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Purpose: Recent clinical trials have demonstrated that zoledronic acid (ZOL) significantly prolongs survival in prostate cancer 
patients undergoing androgen deprivation therapy. This pilot study investigated the influence of ZOL on circulating tumor cell (CTC) 
counts in prostate cancer patients in association with prostate-specific antigen (PSA) used as a serum biomarker.
Methods: Patients with metastatic castration-resistant prostate cancer (CRPC) who were CTC-positive (n =4) were enrolled in 
treatment with ZOL between April 2012 and December 2013.  CTCs were detected using the Cell Search System. The study evaluated 
CTC fluctuations at 1, 2, and 3 months versus baseline, as well as patient outcomes and adverse events.
Results: Two patients showed evidence of temporally decreased CTCs after ZOL treatment. Instead of decreasing the number of 
CTCs, the PSA level did not go down during the ZOL treatment. One patient could not undergo ZOL treatment due to rapid disease 
progression.
Conclusions: Although CTC count arguably provides useful information about patients undergoing ZOL treatment, the positive 
influence of ZOL may be limited to temporary effects for CRPC.
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INTRODUCTION

Increasingly malignant cancer cells create an intravascular 

influx as they permeate blood vessels [1]. Several studies have 

confirmed that circulating tumor cells (CTCs) in the blood 

of breast, colorectal, and now prostate, cancer patients are 

a predictive factor of a poor prognosis [2-5]. Recent review 

articles suggest that tumor progression-specific CTCs not 

only identify cancer, but also its activity level [2-5]. Blood 

CTC count is strongly related to the prognosis for patients 

who have undergone therapy for castration-resistant prostate 

cancer (CRPC). CRPC patients, among whom pretreatment 

levels were 5 CTCs/7.5-mL blood, showed a significantly 

higher survival rate than baseline patients whose values were 

5 or more CTCs/7.5-mL blood [6]. These findings suggest that 

CTC count may be a potential marker predicting treatment 

outcome and survivability in CRPC patients. They also clarify 

that patients whose high CTC counts undergo a marked 

decrease may expect an improved survivability, and that pa-

tients whose low CTC counts markedly increase may expect a 

worsening survivability [6]. The implication, therefore, is that 

CTC may act as a useful biomarker for patient condition and 
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venous ZOL administration in 4-week intervals (on days 0, 28, 

and 56) at our hospitals (Teikyo University School of Medicine, 

Sapporo Medical University School of Medicine, and Juntendo 

University, Graduate School of Medicine). Blood was collected 

prior to each ZOL administration for CTC and PSA measure-

ment, with an additional collection during the 4th week 

following the third administration to facilitate weekly safety 

assessments. During the trial, no change was made in tumor 

treatment.

 The following patients were excluded from this study: those 

with a corrected serum calcium level of less than 8.0 mg/dL 

or more than 12.0 mg/dL, those with a history of malignancy, 

and those with (upper or lower) tooth or jaw infection or 

combined dental disease. This study was conducted following 

permission from the Ethics Committee, the informed consent 

of the participants, and screening for ten patients. The four 

patients in whom CTCs were detected agreed to participate, 

and were enrolled in the study.

2. Blood sample collection and CTC analysis
Venous blood was collected at the clinical site into Cell-Save 

Preservative Tubes (Veridex, Raritan, NJ, USA) containing cel-

lular preservatives and ethylenediaminetetraacetic acid as an 

anticoagulant. Blood was collected from patients before and 

after zoledronic acid treatment. In addition, routine laboratory 

analyses were conducted including PSA, lactate dehydroge-

nase, alkaline phosphatase, hemoglobin, and calcium. CTCs 

were isolated and processed from 7.5-mL peripheral venous 

blood using CellSearch System (Veridex, Raritan, NJ, USA) ac-

cording to the manufacturer’s protocol. Two independent well 

operators performed a blind evaluation of the selected cells. 

CTCs were identified by nuclear and cytokeratin staining and 

the absence of the leukocyte typical CD45 epitope.

RESULTS

Ten metastatic CRPC patients who were candidates for this 

study were examined for CTCs; 4 individuals were found to 

have CTCs and were administered ZOL. Patient backgrounds 

are shown in Table 1. 

 Adverse events were evaluated as follows. Case 1: The pa-

tient was found to have grade 1 facial edema and requested 

termination of ZOL. Case 2: The patient experienced rapid dis-

ease progression, resulting in a change of therapy two months 

following initial ZOL administration. Two of the four patients 

were able to complete the study. Case 3: One patient had a CTC 

count of 3 prior to initial ZOL administration, decreasing to 1 

two months later. In the third month, however, his CTC count 

therapy, suggesting continuation of favorable treatment or an 

early alteration of ineffective treatment.

 Zoledronic acid (ZOL) is a bisphosphonate widely recog-

nized as a treatment for bone metastasis and hypercalcemia 

of malignancy. It is also administered to breast and prostate 

cancer patients, along with those suffering from multiple my-

eloma, to prevent skeletal-related events (SRE) following bone 

metastasis [7-12]. Several trials have shown that early-stage 

administration of bisphosphonate preserves bone mass, dem-

onstrating its efficacy against bone loss. A placebo-controlled 

randomized clinical trial showed that SRE incidence de-

creased following ZOL administration in men with metastatic 

prostate cancer who had received hormone refractory therapy 

[9]. ZOL not only elevates bone mineral density (BMD) in 

prostate cancer patients, it also prevents bone loss and has 

demonstrated efficacy against SREs.

 Moreover, bisphosphonate administration has been shown 

to aid survivability of various cancers including bladder and 

prostate cancer patients in multiple prospective randomized 

trials [13-17]. A Myeloma IX study demonstrated that this sur-

vivability was not only due to reduced bone fractures, but also 

reflected a direct ZOL antitumor effect [13]. ZOL facilitates 

inhibition of the chief enzyme in the mevalonate pathway 

(known to stimulate angiogenesis and promote cell survival), 

and is postulated to have a direct effect on tumors. In vitro 

studies have demonstrated that joint use of ZOL and a che-

motherapy agent such as docetaxel or doxorubicin produces 

synergistic antitumor activity. ZOL administration has shown 

to improve overall survivability in breast cancer patients with 

bone metastasis, with data from several recent breast cancer 

adjuvant treatment studies showing ZOL antitumor efficacy 

in early-stage patients [18-20].

 We administered ZOL to cancer patients with bone metas-

tasis three times in 4-week intervals, studying the effects on 

CTCs over a 12-week period. We reasoned that if ZOL could 

be shown to reduce CTCs in CRPC patients with bone metas-

tasis, its direct anti-tumor effect in prostate cancer patients 

might also be demonstrable.

MATERIALS AND METHODS

1. Patients
We conducted a prospective single-arm, open-label study in 

CRPC patients with bone metastasis and no history of bisphos-

phonate treatment. All patients gave written informed consent, 

and approval was obtained from the hospital Research Ethics 

Board. CRPC patients all had confirmed bone metastasis to at 

least one site. Patients followed a treatment protocol of intra-
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predictive factor in CRPC prognosis [28]. CTCs were not de-

tected in patients with relatively low PSA values whose disease 

was progressing slowly. The current findings should serve as 

important information in the design of any future large-scale 

clinical trial.
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Table 2. CTC counts and PSA in patients with metastatic castra-
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Prior to study 1 Month 2 Months 3 Months

Case 1
   CTC count 
   PSA
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56.3
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a)

a)

Case 2
   CTC count 
   PSA

47
21.25

146
283.8

900
686.5

b)

b)

Case 3
   CTC count 
   PSA

3
51.3

2
157.1

1
165.8

5
199.9

Case 4
   CTC count 
   PSA

20
11.2

3
16.7

7
24.2

36
33.8

CTC, circulating tumor cell; PSA, prostate-specific antigen. 
a)Discontinuance with adverse event. b)Discontinuance with disease 
progression.



Ide, et al. CTC count during zoledronic acid treatment    

150

PROSTATE INTERNATIONAL

http://dx.doi.org/10.12954/PI.14056

Urol 2008;179:2187-91.

6. de Bono JS, Scher HI, Montgomery RB, Parker C, Miller MC, 

Tissing H, et al. Circulating tumor cells predict survival ben-

efit from treatment in metastatic castration-resistant prostate 

cancer. Clin Cancer Res 2008;14:6302-9.

7. Hortobagyi GN, Theriault RL, Porter L, Blayney D, Lipton A, 

Sinoff C, et al. Efficacy of pamidronate in reducing skeletal 

complications in patients with breast cancer and lytic bone 

metastases. Protocol 19 Aredia Breast Cancer Study Group. N 

Engl J Med 1996;335:1785-91.

8. Rosen LS, Gordon D, Kaminski M, Howell A, Belch A, Mack-

ey J, et al. Long-term efficacy and safety of zoledronic acid 

compared with pamidronate disodium in the treatment of 

skeletal complications in patients with advanced multiple 

myeloma or breast carcinoma: a randomized, double-blind, 

multicenter, comparative trial. Cancer 2003;98:1735-44.

9. Saad F, Gleason DM, Murray R, Tchekmedyian S, Venner P, 

Lacombe L, et al. Long-term efficacy of zoledronic acid for 

the prevention of skeletal complications in patients with 

metastatic hormone-refractory prostate cancer. J Natl Cancer 

Inst 2004;96:879-82.

10. Rosen LS. New generation of bisphosphonates: broad clini-

cal utility in breast and prostate cancer. Oncology (Williston 

Park) 2004;18(5 Suppl 3):26-32.

11. Berenson JR, Rosen LS, Howell A, Porter L, Coleman RE, 

Morley W, et al. Zoledronic acid reduces skeletal-related 

events in patients with osteolytic metastases. Cancer 2001;91: 

1191-200.

12. Major PP, Cook RJ, Chen BL, Zheng M. Multiple event analy-

sis of zoledronic acid trials in patients with cancer metastatic 

to bone [abstract]. Proc Am Soc Clin Oncol 2003;22:762. Ab-

stract no. 3062.

13. Morgan GJ, Davies FE, Gregory WM, Cocks K, Bell SE, 

Szubert AJ, et al. First-line treatment with zoledronic acid 

as compared with clodronic acid in multiple myeloma 

(MRC Myeloma IX): a randomised controlled trial. Lancet 

2010;376:1989-99.

14. Gnant M, Mlineritsch B, Schippinger W, Luschin-Eben-

greuth G, Postlberger S, Menzel C, et al. Endocrine therapy 

plus zoledronic acid in premenopausal breast cancer. N Engl 

J Med 2009;360:679-91.

15. Zaghloul MS, Boutrus R, El-Hossieny H, Kader YA, El-Attar 

I, Nazmy M. A prospective, randomized, placebo-controlled 

trial of zoledronic acid in bony metastatic bladder cancer. Int 

J Clin Oncol 2010;15:382-9.

16. Hoshi S YT, Ogata Y, Numahata K, Sugano O, Ono K. The im-

pact of Zoledronic acid therapy in survival of bladder cancer 

patients with bone metastasis [abstract]. In: 108th Annual 

Meeting of American Urological Association; 2010 Oct 4-8; 

Krakow, Poland. Linthicum, MD: American Urological Asso-

ciation; 2010:A1712.

17. Dearnaley DP, Mason MD, Parmar MK, Sanders K, Sydes 

MR. Adjuvant therapy with oral sodium clodronate in locally 

advanced and metastatic prostate cancer: long-term overall 

survival results from the MRC PR04 and PR05 randomised 

controlled trials. Lancet Oncol 2009;10:872-6.

18. Coleman RE, Winter MC, Cameron D, Bell R, Dodwell D, Ke-

ane MM, et al. The effects of adding zoledronic acid to neo-

adjuvant chemotherapy on tumour response: exploratory 

evidence for direct anti-tumour activity in breast cancer. Br J 

Cancer 2010;102:1099-105.

19. Dearnaley DP, Mason MD, Parmar MK, Sanders K, Sydes 

MR. Adjuvant therapy with oral sodium clodronate in locally 

advanced and metastatic prostate cancer: long-term overall 

survival results from the MRC PR04 and PR05 randomised 

controlled trials. Lancet Oncol 2009;10:872-6.

20. Eidtmann H, de Boer R, Bundred N, Llombart-Cussac A, 

Davidson N, Neven P, et al. Efficacy of zoledronic acid in 

postmenopausal women with early breast cancer receiving 

adjuvant letrozole: 36-month results of the ZO-FAST Study. 

Ann Oncol 2010;21:2188-94.

21. Fournier PG, Stresing V, Ebetino FH, Clezardin P. How do 

bisphosphonates inhibit bone metastasis in vivo? Neoplasia 

2010;12:571-8.

22. van der Pluijm G, Vloedgraven H, van Beek E, van der Wee-

Pals L, Lowik C, Papapoulos S. Bisphosphonates inhibit the 

adhesion of breast cancer cells to bone matrices in vitro. J 

Clin Invest 1996;98:698-705.

23. Boissier S, Ferreras M, Peyruchaud O, Magnetto S, Ebetino 

FH, Colombel M, et al. Bisphosphonates inhibit breast and 

prostate carcinoma cell invasion, an early event in the forma-

tion of bone metastases. Cancer Res 2000;60:2949-54.

24. Wood J, Bonjean K, Ruetz S, Bellahcene A, Devy L, Foidart 

JM, et al. Novel antiangiogenic effects of the bisphosphonate 

compound zoledronic acid. J Pharmacol Exp Ther 2002;302: 

1055-61.

25. Senaratne SG, Pirianov G, Mansi JL, Arnett TR, Colston KW. 

Bisphosphonates induce apoptosis in human breast cancer 

cell lines. Br J Cancer 2000;82:1459-68.

26. Ory B, Heymann MF, Kamijo A, Gouin F, Heymann D, Redini 

F. Zoledronic acid suppresses lung metastases and prolongs 

overall survival of osteosarcoma-bearing mice. Cancer 2005; 

104:2522-9.

27. Banys M, Solomayer EF, Gebauer G, Janni W, Krawczyk N, 

Lueck HJ, et al. Influence of zoledronic acid on disseminated 

tumor cells in bone marrow and survival: results of a pro-



Vol. 2 / No. 3 / September 2014

151

PROSTATE INTERNATIONAL

http://dx.doi.org/10.12954/PI.14056

spective clinical trial. BMC Cancer 2013;13:480.

28. de Bono JS, Scher HI, Montgomery RB, Parker C, Miller MC, 

Tissing H, et al. Circulating tumor cells predict survival ben-

efit from treatment in metastatic castration-resistant prostate 

cancer. Clin Cancer Res 2008;14:6302-9.


