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ABSTRACT. The use of strains of Salmonella enterica serovar 
Typhimurium with different metabolic capacities can indicate the class 
or classes of compounds present in an environmental sample and enable 
the diagnosis of the mutagenic activity of these pollutants adsorbed on 
particulate matter (PM) in the air. In the present study, the sensitivity of 
Salmonella strains TA98NR, TA98/1,8-DNP6, YG1021, and YG1024 to 
detect nitro compounds adsorbed on samples of PM 2.5 was compared 
from three sites in Rio de Janeiro city. Samples were collected using a 
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high-volume sampler at three sites: one with light traffic and two with 
heavy traffic. The assays were performed in the presence of 10-50 μg/
plate organic extracts with and without exogenous metabolization. 
The YG1021 and YG1024 strains showed the highest rev/m3 values, 

confirming their enhanced sensitivity. As YG1024 also demonstrated 
sensitivity to nitro and amino compounds, we suggest its use in research 
into environmental contamination.
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INTRODUCTION

The Salmonella/microsome microsuspension assay has been used for large, multisite, 
and/or time series studies, for bioassay-directed fractionation studies, for identifying the pres-
ence of specific classes of mutagens, and for site or source comparisons of relative levels of 
airborne mutagens (Claxton et al., 2004). The use of strains of Salmonella enterica serovar 
Typhimurium with different metabolic capacities can indicate the class or classes of compounds 
present in an environmental sample (DeMarini et al., 2004; de Aragão Umbuzeiro et al., 2008). 
The Salmonella/microsome assay identifies the presence of organic compounds and enables di-
agnosis of the mutagenic activity of these pollutants adsorbed on particulate matter (PM) in the 
air. The responses are related to the presence of a variety of compounds, including polycyclic 
aromatic hydrocarbons (PAHs) and nitroarenes (Menck et al., 1974; Ducatti and Vargas, 2003).

Nitroarenes are a class of environmentally hazardous compounds (Watanabe et al., 
1990). These nitro compounds have been detected in the extracts of diesel and gasoline emis-
sions, fly ash, cigarette smoke condensates, and home heater emissions (Rosenkranz and Mer-
melstein, 1983; Watanabe et al., 1990). Typical nitroarenes, such as 2-nitrofluorene, 1-nitro-
pyrene (1-NP), and 1,8-dinitropyrene (1,8-DNP), are potent mutagens (Wang et al., 1980; 
Watanabe et al., 1990). The contributions of nitroarenes to direct mutagenic activity are com-
monly investigated through the Salmonella/microsome assay with the following S. enterica 
serovar Typhimurium strains: TA98 (frameshift strain) and the derivative strains TA98/1.8-
DNP6 (O-acetyltransferase-deficient), TA98NR (nitroreductase-deficient) (Rosenkranz and 
Mermelstein, 1980), YG1021 (nitroreductase-overproducing), and YG1024 (O-acetyltrans-
ferase-overproducing) (Watanabe et al., 1989, 1990). Genotoxic evaluation studies of particu-
late matter using these strains have been conducted previously (Sato et al., 1995; Vargas et 
al., 1998; Ducatti and Vargas, 2003; de Aragão Umbuzeiro et al., 2008; Coronas et al., 2009; 
Pereira et al., 2010; Rainho et al., 2012, 2013a,b).

In the present study, comparisons were made of the sensitivity of strains of S. enterica 
serovar Typhimurium to detect nitro compounds adsorbed on samples of PM 2.5 collected at 
three sites in the city of Rio de Janeiro.

MATERIAL AND METHODS

Sampling sites

The samples were collected between August and October 2010 at three sites in Rio 
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de Janeiro: the campus of Universidade do Estado do Rio de Janeiro (site 1), Avenida Brasil 
(site 2), and Rebouças tunnel (site 3). Site 1, with light traffic, is located in a residential area of 
the city northern zone. Site 2 has heavy traffic (~250,000 vehicles/day) and is the city longest 
expressway, covering 58 km in length and crossing 27 neighborhoods. Site 3 also has heavy 
traffic (~190,000 vehicles/day) and is a 2.8 km-long tunnel that connects the northern and 
southern zones of the city (Rainho et al., 2012, 2013a,b).

Airborne PM 2.5 samples were collected on fiberglass filters (E558 X 10IN; 254 x 203 
mm) using a high-volume collector (AVG MP 2.5; 1.13 m3/min) for 24 h for sites 1 and 2, and 
for 6 h for site 3. Four monthly samplings were performed at each site. At the end of the sam-
pling period, the filters were combined to form a pooled sample (Rainho et al., 2012, 2013a,b).

Extraction of organic compounds

Half of each filter was sonicated in three rounds of 10 min each using 99.9% pure 
dichloromethane (CASRN. 75-09-2; TediaBrazil; Brazil). The extracts were concentrated to 
15 mL in a rotating evaporator and filtered through a 0.5 μm Teflon membrane. The concentra-
tion of extractable organic matter (EOM) was calculated and expressed as μg/m3. Prior to the 
bioassays, the organic extract was dried at 4°C and resuspended in 5 μL 99.9% pure dimethyl 
sulfoxide (DMSO; CASRN. 67-68-5; Synth; Brazil) (Vargas et al., 1998).

Salmonella/microsome assay

The organic extracts were assayed for mutagenicity using the microsuspension ver-
sion (Kado et al., 1986) of the Salmonella/microsome assay (Maron and Ames, 1983). S. 
enterica serovar Typhimurium TA98 (frameshift strain) and the derivative strains TA98/1.8-
DNP6 (O-acetyltransferase-deficient) and TA98NR (nitroreductase-deficient) (Rosenkranz 
and Mermelstein, 1980) were used, with and without metabolic activation (S9 mix fraction). 
Five concentrations of each sample (10, 20, 30, 40, and 50 μg/plate) were tested in tripli-
cate. The samples were pre-incubated for 90 min. All assays were carried out under yellow 
light and in the presence of negative (5 μL/plate DMSO solvent) and positive (0.5 μg/plate 
4-nitroquinoline oxide; CASRN. 56-57-5; Sigma Chemical Company; St. Louis, MO, USA) 
controls. Plates were incubated in the dark at 37°C for 72 h, after which time revertants were 
counted. The sample was considered to be positive when the mutagenesis value was at least 
twice the negative value, and when a significant ANOVA (P < 0.05) and a positive dose-
response rate (P < 0.05) were observed. The results of the different assays were analyzed 
using the SALANAL program (Salmonella Assay Analysis, version 1.0; Integrated Labora-
tory Systems; Research Triangle Park, NC, USA). The choice between linear regression and 
the Bernstein model (Bernstein et al., 1982) was made to allow the elimination of data for 
doses outside the linear portion of the dose-response curve. Positive results were interpreted 
as presenting significant mutagenicity. Positive responses were expressed as the number 
revertants per volume of air sampled (rev/m3), i.e., rev/μg multiplied by EOM in μg/m3. In 
the cytotoxicity test, the solutions containing the sample and the bacterial culture (100-200 
cells) were plated on nutrient agar plates and incubated at 37°C for 24 h, and the surviv-
ing colonies were counted. The sample was considered to be cytotoxic if the percentage of 
surviving cells was less than 60% of the negative control at one or more doses (Coronas et 
al., 2009).
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RESULTS AND DISCUSSION

Salmonella/microsome assay

Table 1 shows the mutagenic activity, expressed as rev/m3, analyzed using the classic 
nitroreductase- and O-acetyltransferase-deficient derivate strains TA98NR and TA98/1,8-DNP6.

Site Month                                 TA98                          TA98NR                              TA98/1,8-DNP6

  -S9 +S9 -S9 +S9 -S9 +S9

1 August n.d. 15.80 ± 1.40 n.d.   6.50 ± 1.00   6.76 ± 2.12 n.d.
 September n.d. 13.00 ± 2.10 1.42 ± 0.63   2.50 ± 0.50 n.d. n.d.
 October n.d. n.d. 4.54 ± 0.60   2.20 ± 0.40 n.d.   2.60 ± 0.30
2 August 17.00 ± 1.90 1.50 ± 0.50 9.85 ± 1.70 10.20 ± 1.00 12.26 ± 0.93   4.30 ± 1.70
 September   5.70 ± 0.90 n.d. 7.16 ± 2.67   6.00 ± 0.50   1.44 ± 0.07 n.d.
 October n.d. n.d. n.d.   2.40 ± 0.30   1.80 ± 0.65 n.d.
3 August   39.60 ± 11.90 13.00 ± 2.30 2.30 ± 1.25   7.10 ± 0.80 10.67 ± 2.93   7.70 ± 0.80
 September   56.40 ± 20.60   58.70 ± 11.80 2.78 ± 1.71   4.30 ± 2.80 35.37 ± 6.21   6.90 ± 1.70
 October   9.30 ± 1.80 46.50 ± 4.20 n.d.   5.80 ± 2.50 n.d. 19.00 ± 4.00

1 = Universidade do Estado do Rio de Janeiro; 2 = Avenida Brasil; 3 = Rebouças tunnel. n.d. = not detected. 
Negative controls: DMSO for the mutagenicity assay without S9 mix were: TA98, (28 ± 5); TA98NR (23 ± 3); 
TA98/1.8-DNP6, (17 ± 2). DMSO for the mutagenicity assay with S9 mix were: TA98, (45 ± 8); TA98NR (33 ± 
7); TA98/1.8-DNP6, (25 ± 4). Positive controls for the mutagenicity assay without S9 mix were: 4-nitroquinoline 
oxide (0.5 µg/plate) for TA98, (853 ± 72); TA98NR (120 ± 2); TA98/1,8-DNP6 (114 ± 35). Positive controls for the 
mutagenicity assay with S9 mix were: 4-nitroquinoline oxide (0.5 μg/plate) for TA98, (198 ± 50); TA98NR (121 ± 
1); TA98/1,8-DNP6 (95 ± 33).

Table 1. Induced mutagenic by airborne particulate matter organic extracts (rev/m3).

The EOM values ranged from 5.54 to 9.66 μg/m3 at site 1, from 5.48 to 7.76 μg/m3 at site 
2, and from 20.93 to 25.05 μg/m3 at site 3 in the three months of study, as calculated elsewhere 
(Rainho et al., 2013b). No cytotoxic effects were detected for any of the samples analyzed.

The contribution of nitro compounds to the mutagenic activity of air samples from 
urban areas is associated with the presence of PAH derivatives. Among these, the mono- and 
dinitro-PAHs associated with oxygenated PAH have been correlated with direct frameshift 
mutagenic activity (Sato et al., 1995; Vargas et al., 1998; Ducatti and Vargas, 2003). In the 
present study, the contribution of mono- and di-nitroarenes to direct mutagenic activity was 
investigated though the Salmonella/microsome assay with strains TA98NR and TA98/1,8-
DNP6, respectively. Nitroarenes are dependent upon this ‘classic’ nitroreductase to express 
their mutagenicity, as evidenced by their greatly decreased activity in the nitroreductase-
deficient strain (Rosenkranz and Mermelstein, 1983). However, some nitroarenes express all 
or a major fraction of their activity even in the absence of the ‘classic’ nitroreductase (e.g., 
1,8-DNP). The fact that there is residual activity expressed in TA98NR (the microorganism 
deficient in the ‘classic’ nitroreductase), and the finding of the full expression of the muta-
genicity of other chemicals in TA98NR has led to the conclusion that S. enterica serovar Ty-
phimurium may contain additional nitroreductases as well as other specific enzymes. Indeed, 
it has been possible to construct bacterial strains lacking the enzyme that recognizes 1,8-DNP 
(e.g., TA98/1,8-DNP6) (Rosenkranz and Mermelstein, 1983). The lower mutagenic activity in 
nitroreductase-deficient and O-acetyltransferase-expressing strains, TA98NR and TA98/1,8-
DNP6, compared to the parental strain TA98, indicated the participation of mono- and di-ni-
troarenes in the total mutagenicity of the extracts. The presence of mono-nitroarenes was de-
tected at site 2 (August) and site 3 (August and September). A lower mutagenic response was 
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observed for TA98NR (42% at site 2 and 94-95% at site 3) than was observed for TA98. At 
site 2 (August and September) and site 3 (August and September), a lower mutagenic response 
was observed for the TA98/1,8-DNP6 strain (28-75% at site 2 and 37-73% at site 3) than for 
TA98, indicating the presence of di-nitroarenes. The extent of the reduction in the mutagenic 
response detected at sites 2 and 3 can be attributed to the intense traffic in these areas of the 
city. Studies performed with TA98NR and TA98/1,8-DNP6 in areas contaminated by vehicular 
emissions and industrial activity in Rio Grande do Sul State of Brazil showed similar results: 
a reduction of 10-95% for TA98NR and a reduction of 61-85% for TA98/1,8-DNP6 (Vargas et 
al., 1998; Ducatti and Vargas, 2003). Similar results were also detected in the industrial city of 
Cubatão, São Paulo (Sato et al., 1995). Meanwhile, an absence of mutagenicity was observed 
at site 1, which is characteristic of residential areas with a low flow of vehicles.

Mutagenic results were detected in the presence of metabolic activation for TA98NR 
and TA98/1,8-DNP6 for all sites. However, the decrease in revertants after metabolization was 
only observed in a few months. The effects of the S9 mix preparations on the mutagenicity 
of nitroarenes in the Salmonella strains revealed a broad spectrum of responses ranging from 
the absence of mutagenicity to an absolute requirement for mutagenic activation. In some in-
stances, the presence of S9 mix permitted the expression of mutagenicity by nitroarenes even 
in nitroreductase-deficient microorganisms, indicating the presence of nitroreductase activity 
in the S9 mix (Rosenkranz and Mermelstein, 1983). However, it must be noted that, in general, 
arylamines exhibit much lower mutagenicity in the presence of S9 mix than do corresponding 
nitroarenes in the absence of S9 mix.

Strains YG1021 and YG1024 are also commonly used in environmental studies (Co-
ronas et al., 2009; Pereira et al., 2010; Rainho et al., 2013b). The higher mutagenic activity 
seen in over-expressing strains YG1021 and YG1024 compared to the parental strain TA98 
indicates the participation of nitro and amine compounds, respectively. The extracts from sites 
1, 2, and 3 were therefore also tested with strains YG1021 and YG1024, and showed the fol-
lowing results: increase in reversion for YG1021 (6-14% at site 1; 2-144% at site 2; 12-281% 
at site 3), and increase in reversion for YG1024 (3-38% at site 1; 105-155% at site 2; 1-145% 
at site 3) (Rainho et al., 2013b). Two studies conducted in different parts of Rio Grande do Sul 
also detected the presence of nitro and amino compounds through the high activity of strains 
YG1021 (23-264%) and YG1024 (554-1821%) (Coronas et al., 2009; Pereira et al., 2010). 
This increase in the percentage of reversal shown by YG1021 and YG1024 is attributed to 
plasmids pYG216 and pYG219, which increase the sensitivity of these strains to nitro and 
amino compounds, respectively (Watanabe et al., 1990).

CONCLUSION

The Salmonella/microsome assay has been used for large, multi-site and/or time serie 
studies to identify the presence of specific mutagens and classes of mutagens. All the strains 
used in the present study are sensitive to nitroarene, although strains YG1021 and YG1024 
showed the highest rev/m3 values, thus confirming their enhanced sensitivity. YG1024 also 
demonstrated sensitivity to nitro and amino compounds. We recommend the use of strains 
YG1021 and YG1024 in research into environmental contamination by these pollutants.

ACKNOWLEDGMENTS

We thank Fundação Carlos Chagas Filho de Amparo à Pesquisa do Estado do Rio de 



3672

©FUNPEC-RP www.funpecrp.com.brGenetics and Molecular Research 13 (2): 3667-3672 (2014)

C.R. Rainho et al.

Janeiro (FAPERJ, #23/2008), Coordenação de Aperfeiçoamento de Pessoal de Nível Superior 
(CAPES), and Conselho Nacional de Desenvolvimento Científico e Tecnológico (CNPq) for 
their financial support, and the Rio de Janeiro city departments of education and transportation 
for their partnership in this study.

REFERENCES

Bernstein L, Kaldor J, McCann J and Pike MC (1982). An empirical approach to the statistical analysis of mutagenesis 
data from the Salmonella test. Mutat. Res. 97: 267-281.

Claxton LD, Matthews PP and Warren SH (2004). The genotoxicity of ambient outdoor air, a review: Salmonella 
mutagenicity. Mutat. Res. 567: 347-399.

Coronas MV, Pereira TS, Rocha JA, Lemos AT, et al. (2009). Genetic biomonitoring of an urban population exposed to 
mutagenic airborne pollutants. Environ. Int. 35: 1023-1029.

de Aragão Umbuzeiro G, Franco A, Magalhães D, de Castro FJ, et al. (2008). A preliminary characterization of the 
mutagenicity of atmospheric particulate matter collected during sugar cane harvesting using the Salmonella/
microsome microsuspension assay. Environ. Mol. Mutagen. 49: 249-255.

DeMarini DM, Brooks LR, Warren SH, Kobayashi T, et al. (2004). Bioassay-directed fractionation and Salmonella 
mutagenicity of automobile and forklift diesel exhaust particles. Environ. Health Perspect 112: 814-819.

Ducatti A and Vargas VM (2003). Mutagenic activity of airborne particulate matter as an indicative measure of atmospheric 
pollution. Mutat. Res. 540: 67-77.

Kado NY, Guirguis GN, Flessel CP, Chan RC, et al. (1986). Mutagenicity of fine (less than 2.5 microns) airborne particles: 
diurnal variation in community air determined by a Salmonella micro preincubation (microsuspension) procedure. 
Environ. Mutagen. 8: 53-66.

Maron DM and Ames BN (1983). Revised methods for the Salmonella mutagenicity test. Mutat. Res. 113: 173-215.
Menck HR, Casagrande JT and Henderson BE (1974). Industrial air pollution: possible effect on lung cancer. Science 

183: 210-212.
Pereira TS, Gotor GN, Beltrami LS, Nolla CG, et al. (2010). Salmonella mutagenicity assessment of airborne particulate 

matter collected from urban areas of Rio Grande do Sul State, Brazil, differing in anthropogenic influences and 
polycyclic aromatic hydrocarbon levels. Mutat. Res. 702: 78-85.

Rainho CR, Velho AMA, Aiub CAF and Corrêa SM (2012). Evaluation of Urban Airborne Particulate Matter (PM 2.5) 
in the City of Rio de Janeiro (Brazil) by Mutagenicity Assays. In: Essays on Environmental Studies (Sarin A, ed.). 
Athens Institute for Education and Research, Athens, 1-8.

Rainho CR, Velho AMA, Aiub CAF, Corrêa SM, et al. (2013a). Health risk prediction induced by polycyclic aromatic 
hydrocarbons present in respirable urban airbone in Rio de Janeiro (Brazil). Genet. Mol. Res. 12: 3992-4002.

Rainho CR, Corrêa SM, Mazzei JL, Aiub CAF, et al. (2013b). Genotoxicity of polycyclic aromatic hydrocarbons and 
nitro-derived in respirable airborne particulate matter collected from urban areas of Rio de Janeiro (Brazil). BioMed 
Res. Int. 2013: 1-9.

Rosenkranz HS and Mermelstein R (1980). The Salmonella Mutagenicity and the E. coli Pol A+/Pol A1- Repair Assays: 
Evaluation of Relevance to Carcinogenesis. In: The Predictive Value of in vitro Short-term Screening Tests in 
the Evaluation of Carcinogenicity (Williams GM, Kroes R, Waaijers HW and Van de Poll KW, eds.). Elsevier, 
Amsterdam, 5-26.

Rosenkranz HS and Mermelstein R (1983). Mutagenicity and genotoxicity of nitroarenes. All nitro-containing chemicals 
were not created equal. Mutat. Res. 114: 217-267.

Sato MI, Valent GU, Coimbrão CA, Coelho MC, et al. (1995). Mutagenicity of airborne particulate organic material from 
urban and industrial areas of São Paulo, Brazil. Mutat. Res. 335: 317-330.

Vargas VMF, Horn RC, Guidobono RR, Mittelstaed AB, et al. (1998). Mutagenic activity of airborne particulate matter 
from the urban area of Porto Alegre, Brazil. Genet. Mol. Biol. 21: 247-253.

Wang CY, Lee MS, King CM and Warner PO (1980). Evidence for nitroaromatics as direct-acting mutagens of airborne 
particulates. Chemosphere 9: 83-87.

Watanabe M, Ishidate M Jr and Nohmi T (1989). A sensitive method for the detection of mutagenic nitroarenes: 
construction of nitroreductase-overproducing derivatives of Salmonella typhimurium strains TA98 and TA100. 
Mutat. Res. 216: 211-220.

Watanabe M, Ishidate M Jr and Nohmi T (1990). Sensitive method for the detection of mutagenic nitroarenes and aromatic 
amines: new derivatives of Salmonella typhimurium tester strains possessing elevated O-acetyltransferase levels. 
Mutat. Res. 234: 337-348.


