human retinoblastoma cell lines. There was an 82-fold diminishment in tumor load in mice
when Nutlin 3A was infused subconjunctivally with topotecan28.
Inhibitors of HDAC
HDAC inhibitors may be especially helpful on the grounds that they instigate cytotoxicity to tumors specifically.
Recently, it was discovered that certain HDAC inhibitors diminish cell survival in human retinoblastoma cell lines
and altogether lessened tumor burden in both rodent and mouse models of retinoblastoma29-30.
Molecular inhibitors of the oncogene N-myc
N-myc is increased in 10% of human retinoblastoma cases and, consequently, such inhibitors may demonstrate
helpful in the treatment of a subset of retinoblastoma patients.
Chemotherapy
The blend of etoposide phosphate, vincristine sulfate, and carboplatin is imbued like clockwork, normally for six
months. Inconveniences of the medications incorporate neutropenia, weakness, listening misfortune and later
leukemia31.
Chemo reduction
The point of chemo reduction is to diminish the tumor volume in huge intraocular tumors (ICRB Group B to D),
along these lines permitting utilization of less-harming and more targeted therapeutic measures keeping in mind
the end goal to protect vision and evade enucleation. The most well-known chemotherapy protocol utilizes
vincristine, etoposide and carboplatin. Satisfactory tumor decrease obliges two to six cycles of chemotherapy.
Taking after two cycles of chemotherapy, scientist have reported a 35% reduction in the mean base breadth, half
lessening in the tumor thickness and complete determination of sub-retinal liquid in 76% cases. They have
likewise reported a 25% repeat of sub retinal seeds when under six cycles were administered contrasted with 0%
repeat in cases who got six cycles of chemotherapy. Therefore, it is accepted that under six cycles of chemo
reduction may not be sufficient to totally wreck sub-retinal seeds. Likewise, central treatment is crucial to
counteract tumor recurrence32-34.
Periocular chemotherapy
The significant issue with systemic chemotherapy is the recurrence of vitreous and sub retinal seeds. It is accepted
that this may happen in view of constrained penetration of systemically directed chemotherapeutic agents into the
sub retinal and vitreous spaces, which are avascular. Utilization of local delivery procedures (Periocular) permits
higher compelling doses at these locales, securing powerful treatment while constraining the systemic reactions of
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chemotherapy. Most centers use carboplatin in a fluid vehicle (same as utilized for systemic treatment). Despite
the fact that Periocular carboplatin has been accounted for have guaranteeing remedial benefit in the treatment of
group C and D retinoblastoma, it is connected with serious adverse events, including visual motility changes,
orbital fat rot, extreme pseudo preseptal cellulitis and ischemic putrefaction with decay of the optic nerve bringing
about blindness35 .
Intra-arterial chemotherapy
Lately, intra-arterial infusion of the chemotherapy drug melphalan in retinoblastoma patients has been attempted.
Scientist have been examining intracarotid administration of chemotherapy. However, in their studies, numerous
eyes additionally got external beam radiotherapy (EBRT) and intravitreal melphalan, making it hard to decide how
compelling the intra-arterial infusions would be if utilized alone36. Clinical Information from a stage I/II clinical
trial has shown great results after direct intra ophthalmic artery infusions of melphalan. They utilized particular
catheterization of the ophthalmic vein, subsequently hypothetically evading lethality to the brain. Vision balanced
out or enhanced in all except one of the nine subjects enrolled in the clinical study37.
Numerous patients, then again, likewise got supplementary thermotherapy, laser, brachytherapy or EBRT, making
it hard to figure out if this system is successful in expanding the globe rescue rates all alone. Notwithstanding its
striking control for retinoblastoma, especially repetitive tumor seeds taking after different treatments, a few
scientist feel that intra-arterial chemotherapy ought to be utilized with alert. Recently, scientist have assessed the
poisonous impacts of irradiation from fluoroscopy amid intra-arterial chemotherapy for retinoblastoma, and have
advised that amassed irradiation toxic impacts taking after various sessions of intra-arterial chemotherapy could
be cataractogenic and potentially cancer-causing.
Chemoprophylaxis
A few studies have demonstrated that vicinity of certain histopathological highlights in the enucleated eyes is
connected with a higher risk of systemic metastasis or nearby recurrence. Adjuvant treatment in these cases
lessens the probability of neighborhood recurrence and far off metastasis. Histopathological highlights, which are
utilized as a sign for six cycles of adjuvant chemotherapy at most eye centers, incorporate attack of front chamber,
iris, ciliary body, choroid (huge), sclera and optic nerve past lamina cribrosa. Furthermore, extra scleral and optic
nerve cut-end association is named microscopic residual ailment and is treated with 12 cycles of adjuvant
chemotherapy and EBRT38-40.
Chemotherapy for locally propelled disease
NACT is utilized to diminish the tumor size, took after by enucleation, neighborhood radiotherapy and adjuvant
chemotherapy, to finish an aggregate of 12 cycles. NACT prompts quick lessening in tumor mass furthermore
controls micro metastatic malady. The decrease in tumor mass empowers most patients to experience enucleation
rather than cosmetically distorting and more perplexing exenteration.
Most eye center at present utilization standard dosages of vincristine, carboplatin and etoposide (VEC) for neo
adjuvant and adjuvant chemotherapy. Then again, information relating to utilization of high-dosage versus
standard dose of carboplatin is inadequate without any randomized control trials looking at the same. The general
survival reported in patients with extra ocular infection is 50-70% in patients with extra ocular retinoblastoma
.Data from India demonstrates a general survival of half a year and a half of post liminary. The role of intracranial
prophylaxis with intrathecal chemotherapy or cranial illumination in patients with generally propelled
retinoblastoma has not been tentatively assessed. Results in review studies with or without intrathecal
chemotherapy have been comparative. Due to absence of confirmation, the utilization of intrathecal chemotherapy
as prophylaxis to avoid central nervous system metastases in locally propelled retinoblastoma stays exploratory4143.
High dosage chemotherapy and autologous stem cell transplant
Autologous stem cell transplant with high-dose chemotherapy remains the main corrective choice for metastatic
sickness. There have been just few case reports in the literature with respect to the utilization of this modality for
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the treatment of metastatic malady. Children with non CNS illness (bone or bone marrow) have better outcomes
when contrasted with patients of CNS metastasis. Long term survival of 50-75% has been accounted for in patients
with non CNS disease in a couple of arrangement. The medications generally utilized as a feature of high-dosage
chemotherapy incorporate mixes of carboplatin, etoposide, cyclophosphamide, melphalan and thiotepa. The part of
allogenic transplant stays investigational44.
Closing Remarks:Notwithstanding the Identification of the RB1 gene and the current understanding into the function of pRB, the
comprehension of the sequences that prompts human retinoblastoma is still deficient. Latest advancement of new
animal models of retinoblastoma will build the learning on tumorigenesis and give a chance to create treatment
strategies. Despite the fact that retinoblastoma has a decent prognosis in industrialized nations, mortality because
of development of a second tumor stays high. Development of a non-mutagenic treatment, (for example,
photodynamic treatment) could be fascinating, especially in the event of hereditary retinoblastoma. Gene therapy
for treatment of retinoblastoma is still at under evaluation.
In developing nations, retinoblastoma is sadly accompanied by a high death rate because of an altogether
postponed diagnosis made at advance stages of the illness. Next Generation Sequencing (NGS) specifically holds the
promise of read profundity that could potentially distinguish mechanism of merged evolution of gene
transformations and gene duplicate number changes. This kind of innovation can possibly uncover the identity of
starting versus movement changes, encouraging diagnosis and remedial management. While NGS is being utilized
as a device for transformation revelation, its current sensitivity and precision for distinguishing RB1
transformations is still not published, not to mention clinically accepted. Despite the fact that NGS technologies
promise to be more reasonable for clinical mutation testing for retinoblastoma, recognition of a wide range of
transformation has yet to be illustrated.
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