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Background: Oxidants and inflammation agents are predisposing factors for
the development of prostate cancer. As a chemical warfare, sulfur mustard
(SM) can cause cancer through various pathways mainly increased production
of oxidants and inflammation. Due to high incidence of cancer in SM victims,
concentration of prostate specific antigen (PSA) in SM victims was evaluated
and compared with the control group.

Methods: This study was conducted on 150 subjects exposed to SM as the Iranian
chemical victim group and 150 non-exposed healthy subjects matched for age
and sex, as the control group. The serum concentration of PSA was measured by
Enzyme-linked Immunosorbent assay.

Results: According to spirometry results, the SM exposure rate in the chemical
victim group was mild, moderate, and severe in 66%, 27% and 7%, respectively.
The mean time elapsed from exposure to SM in case group was 30 years. 100%
of the victims had consumed N-acetylcysteine for alleviating symptoms due to
exposure to SM. Decreased concentration of PSA in SM victims compared with
control group was observed; even non-significant. (0.728 vs 0.844 ng/ml, P=0.103).
Conclusion: PSA concentrations were expected to increase in SM victims, but
in our study an opposite result was observed. It is assumed that consumption
of N-acetylcysteine with known anti-inflammatory features, mild exposure
and shorter period of time elapsed from exposure to SM may be the reasons for
this results. Further studies on these subjects seem to be necessary to prove the
efficacy of antioxidants such as N-acetylcysteine in prevention of prostate cancer
in subjects who have the history of SM exposure.
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Introduction

Sulfur mustard (SM) gas has been used in past decades
as a chemical warfare weapon, although the use of
such weapons has been prohibited by international
organizations.! The most prominent case of mustard gas
use was in the Iran-Iraq imposed war between 1980 and
1988 and there are still a large number of chemical victims
who suffer from complications of this gas.! Skin, eyes and
lungs are the initial organs of gas exposure which are also

the major damage sites followed by the gastrointestinal
tract and hematopoietic system.>3

SM is a strong alkylating agent known as a mutagenic
and carcinogenic agent.* It attacks the neucleophilic sites
inthe cell, which accounts for mutagenic and carcinogenic
effects of SM.° Oxidants are normally produced in the
cells and can damage nucleic acids, proteins, and lipids
if not neutralized.® Oxidants are carcinogenic factors
accused of developing and progression of several cancers
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and even metastatic potential of cancers such as prostate
cancer.” Sulfur mustard is capable of increasing the
production of superoxide anions (as oxidant agents)
in the cells.® In high concentrations, SM can severely
reduce the activity of catalase and glutathione peroxidase
(antioxidant agents) in cells. Inhibition of the antioxidant
system by SM increases the concentration of hydrogen
peroxide (H202), superoxide anion, and lipid peroxides
in cells leading to cellular damage.® SM can decrease
serum levels of TGF-B1 and TGF-B2, which are anti-
inflammatory cytokines with anti-tumor activity.’
Inflammation in the body affects the progression of
prostate cancer from carcinogenicity up to resistance
against cytotoxic treatments. Exposure to SM causes
increased production of interleukin-6 (IL-6).° IL-6
and CRP (as inflammatory agents) are recognized as
markers of resistance to treatment of prostate cancer.!
PSA is a natural serine protease and the most useful
clinical marker associated with prostate cancer. Early
diagnosis and even prevention of prostate cancer is a
valuable strategy to save the life of patients and reduce
their treatment expenses. Food and Drug Administration
(FDA) recommends a combination of digital rectal
examination and measurement of PSA tumor marker in
men over age 50 with no family history of prostate cancer
and those over 40 with a family history of prostate cancer.
PSA is synthesized in small amounts in a healthy normal
prostate, in moderate levels in inflamed hyperplastic
prostate and in high amounts in a malignant prostate.!!

Due to the increased production of oxidants and
inflammation due to SM in chemical victims, we aimed to
assess PSA levels in patients exposed to SM and compare
with control group.

Materials and Methods

This cross-sectional study was conducted in 2015-2016
on 150 subjects exposed to SM as the Iranian chemical
victim group and 150 non-exposed healthy subjects
matched for age and sex, as the control group. The injury
of chemical victims was confirmed by Iranian Janbazan
Foundation. This study was approved by the Medical
Ethics Committee of Hamadan University of Medical
Sciences, Hamadan province, west of Iran. Patients
with malignancy, those undergoing chemotherapy or
radiotherapy, smokers, and patients with benign prostatic
disease were excluded from the study.

Five mL peripheral blood was taken and centrifuged
at 2000 rpm for 20 min at 4°C to isolate the serum.
The samples were aliquot, labeled and stored in -80°C

freezer until the experiments. ELISA (Enzyme-linked
Immunosorbent assay-Monobind Co, USA) kit was
used to measure the serum level of PSA based on
instructions of the manufacturer. ELISA reader (Rayto
Microplate reader, Germany) was used to determine the
concentration of PSA.

Drugs that were used by the case group included:
N-acethylcysteine with a palliative effect on symptoms of
SM intoxications,"? Fluticasone as inhaled corticosteroid, '
Salmeterol, a drug for asthma with 2-adrenoceptor
agonist activity for alleviating symptoms of chronic
obstructive pulmonary disease * and Azithromycin, an
antibiotic for respiratory tract infections.

The data from the control group (unexposed) and
exposed group were compared using t-test. Correlation
between the levels of tumor markers with age was
calculated on the basis of Pearson correlation coefficient.
Statistical analyzes were performed using SPSS software,
version 13.

Results

The mean age of the control and chemical victim group
was 47.74+5.45 and 49.12+3.83 years, respectively. None
of the subjects in the two groups were smokers, had a
history of chemotherapy, radiotherapy or prostate disease.
According to the results of the spirometry test, the SM
exposure rate in the chemical victim group was mild,
moderate, and severe in 66%, 27% and 7% of cases,
respectively. The mean time elapsed from exposure
to SM in chemical victim group was 30 years. All of
patients (100%) in chemical victim group had consumed
N-acetylcysteine and some of patients had consumed
some other drugs associated with SM symptoms,
including fluticasone and salmeterol sprays, as well as
azithromycin. But none of controls had consumed these
drugs, especially N-acetylcysteine

The PSA serum levels showed an insignificant decrease
in the chemical victim group compared to control group
(0.728 £ 0.669 vs 0.844 + 0.497 ng/ml; p-value: 0.103)
(Table 1). In the control group, there was a significant
correlation between age and PSA serum levels so that
increasing age caused increasing PSA levels (p-value:
0.00, r: 0.631) (Figure 1).

Discussion

International Agency for Research on Cancer (IARC)
has claimed SM as a carcinogenic agent and a known risk
factor for lung cancer in the occupations associated with
exposure to SM.'® Based on genetic studies, exposure

Table 1: Descriptive data on age and PSA concentration in case and control group

Exposed Unexposed

PSA (ng/ml)” Age (year) PSA (ng/ml) Age (year)
Mean 0.728 49.12 0.844 47.74
SD 0.669 3.83 0.497 5.45
Variance 0.44 14.72 0.247 29.79
Min 0.00 40.0 0.15 38.0
Max 3.16 60.0 3.13 61.0

*PSA difference between groups, P value was 0.103. ANOVA test was used to compare the mean of parameters between the

experimental groups.
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Figure 1: Positive correlation between age and PSA concentration in the control group (Pearson correlation, r: +0.631, P<0.001)

to SM causes increased risk of chromosomal breakage
and hyperdiploidy.’ Aneuploidy of peripheral blood
lymphocytes in patients suffering from SM poisoning
can be indicative of increased risk of tumorigenesis in
such patients.” According to one study on 1267 chemical
victims of World War in Great Britain who were exposed
to sulfur mustard, it was found that the number of lung
cancer deaths in these victims was nearly twice more
than the control group."” In a study of 3530 workers of SM
factory in UK between 1940 and 1961 (which continued
until 1985 to investigate the mortality rate), a significant
increase was found in mortality due to cancer of gums
and mouth, pharynx, esophagus, stomach, larynx,
and lung compared to national statistics and mortality
risk was directly proportional to the rate of exposure.?
Oxidative stress is considered as an important factor in
the development and progression of prostate cancer.'®
Selenium-containing supplements (required by the
antioxidant system) reduce the incidence of prostate
cancer. Several studies have noted the impact of lipid
peroxidation in the development of prostate cancer.'® Due
to the effect of SM (i.e. increased production of oxidants
and inflammatory cytokines) on the development of
cancers, PSA concentration was likely to be increased
in those exposed to SM compared with the control group.
In addition, a direct relationship was found between aging
with increase in PSA concentration, which seems to be
quite logical; however, this relationship was not observed
in chemical victims. The possible reason for this result
could be the exposure rate of victims which was classified
according to the spirometry results. The majority (66%)
of those exposed to sulfur mustard suffered from mild
complications (27% moderate and 7% severe). Perhaps
a higher rate of exposure would lead to different results.

N-acetylcysteine (NAC) is an antioxidant drug inhibiting
the oxidative damage to DNA and lipid peroxidation via
reduction of free radicals.”” This drug was consumed by

chemical victims of our study as a mucolytic; alleviating
the inflammation in respiratory tract. NAC can prevent
the proliferation of malignant cells by inhibiting or
activating certain signaling pathways in prostate cells."”
Consumption of NAC could be suggested as a protective
factor in these patients to reduce PSA levels.

Vitamin D is an antioxidant and a regulator of the
immune system which inhibits severe inflammatory
reactions. In people exposed to SM, serum vitamin D
levels and the number of lymphocytes was reported to be
reduced.?” Inflammatory reactions and reduced vitamin D
levels affect the pathogenesis of prostate cancer and could
possess contributions in its progression. Epidemiological
studies indicate reduced levels of vitamin D in patients
with prostate cancer.?! IL-8 is an important cytokine of
the immune system which is involved in disorders such
as acute and chronic inflammation, lung disease and
cancer.”? The levels of this cytokine which is effective
in the prevention of cancer is shown to be reduced in the
victims exposed to SM.??

In this study, none of the patients suffered from cancer
and PSA levels were all within normal ranges. Studies on
increased incidence of cancer in subjects exposed to SM
have examined these patients several years after exposure.
For example, the study of Nishimoto was conducted on
SM factory workers and reported a nearly five-fold risk
of developing cancer after 35 to 50 years of exposure,'
while our study was performed approximately after 30
years. Therefore, time appears to be a determinant factor
and it is recommended to conduct studies with respect to
cancer in future on these subjects.

Conclusion

SM can exert its carcinogenic effects in different ways
including effect on DNA, inflammation, and oxidant
agents, which is indicated by several studies in those
exposed to SM. However, according to the long-term
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effects of SM, more accurate studies in future on such
subjects are highly recommended.

Acknowledgments

The authors would like to acknowledge Hamadan
and Baqyiatallah University of Medical Sciences for
providing financial support for this study.

Conflict of Interest: None declared.

References

L.

10.

Panahi Y, Ghazanfari T, Davoodi M, Sourosh M,
Zadeh N, Asadi B. Evaluation of percents of T helper
and T cytotoxic in the peripheral blood of chemical
injured veterans exposed to Sulfur Mustard and their
correlation with pruritus. Kowsar Medical Journal.
2008; 13(2):133-9.

Rafiee M, Panahi Y, Alikhani MY, et al.
Concentration of alpha fetoprotein and beta-
human chorionic gonadotropin tumor markers
in sulfur mustard-exposed veterans. Int J Occup
Environ Med 2017;8:184-185. PMID: 28689216,
DOI: HYPERLINK "https://doi.org/10.15171/
jjoem.2017.1095" 10.15171/jjoem.2017.1095.
Zafarghandi MR, Soroush MR, Mahmoodi M,
Naieni KH, Ardalan A, Dolatyari A, et al. Incidence
of cancer in Iranian sulfur mustard exposed veterans:
a long-term follow-up cohort study. Cancer Causes
Control. 2013; 24(1):99-105. doi: 10.1007/s10552-012-
0094-8. PubMed PMID: 23184123.

Balali-Mood M, Hefazi M. The pharmacology,
toxicology, and medical treatment of sulphur mustard
poisoning. Fundam Clin Pharmacol. 2005; 19(3):297-
315. doi: 10.1111/j.1472-8206.2005.00325.x. PubMed
PMID: 15910653.

Ghotbi L, Hassan Z. The immunostatus of natural
killer cells in people exposed to sulfur mustard. Int
Immunopharmacol. 2002; 2(7):981-5. PubMed PMID:
12188039.

Jafari M. Dose-and time-dependent effects of sulfur
mustard on antioxidant system in liver and brain
of rat. Toxicology. 2007;231(1):30-9. doi: 10.1016/j.
t0x.2006.11.048. PubMed PMID: 17222496.
Supabphol A, Supabphol R. Antimetastatic potential
of N-acetylcysteine on human prostate cancer cells. J
Med Assoc Thai. 2012; 95 Suppl 12:S56-62. PubMed
PMID: 23513466.

Elsayed NM, Omaye ST. Biochemical changes in
mouse lung after subcutaneous injection of the
sulfur mustard 2-chloroethyl 4-chlorobutyl sulfide.
Toxicology. 2004; 199(2-3):195-206. doi: 10.1016/j.
t0x.2004.02.020. PubMed PMID: 15147793.
Ayatollahi H, Rafiee M, Keramati M-R, Balali-Mood
M, Asgharzadeh A, Sadeghian MH, et al. Lack of
FLT3-TKD835 gene mutation in toxicity of sulfur
mustard in Iranian veterans. Iran J Basic Med Sci.
2015; 18(9):862-6. PubMed PMID: 26523218. PubMed
Central PMCID: PMC4620184.

Mahon K, Lin HM, Castillo L, Lee BW, Lee-Ng

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

M, et al. Cytokine profiling of docetaxel-resistant
castration-resistant prostate cancer. Br J Cancer. 2015;
112(8): 1340-8. doi: 10.1038/bjc.2015.74. PubMed
Central PMCID: PM(C4402456.

Malati T. Tumour markers: An overview. Indian
J Clin Biochem. 2007; 22(2): 17-31. doi: 10.1007/
BF02913308. PubMed Central PMCID: PMC3453798.
Siegert M, Kranawetvogl A, Thiermann H, John H.
N-Acetylcysteine as a chemical scavenger for sulfur
mustard: New insights by mass spectrometry. Drug
Test Anal. 2017; 1-11. doi: 10.1002/dta.2299. PubMed
PMID: 28879668.

Dwan K, Milan SJ, Bax L, Walters N, Powell C.
Vilanterol and fluticasone furoate for asthma.
Cochrane Database Syst Rev. 2016; 9:CD010758.
doi: 10.1002/14651858.CD010758.pub2. PubMed
PMID: 27582089.

Anwar MM, El-Haggar RS, Zaghary WA. Profiles
of Drug Substances, Excipients and Related
Methodology: Chapter Five-Salmeterol Xinafoate.
2015;40:321-69. doi: 10.1016/bs.podrm.2015.02.002.
McMullan BJ, Mostaghim M. Prescribing
azithromycin. Aust Prescr. 2015; 38(3):87-9.
PubMed PMID: 26648627. PubMed Central PMCID:
PMC4653965.

Nishimoto Y, Yamakido M, Ishioka S, Shigenobu
T, Yukutake M. Epidemiological studies of
lung cancer in Japanese mustard gas workers.
Princess Takamatsu Symp. 1987; 18:95-101.
Norman JE Jr. Lung cancer mortality in World War
I veterans with mustard-gas injury: 1919-1965. J
Natl Cancer Inst. 1975; 54(2):311-7. PubMed PMID:
1113317.

Choi S, Min K, Choi I, Kang D. Effects of a-Lipoic
Acid on the Antioxidant System in Prostate Cancer
Cells. Korean J Urol. 2009;50(1):72-80.

Lee YJ, Lee DM, Lee CH, Heo SH, Won SY, Im JH,
et al. Suppression of human prostate cancer PC-3 cell
growth by N-acetylcysteine involves over-expression
of Cyr6l. Toxicol In Vitro. 2011; 25(1):199-205. doi:
10.1016/5.tiv.2010.10.020. PubMed PMID: 21055460.
Adibzadeh Mm, Ghazanfari T, Ardestani S,
Faghihzadeh S. Serum level of vitamin d reduces in
sulfur mustard-exposed individuals with long-term
pulmonary complications. Daneshvar Med. 2016;
23(123): 1-10.

Batai K, Murphy AB, Nonn L, Kittles RA. Vitamin
D and immune response: Implications for prostate
cancer in African Americans. Front Immunol. 2016;
7:53. doi: 10.3389/fimmu.2016.00053. PubMed PMID:
26941739. PubMed Central PMCID: PMC4761841.
Yaraee R, Ghazanfari T, Ebtekar M, Ardestani
SK, Rezaei A, Kariminia A, et al. Alterations in
serum levels of inflammatory cytokines (TNF,
IL-1alpha, IL-1beta and IL-1Ra) 20years after sulfur
mustard exposure: Sardasht-Iran cohort study. Int
Immunopharmacol. 2009; 9(13-14):1466-70. doi:
10.1016/j.intimp.2009.09.001. PubMed PMID: 19747989.

124

IRANIAN JOURNAL OF BLOOD AND CANCER


http://ijbc.ir/article-1-746-en.html
http://www.tcpdf.org

