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Abstract

Kidney cancer is not a single disease; it is made up of a number of different types of cancer, each
with a different histology, a different clinical course, caused by a different gene, and responding
differently to therapy. The VHL gene is the gene for the hereditary cancer syndrome, von Hippel-
Lindau, as well as for the common form of sporadic, non-inherited, clear cell kidney cancer.
Understanding the VHL-HIF pathway has provided the foundation for the development of a
number of agents targeting this pathway, such as sunitinib, sorafenib and temsirolimus. Hereditary
Papillary Renal Carcinoma (HPRC) is a hereditary renal cancer syndrome in which affected
individuals are at risk for the development of bilateral, multifocal, type 1 papillary renal cell
carcinoma. The genetic defect underlying HPRC is MET, the cell surface receptor for hepatocyte
growth factor (HGF). Mutations of MET have also been found in a subset of tumors from patients
with sporadic type 1 papillary renal cell carcinoma. Clinical trials targeting the MET pathway are
underway in patients with HPRC as well as patients with sporadic (non-hereditary) papillary
kidney cancer. The BHD (also known as FLCN) gene is the gene for Birt-Hogg-Dubé syndrome,
an autosomal dominant genodermatosis associated with a hereditary form of chromophobe, and
oncocytic hybrid RCC. Preclinical studies are underway targeting the BHD gene pathway in
preparation for clinical trials in Birt-Hogg-Dubé and sporadic chromophobe RCC. Hereditary
Leiomyomatosis Renal Cell Carcinoma (HLRCC) patients are at risk for the development of
cutaneous and uterine leiomyomas and a very aggressive type of RCC. HLRCC is characterized
by germline mutation of the Krebs cycle enzyme, fumarate hydratase (FH). Studies of the TCA
cycle and VHL-HIF pathways have provided the foundation for therapeutic approaches in patients
with HLRCC-associated kidney cancer, as well as other hereditary and sporadic forms of RCC.
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Kidney cancer affects over 54,000 Americans annually and 13,000 die of this disease in the
U.S. each year. Kidney cancer is the 8t leading cause of cancer death in the U.S.(1) Patients
who present with localized kidney cancer have a 95% survival rate for a 5-10 year period,
whereas those who present with advanced disease have only an 18% chance for a two year
survival.(2) Kidney cancer is not a single disease; it is made up of a number of different
types of cancer that occur in the kidney. Each of these cancers has a different histology and
clinical course, responds differently to therapy, and is caused by a different gene mutation.
(3:4)

Inherited Forms of Kidney Cancer

Kidney cancer is similar to other cancers such as prostate, colon and breast cancer in that it
occurs in both sporadic (non-familial) and hereditary forms. Study of families with specific
types of inherited kidney cancer has led to the identification of four high risk susceptibility
genes for kidney cancer and has provided the foundation for the development of therapies
that target these cancer gene pathways.(5) There are four well described types of inherited
kidney cancer: 1) von Hippel-Lindau, the inherited form of clear cell RCC; 2) Hereditary
Papillary Renal Cell Carcinoma, the hereditary form of type 1 papillary RCC; 3) Birt-Hogg-
Dubé, the inherited form of chromophobe, oncocytic hybrid RCC, and 4) Hereditary
Leiomyomatosis Renal Cell Carcinoma.

von Hippel-Lindau: Inherited form of Clear Cell Kidney Cancer-VHL Gene

von Hippel-Lindau (VHL) is an inherited form of kidney cancer in which affected
individuals are at risk for the development of tumors in a number of organs, including
bilateral, multifocal clear cell kidney cancers,(6) pancreatic cysts and neuroendocrine
tumors,(7) pheochromocytoma,(8) retinal angiomas,(9), CNS hemangioblastomas(10) and
tumors in the inner ear (endolymphatic sac tumors).(11)

VHL patients are at risk of developing of up to 600 tumors per kidney.(6) The goal of
surgical management of VHL-associated kidney tumors is to prevent metastasis while
preserving renal function. An approach has been developed to recommend surgical removal
of renal tumors(12-17) with partial nephrectomy when the largest tumor reaches 3
centimeters in size.(18) The use of laparoscopic partial nephrectomy as well as robotic-
assisted partial nephrectomy(17) has the potential to significantly reduce morbidity for
patients with VHL-associated renal tumors.

Identification of the VHL Gene

Genetic linkage analysis in VHL kindreds led to the localization and subsequent
identification of the VHL gene.(19) VHL gene mutation is found consistently in the germline
of affected patients.(20) The VHL gene is also the gene for the common form of sporadic,
non-hereditary, clear cell kidney cancer.(21;22) The VHL protein forms a complex with
other proteins and targets the hypoxia-inducible factors (HIF) for ubiquitin-mediated
degradation. HIF is a transcription factor that drives the downstream expression of a number
of growth and proangiogenic factors that are important in cancer, such as vascular
endothelial growth factor (VEGF); transforming growth factor alpha (TGFa), platelet
derived growth factor (PDGF) and the epidermal growth factor receptor (EGFR). When the
VHL gene is mutated, both in VHL patients or sporadic clear cell RCC, the VHL complex
cannot degrade HIF and HIF accumulates. The result is increased levels of VEGF, PDGF,
EGFR and other downstream factors in clear cell RCC.
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Hereditary Non-VHL Clear Cell RCC

A number of families have been reported in which affected individuals bearing a balanced,
constitutional translocation of a segment of chromosome 3 (to chromosome 8(23);
chromosome 6(24) or chromosome 2(25)) are at risk for the development of bilateral,
multifocal clear cell kidney cancer. This represents an example of a “3-hit” model of kidney
cancer: the first alteration being the germline balanced translocation of chromosome 3, the
second alteration being somatic loss of the chromosome 3 translocate (bearing one copy of
the VHL gene), and the third alteration being the somatic mutation of the sole remaining
allele of the VHL gene.(26) Clear cell kidney cancer in the chromosome 3 translocation
families tends to be later onset than in von Hippel-Lindau, most likely due to the
requirement for 3 events (non-VHL familial Clear Cell RCC) versus the need for two
mutations in von Hippel Lindau. In a non-VHL family in which multiple members are
affected with clear cell kidney cancer, a germline karyotype is recommended to rule out the
possibility of a chromosome 3 translocation.

Targeting the VHL Gene Pathway in Clear Cell RCC

Understanding the VHL gene pathway has provided the foundation for the development of
targeted approaches in the treatment of patients with advanced kidney cancer. In a phase 3
randomized study in patients with untreated metastatic clear cell RCC, treatment with
Sunitinib has been shown to result in superior progression free survival and overall survival
compared to interferon. Sunitinib, a tyrosine kinase inhibitor which targets the VEGF and
PDGF receptors, has been associated with nearly a 35% response rate in patients with
advanced clear cell RCC and an increased progression free survival over interferon.(27;28)
Sorafenib, another tyrosine kinase inhibitor which targets the VEGF and PDGF receptors as
well as Raf, has been found to have a 2-10% partial response and in patients with cytokine-
refractory disease demonstrates a doubling in time to progression versus placebo.(29) The
mammalian target of rapamycin (mTOR) inhibitor, temsirolimus, which indirectly targets
the VHL pathway by inhibiting the transcription of HIF, has been found in patients with
advanced clear cell kidney cancer to have a 9% partial response rate and an increased
progression free survival as well as survival versus interferon in patients with advanced
RCC who demonstrate 3 or more pre-defined ‘poor prognosis’ features.(30) While there are
few reported complete responses with these agents, and most patients eventually develop
progressive disease, these initial approaches offer proof of principle of the efficacy of
targeting the VHL pathway in VHL —/— clear cell kidney cancer.

Hereditary Papillary Renal Cell Carcinoma: Type 1 Kidney Cancer-MET

gene

Hereditary Papillary Renal Carcinoma (HPRC) is a hereditary cancer syndrome in which
affected individuals are at risk for the development of bilateral, multifocal, type 1 papillary
RCC.(31) To identify the HPRC gene, families were studied and genetic linkage analysis
was performed to localize the HPRC gene to the long arm of chromosome 7. The MET gene
was subsequently found to be the gene for HPRC.(32) The MET gene encodes the cell
surface receptor for hepatocyte growth factor (HGF). MET is a proto-oncogene; hitherto
identified HPRC-associated mutations constitutively activate the tyrosine kinase domain of
MET. HPRC is autosomal dominant and highly penetrant; i.e., affected individuals are
highly likely to develop bilateral, multifocal, papillary kidney cancer.(33) HPRC kidney
cancer is uniformly type 1 papillary RCC;(34) the estimated prevalence of renal tumors is
1,100 to 3,400 microscopic papillary tumors in a single kidney.(35) Although HPRC is
typically late onset (age of onset 51, 61 and 7" decade), an early onset-form has been
recently been described in which the disease appears in the second and third decade.(36)
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MET gene mutations have also been detected in a subset of tumors from patients with
sporadic, type 1 papillary RCC.(37)

Clinical Evaluation of Patients with Bilateral, Multifocal Papillary RCC

Germline MET mutation analysis is recommended for patients with bilateral, multifocal
papillary RCC as well as for those with a family history of type 1 papillary RCC. Family
history should be obtained, although this disease can be occult and late onset. Imaging
assessment includes contrast enhanced CT or MRI. HPRC renal tumors typically are
relatively hypovascular, enhance uniformly and grow slowly. CT is preferable to ultrasound
for screening because ultrasound can easily miss HPRC tumors.(38)

Clinical Management of Patients with HPRC

HPRC kidney cancers tend to be occult and, if not detected and treated, can spread to other
organs. Parenchymal sparing surgery (partial nephrectomy) is recommended when the
largest renal tumor approaches 3 cm in size. Patients whose tumors are smaller than 3 cm are
generally managed with observation.(13;39) The goal of management is to maintain the
patient’s renal function while minimizing the risk for metastasis.

Systemic Therapy: Targeting the MET in Papillary RCC

There are a number of potential approaches to targeting the MET gene pathway which are
currently under study. One approach involves the use of tyrosine kinase inhibitors (TKIs)
that target the tyrosine kinase domain of MET. Other approaches include antibodies that
target HGF, the ligand of the MET cell surface receptor, or antibodies that target the
extracellular domain of MET and inactivate the receptor. A Phase Il study of the dual MET-
VEGFR2 TK inhibitor, GSK1363089 (formerly XL880) in patients with papillary RCC is
currently underway and is the first trial to evaluate MET inhibition in this disease. In an
interim analysis of this clinical trial, GSK1363089 demonstrated antitumor efficacy in
patients with papillary kidney cancer.(40)

Birt-Hogg-Dubé: Chromophobe Kidney Cancer-BHD Gene

Birt-Hogg-Dubé is an inherited renal cancer syndrome in which affected individuals are at
risk for the development of cutaneous lesions (fibrofolliculoma),(41) pulmonary cysts and
spontaneous pneumothorax, and bilateral, multifocal kidney cancer.(42) In describing the
renal tumors in BHD patients, Pavlovich, et al found 34% (44 of 130) of the tumors were
chromophobe kidney cancer, 50% were hybrid oncocytic tumors (areas reminiscent of
chromophobe kidney cancer as well as oncocytomas), and 9% were clear cell RCC. Fifty
eight percent of the patients were found to have microscopic oncocytosis in the remaining,
grossly normal renal parenchyma.(43) In this study, the size of the tumors at presentation
correlated with increasing malignant potential of the histologic type. Hybrid tumors
averaged 2.2 cm, chromophobe renal carcinomas averaged 3.0 cm in diameter, and clear cell
renal carcinomas averaged 4.7 cm. These varying histologies can be found in the same
family, in the same patient, and sometimes even in the same kidney. In one patient, two
oncocytomas, seven hybrid tumors, chromophobe renal carcinomas, and one clear cell renal
carcinoma were found. Less than 15% of this patient’s kidney was found to be unaffected by
tumor nodules.(43) In an initial report of 127 patients from 45 BHD families who were
screened at NCI, 27% were found to have renal tumors.(44) Because of the bilateral,
multifocal nature of BHD-associated kidney cancer, a management approach involving
observation of small tumors until they reach 3 cm in size is often recommended.(44) When
surgical intervention is recommended, an attempt is made to remove all or most of the
visible tumors. Although surgical management is not considered “curative” for BHD-
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associated RCC, BHD-associated renal tumors are often slow growing and only infrequently
are multiple surgical procedures during a patient’s lifetime required to control the tumor
burden and prevent the development of metastasis.

Identification of the BHD Gene

In order to identify the susceptibility gene for Birt-Hogg-Dubé syndrome, affected
individuals and their family members were evaluated by a multidisciplinary team at the
Clinical Center, NIH. Genetic linkage analysis was performed and the BHD gene was
localized(45) and then identified on the short arm of chromosome 17.(46) Sequence analysis
of the BHD gene (also known as FLCN) in the germline of affected individuals from BHD
families has identified mutation of this gene in nearly 90% of affected families.(46;47) A
CLIA genetic test is available for individuals or families who are at risk for BHD syndrome.

BHD (FLCN) Gene Function

When BHD was identified, it was a novel gene with an unknown function. Subsequent
studies which have identified binding partners to the protein product of the BHD gene
(called folliculin (FLCN))(48;49) have placed this gene in a pathway involving AMPK,
LKB1, TSC1/TSC2 and the mammalian target of rapamycin (mTOR). These studies
suggested that FLCN may be involved in nutrient and/or energy sensing through the AMPK/
mMTOR pathway.(48)

Vocke and co-workers evaluated seventy-seven renal tumors from 12 patients with germline
mutations of the BHD gene by DNA sequencing to identify somatic mutations in the second
(wild-type) copy of the gene.(50) Mutations or loss of heterozygosity of the second allele
were identified in 70% of renal tumors, suggesting that BHD is a loss-of-function, tumor
suppressor gene.(51)

Targeting the BHD Gene Pathway

In order to asses the phenotypic effect of BHD gene mutations in the kidney and to provide a
model for the evaluation of potential molecular therapeutic approaches for treatment of Birt-
Hogg-Dubé, a kidney targeted BHD knockout mouse model was developed by Baba, et al.
(52) In this rodent model, the BHD knockout mice developed enlarged, polycystic kidneys
and died of renal failure at a very early age. Treatment with rapamycin had a significant
impact on reducing the kidney size and increasing the median survival of the animals.(52)
These studies provide the foundation for a potential therapeutic approach to BHD-associated
kidney cancer.

Hereditary Leiomyomatosis Renal Cell Carcinoma: the Fumarate Hydratase

Gene

Hereditary Leiomyomatosis Renal Cell Carcinoma (HLRCC) is a hereditary cancer
syndrome in which affected individuals are at risk for the development of cutaneous and
uterine leiomyomas and kidney cancer.(53) Cutaneous leiomyomas are most often present
on the trunk or extremities. The lesions are often unilateral and from 10 to 100 have been
observed in a single individual. Most patients will experience pain or paresthesia in
association with these lesions. A high percentage (nearly 100%) of female patients with
either cutaneous leiomyoma or who are FH mutation carriers develop uterine leiomyomas
(fibroids). The uterine leiomyomas are often multiple and early onset; a high percentage of
affected individuals reported hysterectomy or myomectomy in their 20’s.(54) Cutaneous and
uterine leiomyosarcoma have been reported rarely.(54;55)
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HLRCC-Associated Kidney Cancer

HLRCC associated kidney cancer is an aggressive form of kidney cancer that has a
predisposition to metastasize early.(56) The morphologic spectrum of HLRCC renal cancers
is unique and may be tubulo-papillary, solid, often with microcystic features. The most
notable histologic features may include the presence of large nuclei with prominent
orangiophilic nucleoli.(57) The histologic pattern can be suggestive of either type 2 papillary
kidney cancer or collecting duct carcinoma. In a patient with a “collecting duct carcinoma”
or “type 2 papillary kidney cancer” who has a family history of early onset uterine
leiomyomas or cutaneous leiomyomas, HLRCC should be considered in the differential
diagnosis. HLRCC patients are at risk for developing renal cysts and tumors that appear to
develop either independently or within the renal cysts. The renal carcinomas can be early
onset and, infrequently, bilateral and multifocal. When HLRCC renal tumors are detected,
early surgical intervention is strongly recommended.

Fumarate Hydratase: the HLRCC Gene

The susceptibility gene for HLRCC encodes the Krebs cycle enzyme, fumarate hydratase
(FH).(58) Mutations of the fumarate hydratase (FH) gene have been detected in over 90% of
HLRCC kindreds.(54;59) Loss of heterozygosity is frequently found in HLRCC-associated
kidney cancers, (53;57) suggesting that the FH gene has the characteristics of a tumor
suppressor gene. In patients with a history of multiple cutaneous leiomyomas and/or early
onset uterine leiomyomas, germline FH mutation analysis is often recommended.(56) Isaacs,
et al. demonstrated a novel mechanism whereby inactivation of fumarate hydratase was
associated with a VHL-independent dysregulation of HIF, providing the foundation for a
potential therapeutic approach to treatment of HLRCC-associated kidney cancer.(60)
Further studies are underway to understand the relationship between dysregulation of the
Krebs cycle and tumorigenesis and the role of FH mutation in RCC.

Hereditary Paraganglioma/Pheochromocytoma

Hereditary paraganglioma/pheochromocytoma, an autosomal dominant hereditary condition
in which affected individuals are at risk for the development of pheochromocytoma and
extra-adrenal pheochromocytomas (paragangliomas) (PGL), is characterized by germline
mutation of three (SDHB, SDHC, and SDHD) of the four genes that encode the Krebs cycle
gene, succinate dehydrogenase.(61;62) In 2004 Vanharanta, et al. identified kidney cancer as
a component of the hereditary PGL complex.(62) Recently Ricketts, et al. reported three
patients with either early onset or bilateral, multifocal clear cell or chromophobe renal
carcinoma who had germline mutations of SDHB.(63) In patients with early onset or
bilateral, multifocal clear cell or chromophobe kidney cancer consideration should be given
to succinate dehydrogenase germline mutation testing.

Tuberous Sclerosis Complex

Tuberous Sclerosis Complex (TSC) is a hereditary condition in which affected individuals
are at risk for the development of a number of manifestations, including bilateral, multifocal
renal lesions. While most TSC renal lesions are angiomyolipoma, renal cell carcinoma has
been reported in 1-3%.(64) The predominant management issue with TSC-associated
angiomyolipoma revolves around the potential for spontaneous hemorrhage. Most clinicians
manage TSC-associated renal angiomyolipomas with observation, surgical removal or
embolization. The management approach depends on the size and location of the tumor and
the concern about the potential for sponataneous hemorrhage. Many clinicians recommend
emoblization of TSC-associated renal angiomyolipomas, particularly those over 4-8
centimeters in size.(64;65) In a recent report of an open-label, phase 1-2 trial of sirolimus in
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patients with TSC, or the related condition, lymphangioleiomyomatosis. Treatment with
sirolimus, which suppresses mTOR signaling, was associated with reduction of
angiomyolipoma volume of 30% in 5 patients on this study.(66)

Understanding the genetic basis of kidney cancer has provided the foundation for the
development of therapeutic approaches targeting the kidney cancer genes. Encouraging
progress has been made with agents such as sunitinib, sorafenib and temsirolimus targeting
the VHL gene pathway in clear cell kidney cancer. Studies are currently underway
evaluating the role of agents which target the MET gene, in both Hereditary Papillary Renal
Carcinoma as well as sporadic, non-inherited papillary RCC. Encouraging preclinical
studies have provided a basis for potential therapeutic trials in BHD-associated kidney
cancer as well as chromophobe renal carcinoma. Study of the fumarate hydratase pathway
has provided an approach to the treatment of HLRCC-associated Kidney cancer that may
also be of benefit to patients with non-familial type 2 papillary kidney cancer. Knowledge of
the mutations and pathways underlying each form of RCC has enabled targeted approaches
to be developed to treat the various types of kidney cancer, both hereditary and sporadic.
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Figure 1.

Kidney cancer is made up of a number of different types of cancer, each with a different
histologic type, with a different clinical course, responding differently to therapy and caused
by different genes. The VHL gene is the gene for von Hippel-Lindau and for sporadic clear
cell kidney cancer. The MET gene is the gene for Hereditary Papillary Renal Cell
Carcinoma (HPRC) and has been found to be mutated in a subset of type 1 papillary renal
tumors (13%).(37) The fumarate hydratase gene is the gene for hereditary leiomyomatosis
renal cell carcinoma (HLRCC); the genetic basis of sporadic, type 2 papillary kidney cancer
remains to be determined. The BHD gene is the gene for the hereditary form of
chromophobe kidney cancer and oncocytoma associated with Birt Hogg-Dubé. BHD gene
mutations have been identified in sporadic chromophobe kidney cancer,(67) however, the
primary genetic basis of sporadic chromophobe kidney cancer and oncocytomas remains to
be determined. Adapted from Linehan, et al.(5)
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Figure 2.

The VHL gene is the gene for clear cell kidney cancer. The VHL protein targets hypoxia-
inducible factor (HIF) for ubiquitin-mediated degradation. When the VHL gene is mutated in
clear cell kidney cancer, the VHL protein cannot target and degrade HIF. HIF over-
accumulates and causes increased transcription of downstream genes such as vascular
endothelial growth factor (VEGF) and platelet derived growth factor (PDGF) (A). Current
therapeutic approaches include antibodies such as bevacizumab, which target VEGF, as well
as agents such as sunitinib and sorafenib, which target the VEGF and PDGF receptors.(C)
Future approaches could include agents which target HIF directly.(B) From Linehan, et al.
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