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IMeta—AnaIysis of Observational Studies in Epidemiology

Serum selenium levels and prostate cancer risk

A MOOSE-compliant meta-analysis
Zhigang Cui, MD?, Dezhong Liu, MD®, Chun Liu, MD*", Gang Liu, MD?

Abstract N
Some observational studies have shown that elevated serum selenium levels are associated with reduced prostate cancer risk; |
however, not all published studies support these results. A literature search of PubMed, Embase, Medline, and the Cochrane Library
up until September 2016 identified 17 studies suitable for further investigation. A meta-analysis was conducted on these studies to
investigate the association between serum selenium levels and subsequent prostate cancer risk. Pooled odds ratios (ORs) and 95%
confidence intervals (Cls) were used to evaluate the overall OR of prostate cancer for the highest versus the lowest levels of serum
selenium. We found a pooled OR (95% Cl) of 0.76 (0.64, 0.91; P < 0.05). In subgroup analysis, an inverse association between serum
selenium levels and prostate cancer risk was found in each of case—control studies, current and former smokers, high-grade cancer
cases, advanced cancer cases, and different populations. Such correlations were not found for subgroups containing each of cohort
studies, nonsmokers, low-grade cancer cases, and early stage cancer cases. In conclusion, our study suggests an inverse
relationship between serum selenium levels and prostate cancer risk. However, further cohort studies and randomized control trials

based on non-Western populations are required.

Abbreviations: Cl = confidence interval; OR = odds ratio; RCT = randomized controlled trial.
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1. Introduction

Prostate cancer is a common cancer in men, accounting for
approximately 25% of all cancers, and has the second highest
incidence of cancer in men worldwide.'! In 2015, more than one
million new prostate cancer patients were diagnosed, presenting a
tremendous burden for public health.”! Although much effort
has been directed toward prostate cancer prevention, many
aspects of its etiology are still unknown. To address this serious
challenge, it is necessary to explore strategies that might reduce
the incidence of prostate cancer.

Research has suggested that trace elements play an importantrole
in the biological processes underlying prostate cancer. Selenium, an
essential component of antioxidants, has attracted much atten-
tion,>* and oxidative stress has been shown to be associated with
the pathogenesis of prostate cancer.” Excess production of free
radicals or a deficiency in antioxidant defences can cause elevated
oxidative stress, which in turn leads to cytoarchitecture and DNA
damage.” However, selenium can mitigate such damage by
reducing free radicals.”! Selenium plays an important role in
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reproduction, acts as an antioxidant, and has antiaging activities. It
is also implicated in many degenerative conditions, including
inflammation, neurological disease, and cancer.®!

A 1969 study suggested that cancer mortality in the United
States was inversely correlated with the geographic distribution
of selenium in the soil.!”! This was the first report to suggest that
selenium deficiency might be related to cancer. Subsequent
studies have consistently concluded that increased serum
selenium levels are associated with a reduced risk of prostate
cancer.'%'2] However, other observational studies have not
found an inverse relationship between serum selenium levels
and prostate cancer risk."*°! These inconsistent results may
be partly because of differences in population, study design,
smoking status, and other confounding characteristics of
participants. Moreover, sample sizes were relatively small in
each study, limiting the strength of evidence. To increase
statistical power and clarify these conflicting results, a meta-
analysis was conducted to assess the association between serum
selenium levels and the risk of developing prostate cancer.

2. Materials and methods

2.1. Study identification

A database search was performed using PubMed, Embase,
Medline, and the Cochrane Library and included literature up
until September 2016. The search terms “serum selenium” or
“plasma selenium,” and “prostate carcinoma” or “prostate
cancer” were used either as a combination of free text or as
medical subject heading (MeSH) terms. Additionally, further
studies were identified within the reference lists of retrieved articles.

2.2. Inclusion criteria

The following criteria were selected for inclusion of a study in the
meta-analysis: the study reported the association between serum
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selenium levels and prostate cancer risk by comparing the risk for
subjects with the highest serum selenium levels against the risk for
subjects with the lowest serum selenium levels; the study had a
cohort, case—control, or randomized controlled trial (RCT)
design; the publication language was English; and where there
were duplicate publications using the same study population or
by the same authors, we included only the most recent
publication.

2.3. Assessment of study quality

RCTs were assessed for quality using the Cochrane Collabo-
ration’s “Risk of bias” tool. Cohort and case—control studies
were assessed according to the primary criteria for nonrandom-
ized and observational studies for meta-analyses, using the
Newecastle-Ottawa Quality Assessment scale.

2.4. Data collection

For each study, the following data were collected in a
standardized data extraction form: first author’s last name, year
of publication, study design, study population, range of ages of
subjects, sample size, odds ratio (OR) and 95% confidence
interval (CI) of prostate cancer risk from the most fully adjusted
model for the highest against the lowest levels of serum selenium,
and quality scores.

This study was a meta-analysis; as such, ethical approval was
not required. All analyses were conducted by 2 independent
authors.

2.5. Statistical analysis

In the present study, statistical analyses were performed using
STATA 12.0. The combined OR and corresponding 95% CI
were used to estimate the relationship between serum selenium
levels and prostate cancer risk. O and I? statistics were used to
assess heterogeneity across the included studies."'®! Subgroup
analysis was performed to identify the effect of different
factors on the overall risk assessment. A sensitivity analysis
was also conducted to investigate the influence of individual
studies on the overall risk estimate. Publication bias was
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measured using a funnel plot and Egger test.!'”>'®] Differences
with P values <0.05 were considered to be statistically
significant.

3. Results

3.1. Study selection and characteristics

According to the search criteria, we indentified 1352 articles for
further investigation. However, most were excluded after review-
ing titles, abstracts, or full-text, either because they were not
relevant to our study, they were review articles, or there was some
other reason. A total of 17 studies were selected for inclusion in our
meta-analysis, within which there were 6136 prostate cancer cases
and >34,901 controls or participants.!'*51*2?IFigure 1 presents
the study selection process.

Among the 17 included studies, 12 were case—control,
20,22,23,25,26,281 4 \yere cohort studies,'>?**27?°l and 1 was
a RCT.PY Ten studies were conducted using American
populations, 1713197251 1 Danish,**! 2 Swedish,['*1 1
Iranian,’®! 1 Finnish,"*”! and 2 were conducted using a mixed
population from several European countries.'*2%1 All ORs and
corresponding 95% Cls were calculated by comparing the risk of
prostate cancer associated with highest serum selenium levels
against the risk associated with the lowest serum selenium levels.

Table 1 presents the main characteristics of the included
studies. 1071519727

[10-14,19,

3.2. Main analysis

Figure 2 presents the association between serum selenium levels
and prostate cancer risk for the highest against the lowest levels of
serum selenium. Among the included studies, 6 showed an inverse
association between serum selenium levels and prostate cancer
risk.[10-12:19:26.281 1y wever, the results showed that there was an
inverse relationship between serum selenium levels and prostate
cancer risk. In other words, the population with higher serum
selenium levels may have a lower subsequent prostate cancer risk.
The pooled OR (95% CI) from all the studies was 0.76 (0.64,
0.91); however, we also found significant evidence of heteroge-
neity (I°=60.8%, P=0.001).

Potentially studies identified fromPubMed, Embase,
Medline and Cochrane Library (n=1352)

Y

Potentially studies identified after screening titles and
abstracts(n=89)

63 articles were excluded, because of

A4

Potentially eligible studies for full-text(n=26)

A 4

reviews, animal experiments, exposure or
endpoint not related to our study

9 articles were excluded, because three were

v

Studiesincduded in meta-analysis (n=17)

published as abstracts, four did not report the
useful data, two were the duplicate

publications

Figure 1. The process of study selection.
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The characteristics of included studies.

Age range, case/control Sample size (n) Adjusted OR Quality

Study, y Country Study design or participants (highest vs. lowest) (95% Cl) sore
Goodman et al (2001)% USA Community-based case—control 45-74 356/235 1.02 (0.65, 1.60) 8
Nomura et al (2000)"" USA Community-based case—control 44-85 249/249 0.50 (0.30, 0.90) 9
Duffield-Lillico et al (2003)?"  USA Community-based RCT NA 457/470 1.14 (0.51, 2.59) 9
Vogt et al (2003)"® USA Community-based case—control 40-79 212/233 0.71 (0.39, 1.28) 7
Outzen et al (2016)%?% Denmark  Cohort NA 784/27179 0.77 (0.64, 0.94) 9
Peters et al (2007)2% USA Case—control 55-74 724/879 0.84 (0.62, 1.14) 8
Allen et al (2008)!"¥ Europe Case—control 43-76 959/1059 0.96 (0.70, 1.31) 7
HelzIsouer et al (2000)!"% USA Hospital-based case—control NA 117/233 0.38 (0.17, 0.85) 8
Gill et al (2009)° USA Case—control 45-75 467/936 0.82 (0.59, 1.14) 9
Steinbrecher et al (2010)%®! Europe Case—control 40-64 244/490 0.78 (0.49, 1.22)
Grundmark et al (2011)" Sweden Cohort NA 208/2045 0.83 (0.60, 1.16) 9
Pourmand et al (2008)%° Iran Case—control 40-90 62/68 0.16 (0.06, 0.47) 8
Knekt et al (1990)%") Finland Cohort 15-99 46/NA 1.00 (0.42, 2.4) 9
Hardell et al (1995)1'” Sweden Community-based case—control 44-87 124/152 0.30 (0.10, 0.70) 7
Brooks et al (2001)1" USA Community-based case—control 49-91 52/96 0.24 (0.07, 0.77) 7
Chan et al (2009)24 USA Cohort NA 489/NA 1.35 (0.99, 1.84) 8
Li et al (2004)%? USA Community-based case—control 40-84 586/577 0.78 (0.54, 1.13) 8

Cl=confidence interval, OR=odds ratio, RCT =randomized controlled trial.

3.3. Sensitivity analysis

Removing 1 study at a time, the combined OR remained
similar (Fig. 3); therefore, no single study significantly altered the
overall OR.

3.4. Publication bias

The funnel plot and Egger regression test (Fig. 4) showed
that there was no evidence of publication bias in the present study
(P=0.127).

3.5. Subgroup-analysis

Lastly, we conducted a subgroup analysis to assess the influences
of study design, study population, and smoking status on the

estimation of overall OR (Table 2). Individually, we found
inverse relationships between serum selenium levels and prostate
cancer risk in the subgroups of case-control studies, current
smokers and former smokers. Moreover, these inverse relation-
ships were not altered by population distributions. No specific
relationships were identified between serum selenium levels and
prostate cancer risk in the subgroups of cohort studies or
nonsmokers.

4. Discussion

Our study shows that increased serum selenium is associated with
a reduced risk of prostate cancer. Selenium is an antioxidant and
anticarcinogen.®" It is also an important component of 3 major
proteins: selenoprotein-P, glutathione peroxidase (GPx), and
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Figure 2. Meta-analysis of the relationship between serum selenium levels and subsequent all prostate cancer risks.
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Figure 3. Forest plot for sensitivity analysis.

albumin. Within GPx, selenium is part of the most important
antioxidant enzyme system that prevents cellular injury.*! In
addition, selenium inhibits the expression of some oncogenes and
promotes apoptosis.** Selenium is also part of the most
important antioxidant enzyme system involved in preventing
peroxidation of cells.**! Like vitamin E, selenium may be a
superior scavenger of reactive nitrogen oxide species, and has the
capacity to decrease inflammation.!*®! Selenium also inhibits cell
proliferation and decreases cell cycle progression through the
reduction of cyclin in prostate cancer cell lines.l>*!

The relationship between serum selenium and the risk of
prostate cancer has been studied for many years. In 1990, a
cohort study was conducted by Knekt et al that showed that a
elevated serum selenium level was not associated with an
increased prostate cancer risk!'%; however, several studies
presented conflicting results.' 11”1 More recent studies have
presented results that have supported those of Knekt et al. We
hypothesized that the inconsistent conclusions from previous

Begg's funnel plot with pseudo 95% confidence limits

logor

5 4 5

s.e. of: logor

o
o

Figure 4. Forest plot for publication bias.

studies might be because of differences in study area, study
design, sample size, follow-up time, age range of population, and
quality of study. Therefore, we thought it timely to carry out a
new meta-analysis of the data from these studies.

Our study showed an inverse relationship between serum
selenium levels and prostate cancer risk. This result was
inconsistent with a previous study that assessed the relationship
between selenium supplementation and prostate cancer risk.!°!
However, the result of that study was unsurprising, given that
serum selenium levels reflect long-term accumulation of selenium
in the human body and selenium supplements may not have been

The results of subgroup analyses were based on study design,
population, smoking status, grade, and stage of cancer.

P for

Group No. of study OR (95% CI)  heterogeneity P
Study design

Cohort 4 0.94 (0.70, 1.28) 0.025 68.0%

Case—control 12 0.66 (0.52, 0.83) 0.003 61.1%

RCT 1 1.14 (0.51, 2.57) NA NA
Population

American 10 0.74 (0.57, 0.95) 0.001 66.0%

European 6 0.78 (0.61, 0.99) 0.048 55.2%

Others 1 0.16 (0.06, 0.47) NA NA
Smoking status

Never 3 1.07 (0.69, 1.66) 0.590 0.00%

Current and former 4 0.67 (0.51, 0.89) 0.057 53.3%
Grade of cancer

Low 3 1.22 (0.87, 1.71) 0.905 0.00%

High 5 0.74 (0.63, 0.88) 0.825 0.00%
Stage of cancer

Early 6 0.85 (0.66, 1.08) 0.563 0.00%

Advance 5 0.59 (0.42, 0.84) 0.506 0.00%

Cl=confidence interval, OR=odds ratio, RCT =randomized controlled trial.
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adequately absorbed by the body. Moreover, the sample size was
much larger in our study, suggesting a more credible result.

Despite the large sample size from the combined studies in our
meta-analysis, there was strong evidence of heterogeneity. Even
though we could notidentify any clear sources of the heterogeneity,
differences in the populations, study design, smoking status, grade
and stage of cancer, and other varied characteristics of participants
may at least partially explain this result.

An inverse relationship between serum selenium levels and
prostate cancer risk was found in the case—control studies but not
in the cohort studies. This result was unsurprising because there
were only a small number of studies in the cohort group.
Moreover, most of these cohort studies did not find an inverse
relationship to begin with.

We also observed an inverse association between serum
selenium and prostate cancer risk in smokers, but not in
nonsmokers. Smoking is a risk factor for the incidence of prostate
cancer®®l; however, many studies have suggested that other
antioxidants, such as vitamin E, are protective against prostate
cancer, particularly in smokers.®”! Other studies have shown that
the antioxidant effects of selenium observed in smokers may be
enhanced by the presence of oxidative response elements in the
promoter regions of genes encoding selenoenzymes.**!

There were several strengths to our study. First, it was
comprehensive in evaluating the association of serum selenium
levels and prostate cancer risk because it included all relevant
studies. Second, our study had a large sample size, thereby
enhancing the statistical power and increasing the reliability of
the results. Most importantly, we found a significantly inverse
relationship between serum selenium levels and prostate cancer
risk. Because serum selenium is a broad indicator of selenium in
the diet, our study suggests that increased selenium intake might
help prevent the development of prostate cancer.

The present meta-analysis has several limitations. First, we
only evaluated serum selenium levels. The serum selenium reflects
long-term selenium intake and is relatively accurate in ranking
selenium intake in population studies.”*”! Our study supports the
hypothesis that there is a relationship between serum selenium
levels and prostate cancer risk in populations with long-term
steady selenium intake. However, selenium measurements in
toenail samples and other biomaterials are needed to evaluate
short-term and transient changes in selenium intake. Second,
there were residual confounders and unmeasured factors present
in each of the included studies. Adjustments were made for these
factors within each study, but the adjustments were not
completely consistent between studies. Residual confounders
may alter the measured effect of selenium on the risk of cancer.
For example, men with long-term vitamin C supplementation
have a 21% reduced risk of prostate cancer.!*®! Third, there was
strong evidence of heterogeneity among the included studies.
Although differences in populations, study design, smoking
status, grade, and stage of cancer may explain this heterogeneity,
other differences present in the studies should also be considered.
For example, there may be measurement errors arising from the
use of different methods, and facilities and staff involved in the
studies may bias estimates of effect. Fourth, although cohort
studies and RCTs are generally considered best for investigating
effect, few such studies have been conducted to evaluate the
association between serum selenium levels and prostate cancer
risk. Finally, the studies included in our analysis primarily
investigated Western populations, in particular Americans and
Europeans. Therefore, further studies investigating other pop-
ulations should be carried out in the future.
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5. Conclusions

Our meta-analysis suggests that there is an inverse relationship
between serum selenium levels and subsequent prostate cancer
risk. Further investigations using well-designed cohort studies
and RCTs based on non-Western populations are required.

Acknowledgments

None.

References

[1] Jemal A, Bray F, Center MM, et al. Global cancer statistics. CA Cancer |
Clin 2011;61:69-90.

[2] Hurst R, Hooper L, Norat T, et al. Selenium and prostate cancer:
systematic review and meta-analysis. Am ] Clin Nutr 2012;96:111-22.

[3] Bjornstedt M, Fernandes AP. Selenium in the prevention of human
cancers. EPMA ] 2010;1:389-95.

[4] Kenfield SA, Van Blarigan EL, DuPre N, et al. Selenium supplementation
and prostate cancer mortality. ] Natl Cancer Inst 2015;107:360.

[5] Lavender N, Hein DW, Brock G, et al. Evaluation of oxidative stress
response related genetic variants, pro-oxidants, antioxidants and
prostate cancer. AIMS Med Sci 2015;2:271-94.

[6] Kang DH. Oxidative stress, DNA damage, and breast cancer. A ACN
Clin Issues 2002;13:540-9.

[7] Borek C. Dietary antioxidants and human cancer. Integr Cancer Ther
2014;3:333-41.

[8] Babaknejad N, Sayehmiri F, Sayehmiri K, et al. The relationship between
selenium levels and breast cancer: a systematic review and meta-analysis.
Biol Trace Elem Res 2014;159:1-7.

[9] Shamberger R], Frost DU. Possible protective effect of selenium against
human cancer. Can Med Assoc J 1969;100:682-9.

[10] Hardell L, Degerman A, Tomic R, et al. Levels of selenium in plasma and
glutathione peroxidase in erythrocytes in patients with prostate cancer or
benign hyperplasia. Eur ] Cancer Prev 1995;4:91-5.

[11] Nomura AM, Lee J, Stemmermann GN, et al. Serum selenium and
subsequent risk of prostate cancer. Cancer Epidemiol Biomarkers Prev
2000;9:883-7.

[12] Brooks JD, Metter EJ, Chan DW, et al. Plasma selenium level before
diagnosis and the risk of prostate cancer development. J Urol
2001;166:2034-8.

[13] Vogt TM, Ziegler RG, Graubard BI, et al. Serum selenium and risk of
prostate cancer in U.S. blacks and whites. Int ] Cancer 2003;103:
664-70.

[14] Allen NE, Appleby PN, Roddam AW, et al. Plasma selenium
concentration and prostate cancer risk: results from the European
Prospective Investigation into Cancer and Nutrition (EPIC). Am J Clin
Nutr 2008;88:1567-75.

[15] Grundmark B, Zethelius B, Garmo H, et al. Serum levels of selenium and
smoking habits at age 50 influence long term prostate cancer risk; a 34
year ULSAM follow-up. BMC Cancer 2011;11:431.

[16] Greenland S. Quantitative methods in the review of epidemiologic
literature. Epidemiol Rev 1987;9:1-30.

[17] Thornton A, Lee P. Publication bias in meta-analysis: its causes and
consequences. ] Clin Epidemiol 2000;53:207-16.

[18] Egger M, Davey Smith G, Schneider M, et al. Bias in meta-analysis
detected by a simple, graphical test. BM]J 1997;315:629-34.

[19] Helzlsouer KJ, Huang HY, Alberg AJ, et al. Association between alpha-
tocopherol, gamma-tocopherol, selenium, and subsequent prostate
cancer. J Natl Cancer Inst 2000;92:2018-23.

[20] Goodman GE, Schaffer S, Bankson DD, et al. Predictors of serum

selenium in cigarette smokers and the lack of association with lung and

prostate cancer risk. Cancer Epidemiol Biomarkers Prev 2001;10:

1069-76.

Duffield-Lillico AJ, Dalkin BL, Reid ME, et al. Selenium supplementa-

tion, baseline plasma selenium status and incidence of prostate cancer: an

analysis of thecomplete treatment period of the Nutritional Prevention of

Cancer Trial. BJU Int 2003;91:608-12.

Li H, Stampfer M], Giovannucci EL, et al. A prospective study of plasma

selenium levels and prostate cancer risk. J Natl Cancer Inst

2004;96:696-703.

Peters U, Foster CB, Chatterjee N, et al. Serum selenium and risk of

prostate cancer-a nested case-control study. Am J Clin Nutr 2007;85:

209-17.

[21

22

[23


http://www.md-journal.com

Cui et al. Medicine (2017) 96:5

[24] Chan JM, Oh WK, Xie W, et al. Plasma selenium, manganese superoxide
dismutase, and intermediate- or high-risk prostate cancer. ] Clin Oncol
2009;27:3577-83.

[25] Gill JK, Franke AA, Steven Morris J, et al. Association of selenium,
tocopherols, carotenoids, retinol, and 15-isoprostane F(2t) in serum or
urine with prostate cancer risk: the multiethnic cohort. Cancer Causes
Control 2009;20:1161-71.

[26] Pourmand G, Salem S, Moradi K, et al. Serum selenium level and prostate
cancer: a case-control study. Nutr Cancer 2008;60:171-6.

[27] Knekt P, Aromaa A, Maatela J, et al. Serum selenium and subsequent risk
of cancer among Finnish men and women. J Natl Cancer Inst
1990;82:864-8.

[28] Steinbrecher A, Méplan C, Hesketh J, et al. Effects of selenium status and
polymorphisms in selenoprotein genes on prostate cancer risk in a
prospective study of European men. Cancer Epidemiol Biomarkers Prev
2010;19:2958-68.

[29] Outzen M, Tj@nneland A, Larsen EH, et al. Selenium status and risk of
prostate cancer in a Danish population. Br J Nutr 2016;115:1669-77.

[30] Rejali L, Jaafar MH, Ismail NH. Serum selenium level and other risk
factors for breast cancer among patients in a Malaysian hospital. Environ
Health Prev Med 2007;12:105-10.

[31] Carlos WG, Curtis Ramsey M, Fraiz J. Selenium in early sepsis: a marker
for change? Advances in Sepsis 2007;6:99-102.

[32] Van’T Veer P, Van der Wielen RP, Kok FJ. Selenium in diet, blood, and
toenails in relation to breast cancer: a case-control study. Am ] Epidemiol
1990;131:987-94.

Medicine

[33] Brigelius-Flohe R, Kelly FJ, Salonen JT, et al. The European perspective
on vitamin E: current knowledge and future research. Am J Clin Nutr
2002;76:703-16.

[34] Cooney RV, Franke AA, Harwood PJ, et al. Gamma-tocopherol
detoxification of nitrogen dioxide: superiority to alphatocopherol. Proc
Natl Acad Sci USA 1993;90:1771-5.

[35] Lippman SM, Klein EA, Goodman PJ, et al. Effect of selenium and
vitamin E on risk of prostate cancer and other cancers: the Selenium and
Vitamin E Cancer Prevention Trial (SELECT). JAMA 2009;7:
30139-51.

[36] Huncharek M, Haddock KS, Reid R, et al. Smoking as a risk factor for
prostate cancer: a meta-analysis of 24 prospective cohort studies. Am J
Public Health 2010;100:693-701.

[37] Kirsh VA, Hayes RB, Mayne ST, et al. Supplemental and dietary vitamin
E, beta-carotene, and vitamin C intakes and prostate cancer risk. ] Natl
Cancer Inst 2006;98:245-54.

[38] de Haan JB, Bladier C, Griffiths P, et al. Mice with a homozygous null
mutation for the most abundant glutathione peroxidase, Gpx1, show
increased susceptibility to the oxidative stress-inducing agents paraquat
and hydrogen peroxide. J Biol Chem 1998;273:22528-36.

[39] Longnecker MP, Stram DO, Taylor PR, et al. Use of selenium
concentration in whole blood, serum, toenails, or urine as a surrogate
measure of selenium intake. Epidemiology 1996;7:384-90.

[40] Bai XY, Qu X, Jiang X, et al. Association between dietary vitamin C
intake and risk of prostate cancer: a meta-analysis involving 103,658
subjects. ] Cancer 2015;6:913-21.



	Serum selenium levels and prostate cancer risk
	1 Introduction
	2 Materials and methods
	2.1 Study identification
	2.2 Inclusion criteria
	2.3 Assessment of study quality
	2.4 Data collection
	2.5 Statistical analysis

	3 Results
	3.1 Study selection and characteristics
	3.2 Main analysis
	3.3 Sensitivity analysis
	3.4 Publication bias
	3.5 Subgroup-analysis

	4 Discussion
	5 Conclusions
	Acknowledgments
	References


