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CHAPTER 7

SUMMARY AND DISCUSSION

105



The complexity of a biological process such as metastasis necessitates that with our current technology dis-
crete steps of the problem are analyzed. We decided to focus our studies on androgen independent prostate
cancer (AIPC), which is generally highly aggressive and metastatic. Reliable and well-characterized model
systems of prostate cancer progression are of utmost importance to achieve the challenge of finding a cure
especially for the Al stage of prostate cancer. The dream of molecular targeted therapies is that some day a
patient's own cells will be rapidly tested in vitro with a palette of therapeutic agents to find the one best
suited to the patient’s specific needs (1). An obvious goal of tissue engineers and cancer modelers is to pro-
gress from good models of tissue complexity and function into models that can be standardized for drug
screening purposes. In order to effectively hunt for targets in preclinical testing it is necessary to scale the
reliable models for medium or high throughput screening (HTS) (1). Because of the technical challenges in-

volved, there are few accomplished metastasis models that have the ability to support HTS (1).

In order to meet this challenge, we worked in the direction of developing new models that recapitulate key
steps in the metastatic cascade. We developed a 3D culture and a xenograft model to study growth, inva-
sion and dissemination. First, we developed a three-dimensional collagen matrix based spheroid assay of
growth and invasion (chapter 2). This assay recapitulates the steps of growth and invasion of tumors at pri-
mary or metastatic sites. Collagen type 1 is one of the predominant matrix proteins in the bone, and hence
the model provides an ideal environment to study the growth and invasion characteristics of the androgen
independent metastatic prostate tumors. Furthermore, we adapted this model in 96 well plates and demon-
strated the applicability of this model in high throughput screening platforms. We also applied this method to
cell suspensions derived from resection specimens, which opens the possibility to test therapeutic strategies
on freshly isolated material from individual patients. So far, sarcoma biopsies were used; it remains to be es-
tablished whether this will also be successful for carcinomas, including prostate cancer. For the future, we
would also like to adapt/expand this assay to study the complex interactions between tumor cells and stro-
mal cells including for instance endothelial cells, which could be achieved by injecting these spheroids to-
gether in one matrix. This could provide us novel information regarding the process of tumor induced neoan-
giogenesis or vasculogenesis, which could be further useful for the development of novel anti-angiogenic
therapies against cancer. In addition, we have used PC3 cells to study prostate cancer invasion in this in vi-
tro model. A major challenge will be to modify the culture conditions such that also less aggressive prostate
cancer cell lines could be studied in the same system for instance by modification of the ECM environment
or inclusion of supportive stromal cells. Ultimately this could provide a 3D in vitro model that mimics more

closely prostate cancer in patients.

Secondly, we turned our attention to the zebrafish, which is proving to be an excellent whole animal based
model to study tumor development, invasion, and the dynamics of the metastasis cascade. Several research
groups have demonstrated successful xenotransplantation of human cancer cells of different origin in ze-
brafish, and have carried out in vivo assessment of invasiveness, tumor induced angiogenesis (2-6), meta-
static behavior (7-10) and response to anticancer therapies (2, 11-14). The small size, transparency and
availability of various transgenic fluorescent zebrafish lines prompted us to couple this model to automated
confocal imaging and image analysis (chapter 3). To the best of our knowledge, this assay represents the

first ever semi-automated, quantitative whole organism based bio-imaging assay in a vertebrate that allows



analysis of dissemination of cancer cells in a high throughput manner. Further automation that is developed
for the injection of embryos will further develop this pipeline into a fully automated system. With the contin-
ued development in the field of imaging technology and availability of novel transgenic zebrafish lines, It will
also be extremely interesting to use our assay to xenotransplant cell lines expressing combinations of fluo-
rescent markers allowing quantification of apoptosis, proliferation and dissemination. Furthermore, incorpora-
tion of specific transgenic zebrafish lines expressing fluorescently labeled immune cells or tissues into our
automated assay will provide us valuable information regarding the tumor cell and microenvironmental inter-
actions. There are also some outstanding questions on the use of zebrafish; what is the predictability of the
zebrafish xenograft model for other (rodent) modes; to what extent do effects observed correlate with the
effects of compounds seen in man; what is the predictability of the zebrafish with respect to the PK-PD
(Pharmacokinetics-Pharmacodynamics) relationships(15)? These questions need to be urgently addressed

to warrant use of this model in drug discovery/development pipelines.

In chapter 5, we expanded this assay further and xenotransplanted a panel of aggressive (Al) and non-
aggressive (AD) prostate cancer cell lines. Prostate cancer cell lines, which are known to be androgen-
independent and/or metastatic in mice (LNCaP-derived C4-2 and C4-2B; DU145 and PC3) showed en-
hanced dissemination in zebrafish embryos as compared to androgen-dependent non-metastatic cells
(LNCaP). Our findings show that this assay closely reflects the results obtained in more expensive and
much lower throughput assays such as rodent xenografts. Based on these data, zebrafish embryos provide
a microenvironment that allows successful engraftment, proliferation and dissemination of AIPC cell lines.
Therefore, this assay represents an ideal platform to screen for targets mediating invasion and dissemina-

tion of hormone refractory prostate cancer using RNA interference or compound screens.

Current treatment options for prostate cancer are often unsuccessful, and in chapter 4 we discuss some
strategies for improvement. However, there is clear need for new drug targets to widen the possibilities for
treatment. Discovery of such new targets has been the major goal of our work. Therefore, we used our ex-

perimental models to address the following questions:

. Can we use them to identify critical new targets involved in aspects of prostate cancer metastasis?
. Are these targets validated in other models?
. Are these targets relevant for the human situation?

To answer these questions we devised an adenoviral based RNAIi screen for mediators of prostate cancer
dissemination using our automated whole animal based zebrafish model of xenotransplantation (chapter 5).
Based on this screen, we identify SYK as a kinase supporting human prostate cancer dissemination. In line
with zebrafish and 3D models, depletion of SYK also led to a strong reduction in metastatic colonization of
androgen independent prostate carcinoma cells in a preclinical mouse model for prostate cancer bone me-
tastasis. In the present xenotransplantation models, the study of human material grafted into the mouse has
various limitations, including a compromised immune system, differences in species specificity of proteins
and an inability to capture early events in tumorigenesis (16). The use of genetically engineered models
(GEM) that mimic prostate cancer progression provides a possibility for further validation of candidate tar-

gets identified in our screen (17). Thus, a key next step in studying the role of SYK in prostate cancer pro-



gression would be to silence or delete the SYK gene in the TRAMP (transgenic adenocarcinoma mouse
prostate) model that recapitulates the pathophysiological features of the prostate cancer progression in hu-
mans (18). SYK has been implicated in lymphoid malignancies and appears to play opposing roles in differ-
ent solid tumors but has not been previously associated with prostate cancer (19). SYK is believed to act as
an oncogene because of its ability to increase phosphorylated AKT, which may imply the involvement of
PI3K (20, 21), which is a key molecule implicated in migration and chemotaxis of both tumor and endothelial
cells (22). Phosphorylation of SYK at Tyr323 forms a docking site for the p85 subunit of PI3K (23). The effect
of SYK depletion on PI3K or AKT activity has to be determined but our findings indicate that it is indeed the
SYK kinase activity that supports prostate cancer invasion and dissemination: the effect of SYK knockdown
on metastatic colonization is reversed by wild type but not kinase dead SYK expression; pharmacological
inactivation of SYK using R-406 and BAY-61- 3606 recapitulated the effect of silencing the SYK gene in vitro

and in zebrafish model of xenotransplantation.

It will be important to study the effect of SYK inhibition also in the mouse model used by us and other pre-
clinical mouse models mentioned above. We found that SYK regulates surface expression of adhesion re-
ceptors at the posttranslational level. This is a potential underlying mechanism for the support of prostate
cancer dissemination by SYK: decreased expression of two of these candidate targets of SYK, integrin
alpha-2 and CD44 leads to similar defects as depletion of SYK. It has been previously shown that SYK can
regulate turnover or transport of adhesion receptors in other cell types (23,24) through a mechanism requir-
ing ITAM-mediated SYK and AKT activation and inducing membrane translocation or stabilization of adhe-
sion receptors. Future experiments should further unravel the mechanism of action of SYK in this respect.
SYK acts as an oncogene in lymphomas, chronic leukemias, gastric cancers, and — based on our findings —
in prostate cancer. Paradoxically it appears to be a tumor suppressor in breast cancer : downregulation of
SYK levels correlate with growth and invasion in the latter case. Importantly, the SYK gene undergoes alter-
native splicing and the apparent opposite roles of SYK in different cancers may be related to this (25). Most
studies have not distinguished between global and splice isoform—specific increases in SYK expression. It is
possible that differential expression of SYK (L) and SYK (S) may contribute to these disparate observations
in different cancers. It will be important to extend our own studies to identifying which isoforms are ex-

pressed and upregulated with progression (25).

Another gene that was identified in the RNAi screen was MST1R. This MET-related receptor tyrosine kinase
has been previously implicated in prostate cancer growth and angiogenesis. Its function in prostate cancer
growth at least in part can be explained by a need for MST1R in cancer-associated macrophages (26). Nev-
ertheless, two studies indicate that this receptor also plays a role on prostate cancer cells themselves (27,
28). In chapter 6, we show that downregulation of MST1R leads to a phenotype that is also observed when
MET (the receptor for HGF) is downregulated in different cancer cell types: cells appear less scattered and
form epithelial islands. We show for the first time that MET and MST1R both regulate prostate cancer cell
invasion/migration in 3D collagen, and MST1R downregulation also inhibits dissemination in the zebrafish
model. An increasing number of basic, translational and clinical studies have shown the importance of MET
in prostate cancer progression. MET is overexpressed in primary prostate cancers, and its expression is fur-

ther increased in bone metastases and is associated with the development of castrate-resistant disease. Be-



cause of its importance as a therapeutic target, MET inhibitors have reached clinical trials for advanced,
castrate-resistant prostate cancer (29). A robust pipeline of high-quality inhibitors targeting different aspects
of MET activation is already being explored in phase Il, Il clinical trials across multiple tumor types. The
best-known example is the ARQ-197, which has already reached the late phase of clinical development in

various tumors including prostate cancer (30,31).

In the screen that was the basis for chapter 5, two MET shRNAs did not significantly affect PC3 dissemina-
tion. Since levels of knockdown were not analyzed in this screen, this does not exclude a role for MET in
PC3 dissemination in this model. In fact, based on the literature, effective stable knockdown of MET may
well interfere with dissemination similar to silencing of MST1R. Notably, there is also evidence for extensive
cross talk between MET and MST1R (32). To test if the attenuated invasion caused by MST1R downregula-
tion was due to inactivation of MET signaling, PC3shMST1R were treated with HGF. The fact that HGF treat-

ment restored invasion of PC3shMST1R cells shows that MET signaling was intact.

In agreement, MST1R silencing did not prevent MET phosphorylation in response to HGF. Whether MST1R
and MET signaling act in parallel and HGF-stimulated MET activity compensates for the loss of MST1R, or
whether HGF-induced MET activation resulted in transphosphorylation of MST1R in our experiments as re-
ported earlier (33, 34) remains to be established. Importantly, as observed for SYK, MST1R is confirmed in
the mouse model as an important player in the later stages of prostate cancer metastasis perhaps playing a
role in extravasation or outgrowth in the bone metastatic niche. Moreover, MST1R expression correlates
with androgen-independence / metastatic potential in a panel of cell lines indicating that it may serve as an-
other potential target in prostate cancer progression. As discussed above for SYK, further studies in the dif-
ferent prostate cancer mouse models will be required to further implicate MST1R in prostate cancer progres-
sion and metastasis. Our current study, in combination with work by others on its role in tumor growth, war-

rants investment in this direction.

In conclusion, the results from this thesis have contributed small pieces of knowledge to our overall under-
standing of the problem of prostate cancer metastasis. We have developed novel fluorescence bio-imaging
based automated models to screen for novel candidate targets involved in prostate cancer metastasis. Utiliz-
ing these models and adopting a functional genomics based approach; we identified SYK as a novel regula-
tor of prostate cancer progression. We also identified functional involvement of MST1R in regulating the pro-
gression of prostate cancer. For both of these targets, there is supporting human clinical data to validate our
results in prostate cancer. Although much further insight is required in the mechanism of action of these ki-
nases as well as in their RNA expression levels, splicing, protein levels, and activity in human prostate can-

cers, this is reassuring: it shows that results obtained in these models may be applicable to humans.



REFERENCES

1. Kimlin LC, Casagrande G, Virador VM.In Vitro Three-Dimensional (3D) Models in Cancer Research: An
Update Mol Carcinog. 2013 Mar;52(3):167-82

2. Haldi M, Ton C, Seng WL, McGrath P. Human melanoma cells transplanted into zebrafish proliferate, mi-
grate,produce melanin, form masses and stimulate angiogenesis in zebrafish. Angiogenesis. 2006;9:139-51.

3. Nicoli S, Presta M. The zebrafish/tumor xenograft angiogenesis assay. Nature protocols. 2007;2:2918-23.

4. Nicoli S, Ribatti D, Cotelli F, Presta M. Mammalian tumor xenografts induce neovascularization in ze-
brafish embryos. Cancer research. 2007;67:2927-31.

5. Stoletov K, Montel V, Lester RD, Gonias SL, Klemke R. High-resolution imaging of the dynamic tumor cell
vascular interface in transparent zebrafish. Proceedings of the National Academy of Sciences of the United
States of America. 2007;104:17406-11.

6. Vlecken DH, Bagowski CP. LIMK1 and LIMK2 are important for metastatic behavior and tumor cell-
induced angiogenesis of pancreatic cancer cells. Zebrafish. 2009;6:433-9.

7.Lee LM, Seftor EA, Bonde G, Cornell RA, Hendrix MJ. The fate of human malignant melanoma cells trans-
planted into zebrafish embryos: assessment of migration and cell division in the absence of tumor forma-
tion. Developmental dynamics : an official publication of the American Association of
Anatomists.2005;233:1560-70.

8.Marques IJ, Weiss FU, Vlecken DH, Nitsche C, Bakkers J, Lagendijk AK, et al. Metastatic behaviour of pri-
mary human tumors in a zebrafish xenotransplantation model. BMC cancer. 2009;9:128.

9. Topczewska JM, Postovit LM, Margaryan NV, Sam A, Hess AR, Wheaton WW, et al. Embryonic and tumo-
rigenic pathways converge via Nodal signaling: role in melanoma aggressiveness. Nature medicine.
2006;12:925-32.

10.Zhao H, Tang C, Cui K, Ang BT, Wong ST. A screening platform for glioma growth and invasion using bio-
lumines cence imaging. Laboratory investigation. Journal of neurosurgery. 2009;111:238-46.

11. Corkery DP, Dellaire G, Berman JN. Leukaemia xenotransplantation in zebrafish--chemotherapy re-
sponse as say in vivo. British journal of haematology. 2011;153:786-9.

12. Geiger GA, Fu W, Kao GD. Temozolomide-mediated radiosensitization of human glioma cells in a ze-
brafish embryonic system. Cancer research. 2008;68:3396-404.

13. Lally BE, Geiger GA, Kridel S, Arcury-Quandt AE, Robbins ME, Kock ND, et al. Identification and biologi-
cal evaluation of a novel and potent small molecule radiation sensitizer via an unbiased screen of a chemical
library.

14. Lara R, Mauri FA, Taylor H, Derua R, Shia A, Gray C, et al. An siRNA screen identifies RSK1 as a key
modula- tor of lung cancer metastasis. Oncogene. 2011;30:3513-21.

15. Zon LI, Peterson RT. In vivo drug discovery in the zebrafish.Nat Rev Drug Discov. 2005 Jan;4(1):35-44.

16. Chauchereau A. Experimental models for the development of new medical treatments in prostate cancer.
Eur J Cancer. 2011;47 Suppl 3:5S200-14.



17. Pienta KJ, Abate-Shen C, Agus DB, Attar RM, Chung LW, Greenberg NM, et al. The current state of pre-
clinical prostate cancer animal models. The Prostate. 2008;68:629-39.

18. Gingrich JR, Greenberg NM. A transgenic mouse prostate cancer model. Toxicologic pathology.
1996;24:502-4.

19. Coopman PJ, Mueller SC. The Syk tyrosine kinase: a new negative regulator in tumor growth and
progression.Cancer letters. 2006;241:159-73.

20. Law CL, Chandran KA, Sidorenko SP, Clark EA. Phospholipase C-gamma1 interacts with conserved
phosphoty rosyl residues in the linker region of Syk and is a substrate for Syk. Molecular and cellular biol-
ogy. 1996;16:1305-15.

21. Moon KD, Post CB, Durden DL, Zhou Q, De P, Harrison ML, et al. Molecular basis for a direct interaction
between the Syk protein-tyrosine kinase and phosphoinositide 3-kinase. The Journal of biological
chemistry.2005;280:1543-51.

22.Brader S, Eccles SA. Phosphoinositide 3-kinase signalling pathways in tumor progression, invasion and
angiogenesis.Tumori. 2004;90:2-8.

23. Fotheringham JA, Coalson NE, Raab-Traub N. Epstein-Barr virus latent membrane protein-2A induces
ITAM/ Syk- and Akt-dependent epithelial migration through alphav-integrin membrane translocation. Journal
of virology.2012;86:10308-20.

24. Woollard KJ, Fisch C, Newby R, Griffiths HR. C-reactive protein mediates CD11b expression in mono-
cytes through the non-receptor tyrosine kinase, Syk, and calcium mobilization but not through cytosolic
peroxides.Inflammation research : official journal of the European Histamine Research Society [et all.
2005;54:485-92.

25. Prinos P, Garneau D, Lucier JF, Gendron D, Couture S, Boivin M, et al. Alternative splicing of SYK regu-
lates mitosis and cell survival. Nature structural & molecular biology. 2011;18:673-9.

26. Gurusamy D, Gray JK, Pathrose P, Kulkarni RM, Finkleman FD, Waltz SE. Myeloid-specific expression
of Ron receptor kinase promotes prostate tumor growth. Cancer research. 2013;73:1752-63.

27. Thobe MN, Gurusamy D, Pathrose P, Waltz SE. The Ron receptor tyrosine kinase positively regulates
angiogenic chemokine production in prostate cancer cells. Oncogene. 2010;29:214-26.

28. Thobe MN, Gray JK, Gurusamy D, Paluch AM, Wagh PK, Pathrose P, et al. The Ron receptor promotes
pros tate tumor growth in the TRAMP mouse model. Oncogene. 2011;30:4990-8.

29. Varkaris A, Corn PG, Gaur S, Dayyani F, Logothetis CJ, Gallick GE.The role of HGF/c-Met signaling in-
prostate cancer progression and c-Met inhibitors in clinical trials. Expert opinion on investigational drugs.
2011;20:1677-84.

30. Sharma N, Adjei AA. In the clinic: ongoing clinical trials evaluating c-MET-inhibiting drugs. Therapeutic
advances in medical oncology. 2011;3:S37-50.

31. Gherardi E, Birchmeier W, Birchmeier C, Vande Woude G. Targeting MET in cancer: rationale and
progress.Nature reviews Cancer. 2012;12:89-103.



32. Wagh PK, Peace BE, Waltz SE. Met-related receptor tyrosine kinase Ron in tumor growth and metasta-
sis. Advances in cancer research. 2008;100:1-33.

33. Benvenuti S, Lazzari L, Arnesano A, Li Chiavi G, Gentile A, Comoglio PM. Ron kinase transphosphoryla-
tion sustains MET oncogene addiction. Cancer research. 2011;71:1945-55.

34. Follenzi A, Bakovic S, Gual P, Stella MC, Longati P, Comoglio PM. Cross-talk between the proto-
oncogenes Met and Ron. Oncogene. 2000;19:3041-9.





