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Abstract The development of cancer is a complex, multistage process during which a
normal cell undergoes genetic changes that result in phenotypic alterations and in the
acquisition of the ability to invade other sites. Inductively coupled plasma optical emission
spectroscopy was used to estimate the contents of Al, Ca, Cd, Cr, Cu, Fe, K, Mg, Mn, Na,
P, Pb, and Zn in healthy kidney and renal cell carcinoma (RCC), and significant differences
were found for all elements. Along with the progression of the malignant disease, a
progressive decrease of Cd and K was observed. In fact, for Cd, the concentration in stage
T4 was 263.9 times lower than in stage T1, and for K, the concentration in stage T4 was
1.73 times lower than in stage T1. Progressive accumulation was detected for P, Pb, and Zn
in stage T4. For P, the concentration in stage T4 was 11.1 times higher than in stage T1; for
Pb, the concentration in stage T4 was 232.7 times higher than in T1; and for Zn, the
concentration in T4 was 8.452 times higher than in T1. This study highlights the marked
differences in the concentrations of selected trace metals in different malignant tumor
stages. These findings indicate that some trace metals may play important roles in the
pathogenesis of RCC.
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Introduction

The incidence of renal cell carcinoma (RCC) has nearly doubled over the past two decades,
currently comprising about 2% of all human malignancies [1]. Across the world, more than
100,000 people die annually from RCC [2]. The 5-year survival for patients with RCC has
increased twofold over the past 50 years to almost 62%; this is likely due to earlier detection of
the tumor, which has led to a prompter start of oncologic treatment [3]. However, the 5-year
survival rate for patients with metastatic disease continues to remains dismal at <2% [4].

Cigarette smoking and obesity are the most consistently established causal risk factors,
accounting for more than 20% and 30% of renal cell cancers, respectively [5]. Other studies
have identified additional risk factors, including hypertension, exposure to asbestos,
petroleum products, and heavy metals [6].

The mineral constituents that occur in human or animal organisms in low amounts are called
trace elements. These elements enter the human organism by eating, drinking, and breathing.
Some trace elements are of physiological importance, either essential or toxic. Essential trace
elements have four major functions as stabilizers, elements of structure, essential elements for
hormonal function, and enzyme cofactors. Imbalance in the composition of trace metals,
recognized to be essential to normal homeostasis, besides accumulation of potentially toxic and
nonessential trace metals, may cause disease. Furthermore, it may be expected that a deficiency
of trace metals as cofactors of enzymes could impair the host’s resistance against carcinogenic
stress [7]. Information about trace elements as risk factors for RCC is limited but suggesting
that Cd and Ni play a major role in the development of RCC [8].

The aim of this study was to examine the concentrations of trace elements in normal
kidney as well as in benign and malignant renal tumor tissues.

Materials and Methods
Kidney Samples

In this study, we examined 50 RCC and 20 normal kidney samples, all of them fixed in
formaldehyde. The tumor samples were obtained from the Pathology Department of the
Federal University of Sao Paulo, Brazil, and the normal kidney tissues were obtained from
Surgery Department of University of Sdo Paulo. The normal kidney samples were taken
cortically because RCC originates from proximal tubuli cells. Both the patients and the
controls lived in Sao Paulo, Brazil.

Clinical Data

A total of 50 samples were taken from patients of different gender, age, and lifestyle. The mean
age of the study group was 60.5+13.7 years and that of the control group was 72+10.4 years.
Most of the cancer samples were classified as clear cell carcinomas. All RCC patients were
histologically diagnosed, and the tumors were staged according to the 1997 TNM classification
system [9]. Thirteen samples of T1, 13 of T2, 12 of T3, and 12 of T4 were studied.

Preparation of Samples

High-purity deionized water (resistivity 18.2 M2 cm) obtained by a Milli-Q® water
purification system (Millipore, Bedford, MA, USA) was used throughout the study.
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Analytical reagent grade HNO; (Merck, Rio de Janeiro, Brazil) was distilled in quartz sub-
boiling stills (Kiirner, Rosenheim, Germany). All solutions were stored in polyethylene
bottles. Autosampler cups, plastic bottles, and glassware were cleaned by soaking in 1.40
mol/L HNOj during 24 h, rinsing five times with high-purity water, and dried and stored in
a class 100 laminar flow hood. Stock solutions (1,000 mg/L) were prepared from
spectrographically pure reagents (Johnson and Matthey, Royston, UK) in diluted HNOs.
Analytical calibration solutions were prepared by suitable dilution of stock solutions in
0.028 mol/L HNOs;. All operations were performed on a clean bench.

Samples were decomposed in triplicate by using a microwave-assisted method in closed
vessels (Milestone, Ethos 1600) and the following procedure: masses between 50 and 500 mg
of dried and ground material were accurately weighed in TFM® vessels of the microwave
oven and then 6.0 ml of 4.2 mol/L HNOj; plus 2.0 mL of 30% hydrogen peroxide (v/v) were
added. After decomposition, the TFM® microwave vessels were cooled, the digests were
transferred to volumetric flasks, and the volume was completed to 25 mL with water. The
microwave oven operational parameters are shown in Table 1. For analyte determinations, an
inductively coupled plasma optical emission spectroscopy dual view spectrometer (Optima
3000 XL, Perkin Elmer) was used.

Statistical Analysis

The concentrations of trace elements in normal kidney and in benign and malignant renal
tumor tissues were statistically analyzed. For both the study and the control groups,
arithmetic mean and standard deviation were recorded. Statistical significance was
determined by using the F test and Student’s ¢ test.

Results

Quantitative determination was performed for 13 elements, and the values are expressed in
micrograms per gram. The mean profile of elements in RCC tissue compared to healthy
kidney cortex is shown in Table 2. Almost all trace elements showed a significant
difference between healthy kidney and RCC. The most relevant difference was a decrease
detected in Cd, K, and Na in RCC. A significant accumulation of some trace metals, such
as Al, P, Pb, and Zn, was also observed in RCC. No statistically significant difference was
found for Cu and Mn.

A possible correlation between the malignant disease stages, described as T1, T2, T3,
and T4, and trace metal concentrations was analyzed for all trace metals, and the
distribution is shown in Fig. 1.

Along with the progression of the malignant disease, a progressive decrease of Cd and K
was observed (Fig. 2). In fact, for Cd, the concentration in stage T4 was 263.9 times lower

Table 1 Microwave Heating

Program for Sample Digestion® Step Temperature (°C) Power (W) Time (min)
1 160 1,000 3
2 160 0 2
3 230 1,000 5

# Maximum external vessel 4 230 1,000 15

temperature at 90°C
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Table 2 Comparison of Trace Element Concentration (pg/g) in 50 RCC Samples and 20 Normal Kidney

Samples (Cortex)

Element Group Arithmetic Healthy kidney
mean + SD cortex vs RCC
Al Heealthy kidney cortex <0.046 <0.01
RCC 8.11+0.07
Ca Healthy kidney cortex 329.71£3.03 <0.01
RCC 511.85+0.93
Cd Healthy kidney cortex 14.09+0.08 <0.01
RCC 2.26+0.017
Cr Healthy kidney cortex <0.005 <0.05
RCC 1.26+0.02
Cu Healthy kidney cortex 8.30+0.09 NS
RCC 8.0+0.017
Fe Healthy kidney cortex 319.60+2.19 <0.01
RCC 248.16+0.59
K Healthy kidney cortex 163.43+3.57 <0.05
RCC 50.07+0.05
Mg Healthy kidney cortex 99.34+1.96 <0.01
RCC 65.71+0.14
Mn Healthy kidney cortex 0.92+0.004 NS
RCC 0.98+0.006
Na Healthy kidney cortex 16,578.05+72.84 <0.001
RCC 105.01+1.31
P Healthy kidney cortex 43.01+0.31 <0.001
RCC 629.96+1.87
Pb Healthy kidney cortex <0.05 <0.05
RCC 1.74+0.02
Zn Healthy kidney cortex <0.07 <0.001
RCC 248.99+3.79
NS Statistical difference is not significant
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Fig. 1 Concentration of elements depending on the tumor stage
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Fig. 2 Concentrations of Cd and K for normal kidney and tumor malignant stages. The mean value of each
group sample is shown at the curves. The coefficient of variation was lower than 1% for all determinations

than in stage T1, and for K, the concentration in stage T4 was 1.73 times lower than in
stage T1.

Progressive accumulation was detected for P, Pb, and Zn in stage T4 (Fig. 3). For P, the
concentration in stage T4 was 11.1 times higher than in stage T1; for Pb, the concentration
in stage T4 was 232.7 times higher than in T1; and for Zn, the concentration in T4 was
8.452 times higher than in T1.

Discussion

Knowledge about RCC has increased exponentially over the last decades. A clear
understanding of RCC is of utmost importance to prevent the disease and improve the
outcomes. Large epidemiologic studies have identified cigarette smoking, chemical agents,
obesity, hypertension, and end-stage renal disease as risk factors associated with RCC. The
identification and confirmation of risk factors may be projected into preventive strategies
[10].

It is known that trace elements play an important role in a number of biological
processes. These include the activation or inhibition of enzymatic reactions, competition
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Fig. 3 Concentrations of P, Pb, and Zn for normal kidney and tumor malignant stages. The mean value of
each group sample is shown at the curves. The coefficient of variation was lower than 1% for all

determinations
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between elements and metal proteins for binding positions, and modifications in the
permeability of cellular membranes. These elements may also influence carcinogenic
processes. Determining the trace element concentrations in healthy and neoplastic tissues
might help in the establishment of a diagnosis and of its etiology, as well as in the prognosis
of the disease [11].

Our findings showed that Cd, Fe, K, Na, and Mg were decreased in the neoplastic mass.
Lower concentrations of Cd and Fe in RCC tissue were previously reported by
Dobrowolski et al. [12]. In human prostate cancer, Drash et al. [13] demonstrated that the
excessive accumulation of Cd in the prostates of smokers along with suboptimal Se intakes
could explain why smokers develop more aggressive and lethal forms of prostate cancer
than nonsmokers. Our results regarding K in the cancerous kidney samples are in
disagreement with the data reported by Dobrowolski et al. [12] and Al-Ebraheem et al. [14].
In another study, Mg deficiency, induced in rats with palpable mammary adenocarcinomas,
decreased tumor growth [15]. This effect has recently been confirmed in athymic nude
mice, made Mg-deficient before and after inoculation with a human mammary cancer cell
line [16].

Our data indicate significantly elevated Al, Ca, Cr, P, Pb, and Zn levels in tumor tissue
compared to healthy kidney. Al is a genotoxic element that is bound by DNA and has been
shown to be carcinogenic in animal models [17]. Cr exposure has been associated with
adverse health effects. At the genomic level, Cr genotoxicity manifests as gene mutations,
several types of DNA lesions, and inhibition of macromolecular synthesis. At the cellular
level, Cr exposure may lead to cell cycle arrest, apoptosis, premature terminal growth
arrest, or neoplastic transformation [18]. Higher Pb contents in dietary intake were linked to
certain types of cancer, including RCC [19]. Pb and Cd demonstrated to abolish the
anticarcinogenic effects of Se on mammary tumor development and growth in mouse
mammary tumor virus-infected female mice [20, 21]. These studies revealed the need to
consider the interactions of Se with other trace elements in discussions of its mechanism on
anticarcinogenic action. Some studies on experimental animals such as mice suggested a
relationship between higher Cr and Zn concentrations and accelerated tumor growth [19,
22-24].

The present study revealed marked differences in the concentrations of selected trace
metals in different malignant tumor stages. These findings indicate that some trace metals
may play important roles in the pathogenesis of RCC. In conclusion, research in this field is
disclosing differences in cellular biology among the different malignant stages that could
lead to a better understanding of the etiology of tumors and result in valuable practical
information that can be applied to clinical medicine.

Acknowledgements This study was supported by FAPESP process number 07/54253-6 and CNPq process
number 133996/2008.

References

. NCI Surveillance epidemiology and end results. www.seer.cancer.gov (2008)

2. Patel P CR, Motzer R, Targeted therapy for metastatic renal cell carcinoma. Br J Cancer 94:614-619 (2006)

3. Pantuck AJ, Zisman A, Belldegrun AS, The changing natural history of renal cell carcinoma. Journal of
Urology 166:1611-1623 (2001)

4. Cohen H MF, Medical progress: Renal-cell carcinoma. New England Journal of Medicine 353:2477—

2490 (2005)

\V)
3¢ Humana Press


http://www.seer.cancer.gov

Distribution of Trace Elements in Renal Cell Carcinoma 113

5.

6.

10.
. Carvalho ML; Marques AF; Marques JP; Casaca C, Evaluation of the diffusion of Mn, Fe, Ba and Pb in
12.
13.
14.

15.

17.
18.
19.

20.

21.

22.

23.

24.

McLaughlin JK; Lipworth L; Tarone RE, Epidemiologic Aspects of Renal Cell Carcinoma. Seminars in
Oncology 33:527-533 (2006)

Pesch B; Haerting J; Ranft U; Klimpel A; Oelschldgel B; Schill W, Occupational risk factors for renal
cell carcinoma: agent-specific results from a case-control study in Germany. Int. J. Epidemiol. 29:1014—
1024 (2000), MURS Study Group. Multicenter urothelial and renal cancer study

. Yaman M; Kaya G; Yekeler H, Distribution of trace metal concentrations in paired cancerous and non-

cancerous human stomach tissues. World J Gastroenterol 13:612-618 (2007)

. Ala-Opas M and Tahvonen R, Concentrations of cadmium and lead in renal cell cancer. J Trace Elem

Med Biol 9:176-180 (1995)

. Storkel S, Eble JN, Adlakha K, Amin M, Blute ML, Bostwick DG, et al., Classification of renal cell

carcinoma. Cancer 80: 987-989 (1997), Workgroup No. 1. Union Internationale Contre le Cancer
(UICC) and the American Joint Committee on Cancer (AJCC)
Laber DA, Risk factors, classification and staging of renal cell cancer. Med Oncol 23:443-54 (2006)

Middle Ages human teeth by synchrotron microprobe X-ray fluorescence. Spectrochimica acta Part B:
Atomic Spectroscopy 62: 702—706 (2007)

Dobrowolski Z; Drewniak T; Kwiatek W; Jakubik P, Trace elements distribution in renal cell carcinoma
depending on stage of disease. European Urology 42: 475-480 (2002)

Drasch G; Schopfer J; Schrauzer GN Selenium/cadmium ratios in human prostates. Biol. Trace Elem.
Res 103: 103—107(2005)

Al-Ebraheem A; Farquharson MJ; Ryan E, The evaluation of biologically important trace metals in liver,
kidney and breast tissue. Appl Radiat Isot 67(3):470—474 (2009)

Sugiura K; Benedict SR, Influence of magnesium on the growth of carcinoma, sarcoma and melanoma in
animals. Am. J. Cancer 23:300-310 (1995)

. Yan L; Boylan LM; Spallholz JE, Effect of dietary selenium and magnesium on human mammary tumor

growth in athymic nude mice. Nutr. Cancer 16:239-248 (1991)

Exley C; Charles LM; Barr L; Martin C; Polwart A; Darbre PD, Aluminium in human breast tissue.
Journal of Inorganic Biochemistry 101:1344-1346 (2007)

Singh J; Carlisle DL; Pritchard DE; Patierno SR, Chromium-induced genotoxicity and apoptosis:
relationship to chromium carcinogenesis (review). Oncol Rep. 5: 1307-1318 (1998)

Pasha Q; Malik SA; Shah MH, Statistical analysis of trace metals in the plasma of cancer patients versus
controls. Journal of Hazardous Materials 153:1215-1221 (2008)

Schrauzer GN Interactive Effects of Selenium and Cadmium on Mammary Tumor Development and
Growth in MMT V-Infected Female Mice. A Model Study on the Roles of Cadmium and Selenium in
Human Breast Cancer. Biol. Trace Elem. Res 123:27-34 (2008)

Schrauzer GN Effects of selenium and low levels of lead on mammary tumor development and growth in
MMT V-infected female mice. Biol. Trace Elem. Res 125:268-275 (2008)

Schrauzer GN, Interactive effects of selenium and chromium on mammary tumor development and
growth in MMT V-infected female mice and their relevance to human cancer. Biol. Trace Elem. Res
109:281-292 (2006)

Czauderna M; Rochalska M, Interaction between selenium and chromium and distribution of zinc,
rubidium, cobalt and iron in mice given chromate ions and selenium compounds. J.Radioanal. Nucl.
Chem. 134:383-392 (1989)

Schrauzer GN; Shrestha KP; Molenaar YB; Mead S, Effects of chromium supplementation on food
energy utilization and the trace-element composition of the liver and heart of glucose-exposed young
mice. Biol. Trace Elem. Res 9:79-87 (1986)

RUA
2,& Humana Press



	Variation in the Distribution of Trace Elements in Renal Cell Carcinoma
	Abstract
	Introduction
	Materials and Methods
	Kidney Samples
	Clinical Data
	Preparation of Samples
	Statistical Analysis

	Results
	Discussion
	References




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (None)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated v2 300% \050ECI\051)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 524288
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveEPSInfo true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /ColorImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org?)
  /PDFXTrapped /False

  /SyntheticBoldness 1.000000
  /Description <<
    /ENU <>
    /DEU <>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [5952.756 8418.897]
>> setpagedevice


