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Abstract: This review summarizes the results found in studies investigating the enzymatic 

activation of two genotoxic nitro-aromatics, an environmental pollutant and carcinogen  

3-nitrobenzanthrone (3-NBA) and a natural plant nephrotoxin and carcinogen aristolochic 

acid I (AAI), to reactive species forming covalent DNA adducts. Experimental and theoretical 

approaches determined the reasons why human NAD(P)H:quinone oxidoreductase (NQO1) 

and cytochromes P450 (CYP) 1A1 and 1A2 have the potential to reductively activate both 

nitro-aromatics. The results also contributed to the elucidation of the molecular mechanisms 

of these reactions. The contribution of conjugation enzymes such as N,O-acetyltransferases 

(NATs) and sulfotransferases (SULTs) to the activation of 3-NBA and AAI was also 

examined. The results indicated differences in the abilities of 3-NBA and AAI metabolites  

to be further activated by these conjugation enzymes. The formation of DNA adducts 

generated by both carcinogens during their reductive activation by the NOQ1 and CYP1A1/2 

enzymes was investigated with pure enzymes, enzymes present in subcellular cytosolic and 
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microsomal fractions, selective inhibitors, and animal models (including knock-out and 

humanized animals). For the theoretical approaches, flexible in silico docking methods as 

well as ab initio calculations were employed. The results summarized in this review 

demonstrate that a combination of experimental and theoretical approaches is a useful tool to 

study the enzyme-mediated reaction mechanisms of 3-NBA and AAI reduction. 

Keywords: nitro-aromatics; 3-nitrobenzanthrone; aristolochic acid I; DNA adducts; 

molecular modeling; NAD(P)H:quinone oxidoreductase; cytochrome P450 

 

1. Introduction 

Nitro-aromatics such as nitro-polycyclic aromatic hydrocarbons (nitro-PAHs) are widely distributed 

environmental pollutants found in exhausts from diesel and gasoline engines and on the surface of 

ambient air particulate matter [1–4]. The major source of these compounds is incomplete combustion 

of the compounds present in diesel. However, they are also formed by reactions of PAHs with nitrogen 

oxides in the atmosphere [5,6]. The increased lung cancer risk after exposure to environmental nitro-PAHs 

and their detection in the lungs of non-smokers with lung cancer has led to considerable interest in 

assessing their potential cancer risk [1,2,7,8]. In contrast to these nitro-pollutants, occurrence of  

nitro-aromatic compounds with a natural origin is rare [9–11]. Both groups of nitro-aromatics have 

become of enormous concern because of their mutagenicity and carcinogenicity [1,2,10–12]. 

3-Nitrobenzanthrone (3-NBA; 3-nitro-7H-benzdeanthracen-7-one; (Figure 1) and aristolochic acid 

I (AAI; 8-methoxy-6-nitro-phenanthro-(3,4-d)-1,3-dioxolo-5-carboxylic acid; (Figure 2) as environmental 

and natural (plant) nitro-aromatics, respectively, were thoroughly investigated because of their strong 

mutagenicity and carcinogenicity [1,2,10,11]. 

The nitro-ketone 3-NBA (Figure 1) occurs in diesel exhaust and in airborne particulate matter [13–16]. 

3-NBA exhibits an extremely high mutagenic activity [13,15,17] and is also a genotoxic carcinogen 

causing lung tumours in rats [15,16]. The major DNA adducts formed by 3-NBA both in vitro and  

in vivo are derived from nitroreduction and have been structurally identified as 2-(2'-deoxyguanosin- 

N2-yl)-3-aminobenzanthrone (dG-N2-3-ABA) and N-(2'-deoxyguanosin-8-yl)-3-aminobenzanthrone  

(dG-C8-N-3-ABA) [15,18–20]. These adducts are most probably responsible for the formation of G to 

T transversion mutations induced by 3-NBA in vitro and in vivo [21–23]. 3-NBA has been classified as 

possible human carcinogen (Group 2B) by the International Agency for Research on Cancer (IARC) [2]. 

The herbal drug aristolochic acid (AA), a natural mixture of 8-methoxy-6-nitro-phenanthro-(3,4-d)-

1,3-dioxolo-5-carboxylic acid (AAI; Figure 2) and 6-nitro-phenanthro-(3,4-d)-1,3-dioxolo-5-carboxylic 

acid (AAII), is derived from Aristolochia species and the cause of aristolochic acid nephropathy 

(AAN) [24–28]. AAN is a rapidly progressive renal fibrosis with a high risk for the patients of 

developing upper urothelial tract carcinoma and, subsequently, bladder urothelial carcinoma [28,29]. 

Exposure to AA has also been linked to inhabitants of rural areas in the Balkans who develop 

nephropathy—Balkan endemic nephropathy (BEN) [28,30–34]. 
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Figure 1. Pathways of metabolic activation and DNA adduct formation of 3-nitrobenzanthrone 

(3-NBA) and 3-aminobenzanthrone (3-ABA). See text for details. N-OH-ABA,  

N-hydroxy-3-aminobenzanthrone; NQO1, NAD(P)H: quinone oxidoreductase; NAT,  

N,O-acetyltransferases; SULT, sulfotransferase; COX-1, cyclooxygenase 1; CYP, cytochrome 

P450; LPO, lactoperoxidase; MPO, myeloperoxidase; POR, NADPH:CYP oxidoreductase;  

R = –COCH3 or –SO3H; dA-N6-3-ABA, 2-(2'-deoxyadenosin-N6-yl)-3-aminobenzanthrone; 

dG-N2-3-ABA, N-(2'-deoxyguanosin-N2-yl)-3-aminobenzanthrone; dG-C8-N-3-ABA,  

N-(2'-deoxyguanosin-8-yl)-3-aminobenzanthrone. Individual reaction steps are assigned by 

numbers 1–4 (see also Table 3). 
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Exposure of experimental animals to AA leads to characteristic AA-DNA adducts in renal tissue 

after reductive activation. The same DNA adducts, mainly 7-(deoxyadenosin-N6-yl)aristolactam I  

(dA-AAI) (Figure 2), were detected in kidneys of AAN and BEN patients whereby their exposure  

to AA was identified [29,30,32,35–38]. This deoxyadenosine adduct causes characteristic AT-TA 

transversions in critical genes of oncogenesis such as tumor suppressor TP53 (Figure 2) and AT-TA 

mutations have indeed been found in urothelial tumours of AAN patients [31–33,39–42]. This 

indicates the molecular mechanism associated with AA-induced carcinogenesis [31,38,43]. AA has 

been classified as a Group I human carcinogen by IARC [10,11]. 

Previous results demonstrated that both nitro-aromatics are genotoxic mutagens and carcinogens 

after metabolic activation (for a review see [15,25,27,44–47]). Therefore, the identification of the 

enzymes responsible for their activation is of great importance. 

This review summarizes the latest findings that identified enzymes catalyzing the reductive 

activation of 3-NBA, and the major toxic component of the AA natural plant extract, AAI. Moreover, 

the molecular mechanisms of the reactions leading to the reductive activation of 3-NBA and AAI  

in vitro and in vivo are identified from the results summarized in this review. The data shown also  

shed light on the different efficacies of conjugation enzymes to metabolically activate both  

nitro-compounds. The results presented in this review demonstrate that a combination of experimental 

and theoretical approaches is useful to resolve the enzyme-mediated reaction mechanisms responsible 

for the genotoxicity of both nitro-aromatic carcinogens. 
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Figure 2. Activation and detoxication pathways of aristolochic acid I (AAI). dA-AAI,  

7-(deoxyadenosin-N6-yl)aristolactam I; dG-AAI, 7-(deoxyguanosin-N2-yl)aristolactam I; 

CYP1A1/2, cytochrome P450 1A1 and 1A2; NQO1, NAD(P)H:quinone oxidoreductase; 

UGT, UDP glucuronosyltransferase; SULT, sulfotransferase. 
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2. Cytosolic NAD(P)H:Quinone Oxidoreductase (NQO1) and Microsomal Cytochrome P450 

(CYP) 1A1 and 1A2 Enzymes Reductively Activate 3-NBA and AAI 

Using a combination of multiple in vitro, in vivo and ex vivo approaches employing pure and 

recombinant enzymes, subcellular fractions (microsomes and cytosols), selective enzyme inhibitors 

and rodent models (including knock-out and humanized animals) we identified that 3-NBA and AAI 

are most efficiently activated by cytosolic NQO1 to species forming DNA adducts but CYP1A1/2 

have also been shown to be capable of reductively activating both 3-NBA and AAI. 

2.1. Reductive Activation of 3-NBA and Aristolochic Acid I (AAI) by Human NQO1 

Human NQO1 in the presence of its cofactor, NADPH, reductively activates 3-NBA to the reactive 

intermediate N-hydroxy-3-aminobenzanthrone (N-OH-3-ABA) (see reaction step 2 in Figure 1) that 

dissociates to a ion that exhibits both nitrenium and carbenium character because the positive charge is 

delocalized to both nitrogen and carbon sites (step 3a in Figure 1), forming DNA adducts both in vitro 

and in vivo (Figures 1 and 2; Table 1) [15,21,48–53]. N-OH-3-ABA can be further reduced to  

3-aminobenzanthrone (3-ABA; step 4 in Figure 1) [14,51,52,54]. Of the 3-NBA-derived DNA adducts 
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generated by NQO1, three major adducts were identified as 2-(2'-deoxyadenosin-N6-yl)-3- 

aminobenzanthrone (dA-N6-3-ABA), dG-N2-3-ABA and dG-C8-N-3-ABA [16,20,55–58] (Figure 1). 

Interestingly, 3-NBA and its amino metabolite, 3-ABA, are potent inducers of NQO1 in liver, lung and 

kidney of rats. Such induction finally resulted in a more than 10-fold increase in the levels of 3-NBA-DNA 

adducts in ex vivo incubations of 3-NBA with DNA and liver, kidney and lung cytosols isolated from 

these animals [50,51,53], emphasizing the importance of NQO1 in the genotoxicity of 3-NBA. 

NQO1 also activates AAI to a reductive metabolite N-hydroxyaristolactam I [59,60] that dissociates 

to a cyclic ion capable of binding to the exocyclic amino groups of purine bases forming DNA adducts 

(for a review see [25,27,44–47]). Three major adducts are formed during this reaction and were 

identified as 7-(deoxyguanosin-N2-yl)aristolactam I (dG-AAI), dA-AAI and 7-(deoxyadenosin-N6-yl) 

aristolactam II (dA-AAII) (Figure 2). N-hydroxyaristolactam I can be further reduced to aristolactam I 

or rearrange to 7-hydroxyaristolochic acid I (Figure 2) [25,27,44–46,60]. AAI also induces NQO1 in 

kidney, the target organ for AAI toxicity, of mice and rats treated with this carcinogen [61–65]. This 

induction leads to up to 2.5-fold higher AAI-DNA adduct levels in ex vivo incubations of AAI with 

DNA and renal cytosols isolated from these rodents [62,65]. This finding underlined the significance 

of NQO1 in the formation of AAI-DNA adducts. 

Dicoumarol, an inhibitor of NQO1 [66,67], reduces 3-NBA- and AAI-DNA adduct formation 

catalyzed by human NQO1 in vitro by almost 99% (Table 1). These results not only confirm the 

efficiency of NQO1 to activate 3-NBA and AAI, but also proved the potency of dicoumarol as an 

NQO1 inhibitor in vitro. Similarly, a major role of NQO1 in the activation of both nitro-aromatics was 

found in human hepatic and renal cytosolic fractions. The formation of 3-NBA- and AAI-DNA 

adducts in these subcellular fractions was dependent on the presence of the cofactor of NQO1, 

NADPH, and again dicoumarol was shown to be a potent inhibitor [48,52,68,69]. Recently, this NQO1 

inhibitor was also utilized to study the role of NQO1 in AAI activation in vivo [62,70]. 

2.2. Participation of Conjugation Enzymes in Activation of 3-NBA and AAI 

In human hepatic cytosols containing NQO1 and its cofactor NADPH, addition of the  

N,O-acetyltransferase (NAT) and sulfotransferase (SULT) cofactors, acetyl-CoA and 3'-phospho-5'- 

adenosine-phospho-sulfate (PAPS), respectively, significantly increased the formation of 3-NBA-DNA 

adducts [48]. This was confirmed in incubations with recombinant enzymes (NAT1, NAT2, SULT1A1 

and SULT1A2), where NAT2 was shown to be most effective (Table 1) [52]. A role of these 

conjugating enzymes in 3-NBA genotoxicity was also demonstrated in genetically-modified V79 cells 

overexpressing these transferases [71,72]. The importance of NAT2 in the overall capacity of human 

hepatic cytosols to activate 3-NBA was corroborated by correlation analyses [48]. Whereas no 

correlation was observed between the activities of NQO1, SULTs or NAT1 and 3-NBA-DNA adduct 

levels in cytosolic samples from several human donors, highly significant correlations were observed 

between the activity of NAT2 and 3-NBA-derived DNA adduct formation (r = 0.73, p < 0.01) [48]. 
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Table 1. DNA adduct formation by 1 μM 3-NBA and AAI activated by human NQO1 and 

NATs (NAT1/2) and SULTs (SULT1A1/2). 

Enzymatic System 

Total Levels of DNA Adducts in RAL a  
(Mean ± SD/108 Nucleotides) 

3-NBA AAI 

NQO1 + NADPH 10 ± 2 15 ± 2 
NQO1 + NADPH + dicoumarol 0.1 ± 0.01 0.4 ± 0.04 

NQO1 + NADPH + SULT1A1 + PAPS b 16 ± 2 15 ± 2 
NQO1 + NADPH + SULT1A2 + PAPS 36 ± 2 16 ± 2 

NQO1 + NADPH + NAT1 + acetyl-CoA c 16 ± 2 15 ± 2 
NQO1 + NADPH + NAT2 + acetyl-CoA 1720 ± 50 17 ± 2 

a, RAL, relative adduct labeling; Results are presented as means ± SD of triplicate in-vitro incubations. 

Experimental conditions are as described [52,69]; b, 0.4 mM PAPS; c, 2 mM acetyl-CoA 

In contrast, the contribution of these conjugation enzymes to the activation of 3-NBA, NAT1, 

NAT2, SULT1A1 and SULT1A2 was ineffective to influence AAI-DNA adduct formation mediated 

by NQO1 (Table 1) [69,73]. Further, similar results were found in human hepatic and renal cytosols. 

These findings were in line with a previous study utilizing cytosolic samples from several human 

donors to identify the participation of cytosolic enzymes involved in AAI activation [68]. Using 

correlation analyses (r = 0.85; p < 0.001), only the participation of NQO1 was found to be highly 

significant for AAI-DNA adduct formation in vitro. Collectively, these findings indicate that NATs 

and SULTs do not play a significant role in the bioactivation of AAI in human liver and kidney. 

However, it is noteworthy that Meinl et al. [74] found that the expression of human SULT1A1 in 

bacterial and mammalian cells enhances the mutagenic activity of the natural plant extract AA. 

Therefore, it is possible that in cellular systems overexpression of human SULT1A1 might contribute 

to AAI genotoxicity. In addition, SULT1A1-humanized animal models would help to investigate the 

contribution of this SULT isoenzyme to AAI activation in vivo. 

2.3. Reductive Activation of 3-NBA and AAI by Human CYP1A1 and 1A2 

Besides cytosolic NQO1, microsomal enzymes such as NADPH:CYP oxidoreductase (POR) and/or 

CYP enzymes are able to metabolically activate 3-NBA and AAI by simple nitroreduction [75–79]. 

A role of POR in the bioactivation of 3-NBA in vivo was evaluated by treating Hepatic Reductase 

Null (HRN) mice intraperitoneally with 3-NBA [48]. In HRN mice POR, the electron donor of CYP 

enzymes is specifically deleted in hepatocytes resulting in essentially no hepatic CYP function. The 

results of this study indicated that in vivo 3-NBA is predominantly activated by cytosolic NQO1 rather 

than microsomal POR [48]. However, participation of POR and/or other microsomal enzymes such as 

CYP enzymes in 3-NBA-DNA adduct formation cannot be excluded. Whereas human recombinant 

CYPs such as CYP1A1, 1A2, 2B6 and 2D6 were found to efficiently activate 3-NBA under anaerobic 

conditions to form DNA adducts, POR and other CYPs such as CYP2A6, 2C9, 2E1 or 3A4 were less 

effective or ineffective. As shown in Table 2, CYP1B1 activated 3-NBA even less efficiently than  

POR [79]. Contribution of human CYP1A2 to 3-NBA-DNA adduct formation was also found in V79 

cells, where this CYP was overexpressed [72]. Of the CYP enzymes reducing 3-NBA, CYP1A1 and 
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1A2 were also found to oxidize 3-ABA to N-OH-3-ABA dissociating to the ion binding to DNA 

(Figure 1) [80]. In addition, CYP1A1 and 1A2 are induced in liver, lung and kidney of rats not only 

treated with 3-NBA, but also with 3-ABA [49–51,53]. DNA adduct levels increased up to 12-fold due 

to the induction of CYP1A1/2 in lung, kidney and liver in 3-NBA- or 3-ABA-treated rats using 

different routes of administration including intratracheal instillation of 3-NBA [49–51,53]. These 

enzyme inductions by 3-NBA and 3-ABA seem to produce concerted regulatory effects of these 

compounds on their own metabolism. Therefore, both CYP1A1 and 1A2 are important enzymes 

contributing both to reductive activation of 3-NBA and the oxidative activation of 3-ABA leading to 

N-OH-3-ABA in both cases. To shed light on the reaction mechanisms of 3-NBA reduction by 

CYP1A1/2, in silico docking of 3-NBA to the active sites of the CYP1A1/2 enzymes was performed in 

the present work (see Section 4.2.). 

Table 2. DNA-adduct formation by 300 μM 3-NBA and AAI activated by human 

recombinant POR, CYP1A1, 1A2 and 1B1. 

Enzymatic System 

Total Levels of DNA Adducts in RAL a  
(Mean ± SD/108 Nucleotides) 

3-NBA AAI 

POR + NADPH 10 ± 2 15 ± 2 
CYP1A1 + POR + NADPH 52 ± 5 84 ± 7 
CYP1A2 + POR + NADPH 48 ± 5 126 ± 12 
CYP1B1 + POR + NADPH 5 ± 1 11 ± 1 

a, RAL, relative adduct labeling; Results are presented as means ± SD of triplicate in-vitro incubations. 

Experimental conditions are as described [77–79]. 

Microsomal POR plays only a minor role in the reductive activation of AAI [75,77,78]. In human 

and rat hepatic microsomes, most of the activation of AAI is attributable to its reduction by CYP1A2, 

and to lesser extent by CYP1A1 [75,77,78]. These results were confirmed by using selective inhibitors 

of POR or CYP1A1 and 1A2, the recombinant human enzymes and correlation analyses. Whereas an 

inhibitor of POR, α-lipoic acid [81], did not inhibit AAI-DNA adduct formation in the ex vivo 

incubations of AAI and DNA with human hepatic microsomes, inhibitors of CYP1A1/2 and 1A2,  

α-naphthoflavone and furafylline, respectively, significantly decreased levels of AAI-DNA adducts in 

these incubations [75,77]. Under anaerobic conditions, significantly higher levels of AAI-derived 

DNA adducts were generated by CYP1A1/2 than by human POR or other tested human CYPs 

(CYP1B1, 2A6, 2B6, 2C9, 2D6, 2E1, 3A4 or 3A5) (see Table 2) [77]. In addition, total DNA binding 

by AAI was highly significantly correlated with 7-ethoxyresorufin O-deethylase activity, a marker for 

CYP1A1/2 (r = 1.0; p < 0.001). Since CYP1A1 is expressed in human liver at relatively low  

levels [82,83], its contribution to AAI activation in human liver is much lower than that of CYP1A2. 

However, CYP1A1 is important in AAI activation in the kidney as it is expressed there and even 

induced by AAI itself [62,75,77]. 

A recent study utilized two CYP1A-humanized mouse lines (hCYP1A1_1A2_Cyp1a1/ 

1a2−/−_Ahrb1 and hCYP1A1_1A2_Cyp1a1/1a2−/−_Ahrd) that carried functional human CYP1A1 and 

CYP1A2 genes and lacked the mouse orthologous genes [84,85]. This study showed that human 

CYP1A1 and 1A2 are also responsible for AAI activation to form DNA adducts in vivo [86].  



Int. J. Mol. Sci. 2014, 15 10278 

 

 

AAI-induced DNA adduct levels were higher in CYP1A-humanized mice (predominantly in kidney 

and liver) relative to wild-type mice, indicating that expression of human CYP1A1 and 1A2 in mice 

leads to higher AAI bioactivation than in mice containing the mouse CYP1A1 and 1A2 orthologs [86]. 

This finding underlines the importance of CYP1A1/2 enzymes in the reductive activation of AAI in 

humans. A role of both CYPs in AAI metabolism was also demonstrated in Cyp1a1−/− and Cyp1a2−/− 

single-knockout and Cyp1a1/1a2−/− double-knockout mouse lines [87]. 

CYP1A1 is expressed in human kidney and thus can contribute to AAI bioactivation in this organ. 

However, its expression levels are low (<0.005 pmol CYP1A1/mg protein) [77,88], indicating that the 

overall impact of this enzyme on AAI activation in this organ seems to be low. CYP3A5 which is also 

expressed in human kidney has recently been found to be capable of activating AAI, but less 

efficiently than CYP1A1 and 1A2 [89]. Hence, a contribution of CYP3A5 to AAI activation might 

partially explain the efficacy of microsomes isolated from a human kidney to activate AAI used in  

a previous study [77]. In this study, the efficiency of the renal microsomes to activate AAI was 

comparable to that of microsomes isolated from human livers. 

However, it should be emphasized that CYP1A1/2 play a dual role in AAI metabolism. Whereas 

under anaerobic (i.e., reductive) conditions human CYP1A1 and 1A2 [86] can bind AAI as a ligand 

and reduce this carcinogen (see Section 4.2) [75,77,78,90], under aerobic (i.e., oxidative) conditions 

both CYP enzymes are able to O-demethylate AAI to a detoxification metabolite, 8-hydroxyaristolochic 

acid I (aristolochic acid Ia, AAIa; Figure 2). Under these (aerobic) conditions, AAI behaves as a classical 

substrate of human CYP1A1 and 1A2, where one oxygen atom is utilized for O-demethylation of AAI to 

form AAIa [46,47,62,86,87,89,91–93]. These experimental results strongly suggest that, besides 

CYP1A1 and 1A2 expression levels, the oxygen level in tissues affects the balance between AAI 

nitroreductive activation and oxidative detoxication by these CYPs in vivo [47.62,86,87,89]. This 

suggestion is further supported by theoretical approaches as discussed in Sections 3 and 4 [46,90]. 

Additional studies are needed to resolve which of these two opposite reactions (reduction versus 

oxidation) catalyzed by CYP1A1/2 prevails in vivo. 

3. Calculation of 3-NBA and AAI Reduction, Heterolytic Cleavage of 3-NBA and AAI  

N-Hydroxyl Derivatives and Their Sulfate or Acetate Conjugates—Thermodynamic Approaches 

The efficiency of human NQO1 to reductively activate 3-NBA and AAI to form DNA adducts  

in vitro was up to 24-fold higher than that of human CYP1A1/2 (Tables 1 and 2). Several properties of 

the molecules might be responsible for the potency of 3-NBA and AAI to be reduced to form DNA 

adducts. Amenability of 3-NBA and AAI to chemical and enzymatic reduction might be one of the 

reasons. Ab initio calculations were employed to test this hypothesis [52,69,73,94–96]. 

In the case of 3-NBA, the absolute values of reaction free energies (ΔG in Table 3) of individual 

reaction steps (1-reduction of 3-NBA to 3-nitroso-benzanthrone, 2-reduction of 3-nitroso-benzanthrone 

to N-OH-3-ABA, and 4-reduction of N-OH-3-ABA to 3-ABA in Figure 1 and Table 3) of 3-NBA 

reduction were calculated with two approaches, the polarizable conductor calculation model (CPCM) [95] 

and the Langevin dipoles model (LD) [96]. As the ΔGs were lower than −27 kcal/mol, these reaction 

steps should not be rate limiting in the presence of suitable catalysts. The dissociation of N-OH-3-ABA 

(step 3a in Figure 1) is only slightly thermodynamically favored. Therefore, the dissociation of  
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N-OH-3-ABA is likely the rate limiting step, determining the overall reaction rate of the 

nitrenium/carbenium ion formation from 3-NBA. 

Table 3. Standard reaction free energies of individual reaction steps of 3-NBA (A) and 

AAI (B) conversion calculated by quantum chemical approach in combination with the 

polarizable conductor calculation model (CPCM) and the Langevin dipoles model (LD) (for 

methods, see [52,69,73,94–96]). 

(A) 
watG '0

3NBA rea  [kcal/mol] a 

Reaction step (Figure 1)  

solvation model 

1. 2. 3a. 3b. 3c. 4. 

NO2 → NO 
NO → 

NHOH 

NHOH → 

NH+ + OH− 

NHOAc → 

NH+ + Ac− 

NHOSO3
− → 

NH+ + SO4
2− 

NHOH → 

NH2 

CPCM −46.9 −28.3 22.3 −6.1 −8.3 −64.5 

LD −44.0 −27.0 −4.5 −22.3 −24.8 −67.7 

(B) 
watG '0

AAI rea  [kcal/mol] a 

Reaction step (Figure 3)  

solvation model 

1. 2 + 3. 4a. 4b. 4c. 5. 

NO2 → NO 

NO →  

N-OH-lact 

+ OH− 

N-OH-lact → 

N-lact+ + OH−

N-OAc-lact →

N-lact+ + Ac−
N-OSO3

−-lact →  

N-lact+ + SO4
2− 

N-OH-lact →

N-lact + H2O

CPCM −46.7 −19.1 30.6 0.6 −4.9 −70.7 

LD −40.4 −9.1 −7.1 −29.4 −24.6 −69.8 
a, The standard (biochemical) free energy change of this reaction step was corrected to pH = 7; The geometry 

optimizations of all reactants and products were done using ab initio approach implemented in Gaussian03 

program suite [94]. All calculations were performed on the Hartree-Fock (HF) level of theory in conjunction 

with 6–31 + G(d) basis set. 

The chemical structures of all AAI-DNA adducts identified indicate that a cyclic ion with a 

delocalized positive charge (aristolactam I ion) is the ultimate electrophilic species (see Figure 2). The 

reduction of the nitro group leads to the nitroso and N-hydroxy derivatives (steps 1, 2 and 3 in  

Figure 3), which are both stabilized by peri interaction. Condensation with the carboxylic acid moiety 

in peri position leads to a cyclic hydroxamic acid (N-hydroxyaristolactam I), which has been identified 

in the urine of AA-treated rats [60], and is expected to be the precursor of the cyclic ion with a 

delocalized positive charge (step 4 in Figure 3), which reacts covalently with DNA via the C7 position 

(Figure 2). The mechanism of N-hydroxyaristolactam I formation has not been elucidated, but the 

values of standard reaction free energies of individual reductive reaction steps suggest the above 

mentioned mechanism, namely condensation of the nitroso and N-hydroxy derivatives with the 

carboxylic acid moiety in peri position (steps 2 and 3 in Figure 3) as most probable. 

Interestingly, only one type of DNA adducts is formed from AAI, in which carbon C7 of AAI is 

bound to either an adenine or guanine amino group in DNA [25,27,38,59]. However, it is also 

noteworthy that AAI forms DNA adducts with cytosine but the structure has not yet been  

elucidated [97,98]. The apparently preferred generation of C7 adducts by AAI, as opposed to C2 

adducts by 3-NBA, suggests that the carboxylic group of AAI plays a role in controlling the 

regioselectivity of the reaction and the pattern of DNA adducts formed by AAI. As suggested by 
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Priestap et al. [99], the ion formed from AAI might be in an ion pair in which the cation and the anion 

(the carboxylate group) are in the same molecule (see the compound formed by step 3' in Figure 3). 

The regiospecificity of DNA base attack at position C7 might be caused by the occurrence of this 

intramolecular ion pair that fixes the anion at one side of the reaction centre. The ion pair prevents  

the participation of the nitrenium nitrogen atom in reactions with nucleophiles, leaving the electron 

deficient position C7 as the only site for nucleophilic attack [99]. In contrast, other nitroarenes lacking 

the carboxylic group including 3-NBA can form DNA adducts both at nitrogen and ortho  

carbon. Indeed, besides dA-N6-3-ABA and dG-N2-3-ABA, the dG-C8-N-ABA adduct is also  

generated from the cation formed from the N-hydroxylated intermediate of 3-NBA, N-OH-3-ABA  

(Figure 1) [20,21,55,56]. 

The data obtained with the two different solvation models are quite different as soon as charged 

molecules are involved. The data obtained with the LC model seem more reliable than those resulting 

from the CPCM calculations and will be discussed below. While the N-OH-3-ABA is relatively stable 

under physiological conditions (
)('0

3NBA rea
LDwatG = −4.5 kcal/mol), which implies that it requires 

conjugation to decompose efficiently to the cation (see Table 3), the reaction free energy of 

dissociation of N-hydroxyaristolactam I found by the LD approach is −7.1 kcal/mol, which is  

2.6 kcal/mol lower than for the N-hydroxylamine derivative of 3-NBA (Table 3; reaction step 3a  

for 3-NBA reduction and 4a for AAI reduction). Hence, N-hydroxyaristolactam I decomposes 

spontaneously under the same conditions. This indicates that the N-O bond in N-hydroxyaristolactam I 

is less stable than in N-OH-3-ABA. Consequently, if the dissociation of the N-O bond is relatively fast, 

it is not the rate limiting step in AAI-DNA adduct formation and any conjugation reaction would not 

make dissociation faster and would not lead to a higher DNA adduct level. These findings indicate that 

the overall rate controlling step during AAI reductive activation is not the enzymatic conjugation 

followed by spontaneous formation of a cyclic cation, but rather the initial nitro reduction mediated  

by NQO1. 

Although the CPCM solvation predicts ΔG values of reactions 1, 2 and 4 for 3-NBA and 1 and  

2 + 3 for AAI (Table 3) similar to those calculated in the LD solvation model, CPCM fails to provide 

realistic ΔGs for the reaction step 3 for 3-NBA and 4 for AAI (Table 3). Therefore, the CPCM model, 

widely used for evaluating the solvent effect in ab initio calculations [95], is less suitable to properly 

predict a realistic ΔG for this reaction step involving charged molecules. A possible explanation could 

be the insufficient parameterization of the CPCM solvation model implemented in Gaussian 03 for 

charged molecules such as ions formed from N-hydroxylated metabolites of 3-NBA and AAI, while 

parameterization of ChemSol v2.1 [100] is done also e.g., for charged amino acids. However, these 

results have to be carefully interpreted, because of the relatively small energy differences found in the 

3-NBA and AAI cases. At this level of theory, these calculations only have a relative accuracy in 

excess of about ±5 kcal/mol. 

Because of similarities among standard free energies of reduction of 3-NBA and AAI found in 

thermodynamic approaches (Table 3), the amenability of 3-NBA and AAI to chemical reduction  

seems not to be a major reason responsible for the differences in the reductive activation of these  

nitro-aromatics by NQO1 and CYP1A1/2. 
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Figure 3. Proposed scheme of reaction steps for aristolochic acid I reduction. 

O

O

OCH3

COO
-

NO2

O

O

OCH3

N

O

OH

O

O

OCH3

COO
-

NO

O

O

OCH3

NH

O

+ H2

- H2O

+ H2

O

O

OCH3

COO
-

NHOH

- OH-

+ H2

- H2O

O

O

OCH3

N
+

O

- OH-

AAI-derived
DNA adducts

+DNA

1. 2.

3.

4a.5.

O

O

OCH3

COO
-

NH
+3'.

- OH-

+DNA

O

O

OCH3

N

O

O

CH3

O

- CH3COO-

O

O

OCH3

N

O

O

S
O

O
O

-

- SO4
2-

+ H2
- OH-

?

4b. 4c.

2.+3.

 

4. Binding of 3-NBA and AAI to the Active Sites of NQO1 and CYP1A1/2 Enzymes 

Another reason that might be responsible for the difference in the ability of NQO1 and CYP1A1/2 

to reduce 3-NBA and AAI to species forming DNA adducts may be the affinity of these compounds to 

the active sites of these enzymes. 

4.1. Binding of 3-NBA and AAI to the Active Site of NQO1 

In order to examine the molecular basis of the reductive activation of 3-NBA and AAI by NQO1, 

their binding to the active centre of NQO1 was modeled. In silico docking of 3-NBA and AAI to the 

active site of the NQO1 dimeric molecule was performed by the soft-soft (flexible) docking procedure, 

which is suitable to model enzymatic processes [52,69,73]. The calculated model structures for the 

NQO1-3-NBA and NQO1-AAI complexes indicated that both compounds fit well into the active site 

of NQO1 with similar binding affinities. However, there are still insufficient mechanistic and kinetic 

studies on the mechanism and substrate specificity of NQO1. Based on X-ray structures of binary 

complexes of duroquinone and human NQO1, a two-electron reduction mechanism by direct hydride 

transfer from N5 of a flavin cofactor of NQO1 to the substrate has been proposed [101]. Docking 

calculations using the dimeric biologically active molecule of NQO1, containing either of the two 

possible forms of reduced flavin adenine dinucleotide (FAD)—the anionic form or the protonated enol 

form—predict negligible differences between 3-NBA and AAI binding affinities. The estimated free 
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energies of 3-NBA or AAI binding to NQO1 with the anionic form of FAD or the protonated enol 

form are similar, 5.7 or 5.7 kcal/mol for 3-NBA, respectively, and 6.4 or 6.3 kcal/mol for AAI, 

respectively (Figures 4 and 5, Table 4). 

Table 4. The predicted binding free energies and distances facilitating the H-transfer for 

AAI, 3-NBA and their reduced metabolites to human NQO1. The data is taken from 

previous studies [52,69,73]. 

Compound 

NQO1 FADH− Deprotonated 

(Anionic Form) 
NQO1 Enol-FADH2 (Protonated Form) 

direct H-transfer direct H-transfer mediated H-transfer (e−,H+,e−) 

Estimated 

Free Energy 

of binding 

[kcal/mol] 

N5(FAD)-

O(NBA/AAI) 

distance [Å] a 

Estimated 

Free Energy 

of binding 

[kcal/mol] 

N5(FAD)-

O(NBA/AAI) 

distance [Å] a 

Estimated 

Free Energy 

of binding 

[kcal/mol] 

OH(Y128)-

O(NBA/AAI) 

distance [Å] b 

3-NBA −5.7 3.7 −5.7 3.5 −6.2 3.1 

AAI −6.4 3.2 −6.3 3.2 −7.9 2.8 

a, Distance between the oxygen in nitro group of AAI and that in nitro group of 3-NBA and nitrogen 5 of 

reduced FAD, see Figures 4 and 5; b, Distance between the oxygen in nitro group of AAI and in group of  

3-NBA and OH group of Tyr128, see Figures 4 and 5. 

The orientations of the 3-NBA molecule in the active site is such that the nitro group is close to the 

hydrogen on N5 of the isoalloxazine ring of FAD (3.7 Å (Figure 4A) and 3.5 Å (Figure 4B) and Table 4). 

These spatial arrangements favor a hydride transfer to the nitro group of 3-NBA. A hydrogen bond 

between the OH group of Tyr128 and O7 of 3-NBA probably stabilizes this orientation, facilitating the 

reduction of 3-NBA (Figure 4) [52]. 

The orientations of the AAI molecule in the active site result in distances of the nitro group to the 

hydrogen on N5 of the isoalloxazine ring of reduced FAD of 3.2 Å in both forms (Figure 5A,B; Table 4), 

which are similar to those in 3-NBA binding to NQO1 and therefore are appropriate for a direct 

hydride transfer to the nitro group of this carcinogen. 

However, the predicted binding affinities of these complexes are 1.5–1.7 kcal/mol weaker than 

those of another binding mode, which facilitates the alternative three-step (e−, H+, e−) reduction 

mechanism (Figure 5C, Table 4). The major factor making the direct hydride transfer more 

disadvantageous is probably the necessity of placing the nitro group close to N5 of FAD, which results 

in burying the neighboring carboxylic group of AAI deep into the hydrophobic binding pocket of 

NQO1. Moving of this highly polar group from solution into the hydrophobic environment of the  

non-polar binding pocket could therefore be a significant factor destabilizing the direct hydride 

transfer complex. AAI in the alternative three-step (e−, H+, e−) reduction complex, shown in Figure 5C, 

however, accommodates its carboxylic group near the access channel, thereby maximizing its contact 

with solvent. Hydroxy groups of Tyr128 and Tyr126 also contribute to the stabilization of this 

alternative AAI binding orientation through hydrogen bonding of oxygens of the nitro group (Figure 5). 

We believe this might be the major reason why the three-step (e−, H+, e−) reduction mechanism can 

play a role in reductive activation of AAI by NQO1. 
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This alternative three-step (e−, H+, e−) reduction mechanism is also possible for the reduction of  

3-NBA by NQO1. However, the predicted binding affinities of complexes of the anionic and the 

protonated enol form with 3-NBA are only 0.5 kcal/mol weaker than those of another binding mode 

facilitating the e−, H+, e− reduction mechanism (Figure 4C, Table 4). Therefore, this mechanism of  

3-NBA reduction is less probable than that of AAI reduction. 

Figure 4. The binding orientations resulting from molecular docking calculations enabling 

the hydrogen transfer from N5 of isoalloxazine ring of FAD to the nitro group of 3-NBA 

(A,B) are shown docked to the active site of human NQO1. The two possible forms of 

reduced isoalloxazine ring—ionized enolate and protonated enol—bound to the NQO1 

active site are labeled with subscript A and B, respectively. Binding orientations favoring a 

proposed alternative three-step (e−, H+, e−) reduction is labeled as (C). The 3-NBA ligand 

is positioned parallel to the flavin prosthetic group. FAD cofactor and amino acids residues 

within 5.5 Å from ligand are rendered as bold sticks, and sticks and lines, respectively. 

Panels A and B are taken from [52]. 

 

Figure 5. The binding orientations resulting from molecular docking calculations 

facilitating the hydride transfer from N5 of the isoalloxazine ring of reduced FAD of 

human NQO1 to the oxygen of AAI. The two possible forms of the reduced isoalloxazine 

ring (ionized enolate and protonated enol) bound to the NQO1 active site are labeled (A) 

and (B), respectively. Binding orientations favoring a proposed alternative three-step  

(e−, H+, e−) reduction is labeled as (C). AAI and its derivative, FAD cofactor and amino 

acids residues within 5.5 Å from ligand are rendered as bold sticks, and sticks and lines, 

respectively [69,73]. 

 

The role of Tyr128 together with His161, as a general acid and proton donor during  

NQO1-catalyzed reduction of quinones, was proposed earlier [102], but only to support the hydride 

transfer from N5, or possibly N1. The (e−, H+, e−) reduction mechanism we propose would start from a 
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protonated enol form of reduced FAD (stabilized by the enzyme), where electrons could be transferred 

directly via π-stacking interactions and the first proton from O2 (enol group of reduced FAD) is 

relayed through Tyr155, His161 and Tyr128 to the nitro-group of AAI, without direct hydride transfer 

from N5, N1 or O2. 

4.2. Binding of 3-NBA and AAI to the Active Sites of CYP1A1 and 1A2 

Molecular modeling (in silico docking, employing soft-soft, flexible, docking procedure [52,69,73,90] 

was used also in studies to evaluate interactions of 3-NBA or AAI with the active site of some human 

CYPs, and to explain the high potency of CYP1A1 and 1A2 to reduce 3-NBA and AAI (Figures 6 and 7). 

In addition, the results in these studies provided an explanation why mainly CYP1A1 and 1A2 are 

effective in the nitroreduction of these carcinogens, while their structurally similar analogue CYP1B1 

is almost ineffective in catalyzing this reaction (Table 2) [77]. 3-NBA activation catalyzed by CYP1B1 

reconstituted with POR was even lower than that by POR alone (Table 2). The direct hydride transfer 

that is typical for reduction of 3-NBA and AAI by NQO1 [52,69,73] is not applicable to the CYPs 

studied as they lack a suitable hydride donor group in their active sites. Therefore, only the stepwise 

reduction mechanism (e−, H+, e−, H+), which is an alternative for the reduction of AAI or 3-NBA by 

NQO1 (Section 2.3 and [69,73]) are applicable for CYPs. 

Predicted binding free energies, distances between the 3-NBA ligand and a heme cofactor, and 

orientations of 3-NBA binding in the active sites of CYP1A1, 1A2 and 1B1 are similar. This is also 

true for the AAI ligand (Table 5, Figures 6 and 7). 

Table 5. The estimated binding free energies and distances between 3-NBA and AAI 

ligands and heme cofactor of CYPs for the best ranked complexes shown in Figures 6 and 7. 

Data for AAI are taken from our previous work [90]. 

 CYP1A1 CYP1A2 CYP1B1 

 

Estimated Free 

Energy of 

binding 

[kcal/mol] 

3-NBA/AAI—

heme distance 

[Å] a 

Estimated Free 

Energy of 

binding 

[kcal/mol] 

3-NBA/AAI—

heme distance 

[Å] a 

Estimated Free 

Energy of 

binding 

[kcal/mol] 

3-NBA/AAI—

heme distance 

[Å] a 

3-NBA −8.04 4.2 −8.02 4.5 −7.73 4.7 

AAI −5.66 3.9 −5.81 3.2 −5.59 3.0 
a, Distance between the heme cofactor and AAI or 3-NBA, see Figures 6 and 7. 

The most preferred orientations of 3-NBA in the active sites of all studied CYPs allows fast 

electron flow from the porphyrin ring of the heme cofactor. Predicted orientations of 3-NBA in the 

CYP1A1 and CYP1A2 active sites are virtually identical. The binding orientation of the nitro-group of 

3-NBA in direct vicinity of a potential proton donor group, namely the hydroxyl groups of Thr497 and 

Thr498 in CYP1A1 and 1A2, respectively, allows reduction of this compound (Figure 6A,B). In 

contrast, the most preferred orientation of 3-NBA in the active site of CYP1B1 places the nitro-group 

close to amidic side chains of Asn228 and Gln332, which are inferior proton donors compared to the 

hydroxyl group of Thr497/Thr498 in CYP1A1/1A2. 
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Figure 6. The most favorable binding orientations of 3-NBA docked into the active site of 

CYP1A1 (A), 1A2 (B) and 1B1 (C). Hydrogen bonds between 3-NBA and the amino acid 

residues in active site residues are rendered as dashed black lines. 3-NBA (pink), heme 

(grey) and side chains of important amino acid residues (cyan) are rendered as bold sticks; 

iron ions as orange spheres. 

 

The carboxylic group of AAI in the binding position is situated directly above the heme iron. This 

ligand orientation in CYP1A1/1A2 is further stabilized by two hydrogen bonds; one between an 

oxygen atom of the nitro-group of AAI and the hydroxyl group of Ser122/Thr124 and the second bond 

between an oxygen atom of the dioxolane ring of AAI and the hydroxyl group of Thr497/Thr498. 

However, for the complex of CYP1B1 with AAI any hydrogen bonding to the nitro group of AAI is 

prevented as Ser122/Thr124 residues in the CYP1A1/2 protein are replaced by the hydrophobic 

residue Ala133 in CYP1B1 (Figure 7A,B). Therefore, the hydroxyl group of Ser122/Thr124 residue, 

which is the only polar hydrogen placed close to the nitro group of AAI, is mechanistically important, 

providing a proton required for the stepwise reduction process [90]. 

Figure 7. The most favorable binding orientations of AAI docked into the active site of 

CYP1A1 (A), 1A2 (B) and 1B1 (C). Hydrogen bonds between AAI and the amino acid 

residues in active site residues are rendered as dashed black lines. AAI (pink), heme (grey) 

and side chains of important amino acid residues (cyan) are rendered as bold sticks; iron 

ions as orange spheres. 

 
A B C 
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5. Conclusions 

The data summarized in this review, together with the results shown in Tables 1 and 2, indicate that 

of the tested enzymes, NQO1 most efficiently activates 3-NBA and AAI to form DNA adducts in vitro 

and in vivo. Similar amounts of 3-NBA- and AAI-derived DNA adducts were formed during the 

reductive activation of these carcinogens by human NQO1 in vitro. This finding suggests that the two 

step reduction of these compounds to their ultimate reactive metabolite, N-OH-3-ABA from 3-NBA 

and N-hydroxyaristolactam I from AAI, proceeds with analogous efficiency. Further, they suggest  

that the reactivity of the ion formed from N-OH-3-ABA and the cyclic cation derived from  

N-hydroxyaristolactam I, reacting with nucleophilic centers of dG and dA bases in DNA should be 

similar. These suggestions were confirmed in studies utilizing thermodynamic approaches (Table 3) 

which also indicated similar mechanisms by which NQO1 catalyzes the reduction of 3-NBA and AAI. 

The results emphasize the importance of NQO1 in the genotoxicity of both carcinogens and 

demonstrate that the levels of NQO1 protein expression and its enzyme activity in human individuals 

are key determinants for a cancer risk of 3-NBA and AAI to humans. 

The data in this review also shows the capabilities of human CYP1A1 and 1A2 to activate 3-NBA 

and AAI in vitro and in vivo and propose a mechanism for 3-NBA and AAI reduction reactions. The 

presence of the amino acid residues Ser or Thr that possess a polar hydrogen required for the stepwise 

reduction process in the active sites of both CYPs is necessary. 

However, the efficacies of human CYP1A1/2 to reductively activate these carcinogens to their 

ultimate reactive intermediates are almost 24-fold lower than that of human NQO1 (Tables 1 and 2). 

These results, together with findings showing similarities among the efficacies of the stepwise 

reduction of 3-NBA and AAI to their ultimate reactive intermediates (N-hydroxylated metabolites) and 

the reactivity of the ions derived from these intermediates binding to DNA, indicate that the lower 

efficiency of CYP1A1/2 compared to NQO1 to reductively activate both carcinogens might be caused 

by other factors. These are: (i) different affinities for NQO1 and CY1A1/2; (ii) the ease of the electron 

transport from the hydride donors (cofactors or amino acids in the active centers) to the nitro group; 

and/or (iii) the reaction kinetics catalyzed by both types of enzymes. The values of free energies of  

3-NBA and AAI binding ranged from 5.7 to 8 kcal/mol, and are thus appropriate for reduction of both 

carcinogens. The predicted binding affinities of complexes of CYP1A1, CYPA2 and CYP1B1 with  

3-NBA are 2.0–2.3 kcal/mol weaker than those of NQO1 with this carcinogen, which would facilitate 

a higher degree of reduction catalyzed by these CYPs than by NQO1. However, this is opposite to the 

results found experimentally. Hence, these findings indicate that the binding affinities are not the 

reason for the differences between the two enzymes in activation of these carcinogens to DNA 

adducts. The orientations of 3-NBA and AAI in the active sites of NQO1 and CYP1A1/2 showed 

shorter distances between the electron donors of NQO1 than those of CYP1A1/2, which might 

facilitate reduction by NQO1. Therefore, this feature might, at least partially, be responsible for the 

higher efficiency of NQO1 compared to CYP1A1/2 to reduce 3-NBA and AAI. However, these 

differences seem to be too low to explain an almost 24-fold difference in DNA adduct formation 

catalyzed by NQO1 compared to CYP1A1/2. Therefore, the kinetics of the reactions catalyzed by  

both enzymes seems to be an additional factor that contributes to the higher reductive activation of  

both carcinogens. 
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In conclusion, the combination of experimental and theoretical approaches was found useful to 

explain, at least to some extent, the NQO1- and CYP1A1/2-mediated reduction mechanisms of  

3-NBA and AAI. Theoretical approaches need to be carefully interpreted, but can help to refine  

experimental findings. 

Acknowledgments 

This work was supported by the Grant Agency of the Czech Republic (grant 14-18344S in panel 

P301) and Charles University (UNCE204025/2012). Work at King’s College London is supported by 

Cancer Research UK and the Wellcome Trust. VMA is a member of the Wellcome funded COMSIG 

(Causes Of Mutational SIGnatures) consortium. 

Author Contributions 

Conception and design: Marie Stiborová, Volker M. Arlt, Eva Frei, Heinz H. Schmeiser, Analysis 

and interpretation of the data: Marie Stiborová, Václav Martínek, Computational analysis: Václav 

Martínek, Marie Stiborová, Drafting of the article: Marie Stiborová, Volker M. Arlt, Eva Frei, Heinz 

H. Schmeiser, Critical revision of the article for important intellectual content: Marie Stiborová, 

Volker M. Arlt, Eva Frei, Heinz H. Schmeiser. 

Conflicts of Interest 

The authors declare no conflict of interest. 

References 

1. International Agency for Research on Cancer (IARC). Diesel and gasoline engine exhausts and 

some nitroarenes. In IARC Monographs on the Evaluation of Carcinogenic Risks to Humans; 

World Health Organization: Geneva, Switzerland, 1989. 

2. International Agency for Research on Cancer (IARC). Diesel and gasoline engine exhausts and 

some nitroarenes. In IARC Monographs on the Evaluation of Carcinogenic Risks to Humans; 

World Health Organization: Geneva, Switzerland, 2013. 

3. International Programme on Chemical Safety (IPCS). Selected nitro- and nitro-oxy-polycyclic 

aromatic hydrocarbons. In Environment Health Criteria Monographs; World Health 

Organization: Geneva, Switzerland, 2003. 

4. Tokiwa, H.; Ohnishi, Y. Mutagenicity and carcinogenicity of nitroarenes and their sources in the 

environment. Crit. Rev. Toxicol. 1986, 17, 23–60. 

5. Zimmermann, K.; Jariyasopit, N.; Massey Simonich, S.L.; Tao, S.; Atkinson, R.; Arey, J. 

Formation of nitro-PAHs from the heterogeneous reaction of ambient particle-bound PAHs with 

N2O5/NO3/NO2. Environ. Sci. Technol. 2013, 47, 8434–4842. 

6. Arlt, V.M.; Glatt, H.; Gamboa da Costa, G.; Reynisson, J.; Takamura-Enya, T.; Phillips, D.H. 

Mutagenicity and DNA adduct formation by the urban air pollutant 2-nitrobenzanthrone.  

Toxicol. Sci. 2007, 98, 445–457. 



Int. J. Mol. Sci. 2014, 15 10288 

 

 

7. Attfield, M.D.; Schleiff, P.L.; Lubin, J.H.; Blair, A.; Stewart, P.A.; Vermeulen, R.; Coble, J.B.; 

Silverman, D.T. The diesel exhaust in miners study: A cohort mortality study with emphasis on 

lung cancer. J. Natl. Cancer Inst. 2012, 104, 869–883. 

8. Silverman, D.T.; Samanic, C.M.; Lubin, J.H.; Blair, A.E.; Stewart, P.A.; Vermeulen, R.; Coble, J.B.; 

Rothman, N.; Schleiff, P.L.; Travis, W.D.; et al. The diesel exhaust in miners study: A nested 

case-control study of lung cancer and diesel exhaust. J. Natl. Cancer Inst. 2012, 104, 855–868. 

9. Wiessler, M. DNA adducts of pyrrolizidine alkaloids, nitroimidazoles and aristolochic acid. 

IARC Sci. Publ. 1994, 125, 165–177. 

10. International Agency for Research on Cancer (IARC). Some traditional herbal medicines, some 

mycotoxins, naphthalene and styrene. In Environment Health Criteria Monographs; World 

Health Organization: Geneva, Switzerland, 2002. 

11. International Agency for Research on Cancer (IARC). A review of human CARCINOGENS: 

Pharmaceuticals. In Environ. Health Criteria Monographs; World Health Organization: Geneva, 

Switzerland, 2012. 

12. Purohit, V.; Basu, A.K. Mutagenicity of nitroaromatic compounds. Chem. Res. Toxicol. 2000, 3, 

673–692. 

13. Enya, T.; Suzuki, H.; Watanabe, T.; Hirayama, T.; Hisamatsu, Y. 3-Nitrobenzanthrone, a 

powerful bacterial mutagen and suspected human carcinogen found in diesel exhausts and 

airborne particulates. Environ. Sci. Technol. 1997, 31, 2772–2776. 

14. Seidel, A.; Dahmann, D.; Krekeler, H.; Jacob, J. Biomonitoring of polycyclic aromatic 

compounds in the urine of mining workers occupationally exposed to diesel exhaust. Int. J. Hyg. 

Environ. Health 2002, 204, 333–338. 

15. Arlt, V.M. 3-Nitrobenzanthrone, a potential human cancer hazard in diesel exhaust and urban air 

pollution: A review of the evidence. Mutagenesis 2005, 20, 399–410. 

16. Nagy, E.; Zeisig, M.; Kawamura, K.; Hisumatsu, Y.; Sugeta, A.; Adachi, S; Moller, L.  

DNA-adduct and tumor formations in rats after intratracheal administration of the urban air 

pollutant 3-nitrobenzanthrone. Carcinogenesis 2005, 26, 1821–1828. 

17. Reynisson, J.; Stiborová, M.; Martínek, V.; Gamboa da Costa, G.; Phillips, D.H.; Arlt, V.M. 

Mutagenic potential of nitrenium ions of nitrobenzanthrones: Correlation between theory and 

experiment. Environ. Mol. Mutagen. 2008, 49, 659–667. 

18. Bieler, C.A.; Wiessler, M.; Erdinger, L.; Suzuki, H.; Enya, T.; Schmeiser, H.H. DNA adduct 

formation from the mutagenic air pollutant 3-nitrobenzanthrone. Mutat. Res. 1999, 439, 307–311. 

19. Arlt, V.M.; Bieler, C.A.; Mier, W.; Wiessler, M.; Schmeiser, H.H. DNA adduct formation by the 

ubiquitous environmental contaminant 3-nitrobenzanthrone in rats determined by 32P-postlabeling. 

Int. J. Cancer 2001, 93, 450–454. 

20. Arlt, V.M.; Schmeiser, H.H.; Osborne, M.R.; Kawanishi, M.; Kanno, T.; Yagi, T.; Phillips, D.H.; 

Takamura-Enya, T. Identification of three major DNA adducts formed by the carcinogenic air 

pollutant 3-nitrobenzanthrone in rat lung at the C8 and N2 position of guanine and at the N6 

position of adenine. Int. J. Cancer 2006, 118, 2139–2146. 

21. Arlt, V.M.; Zhan, L.; Schmeiser, H.H.; Honma, M.; Hayashi, M.; Phillips, D.H.; Suzuki, T. DNA 

adducts and mutagenic specificity of the ubiquitous environmental pollutant 3-nitrobenzanthrone 

in Muta Mouse. Environ. Mol. Mutagen. 2004, 43, 186–195. 



Int. J. Mol. Sci. 2014, 15 10289 

 

 

22. Arlt, V.M.; Gingerich, J.; Schmeiser, H.H.; Phillips, D.H.; Douglas, G.R.; White, P.A. 

Genotoxicity of 3-nitrobenzanthrone and 3-aminobenzanthrone in Muta Mouse and lung 

epithelial cells derived from Muta Mouse. Mutagenesis 2008, 23, 483–490. 

23. Vom Brocke, J.; Krais, A.; Whibley, C.; Hollstein, M.C.; Schmeiser, H.H. The carcinogenic air 

pollutant 3-nitrobenzanthrone induces GC to TA transversion mutations in human p53 

sequences. Mutagenesis 2009, 24, 17–23. 

24. Vanherweghem, J.L.; Depierreux, M.; Tielemans, C.; Abramowicz, D.; Dratwa, M.; Jadoul, M.; 

Richard, C.; Valdervelde, D.; Verbeelen, D.; Vanhaelen-Fastre, B.; et al. Rapidly progressive 

interstitial renal fibrosis in young women: Association with slimming regimen including Chinese 

herbs. Lancet 1993, 341, 387–391. 

25. Arlt, V.M.; Stiborova, M.; Schmeiser, H.H. Aristolochic acid as a probable human cancer hazard 

in herbal remedies: A review. Mutagenesis 2002, 17, 265–277. 

26. Debelle, F.D.; Vanherweghem, J.L; Nortier, J.L. Aristolochic acid nephropathy: A worldwide 

problem. Kidney Int. 2008, 74, 158–169. 

27. Schmeiser, H.H.; Stiborová, M.; Arlt, V.M. Chemical and molecular basis of the carcinogenicity 

of Aristolochia plants. Curr. Opin. Drug Discov. Dev. 2009, 12, 141–148. 

28. Gökmen, M.R.; Cosyns, J.P.; Arlt, V.M.; Stiborová, M.; Phillips, D.H.; Schmeiser, H.H.; 

Simmonds, M.S.J.; Look, H.T.; Vanherweghem, J.L.; Nortier, J.L.; et al. The epidemiology, 

diagnosis and management of Aristolochic Acid Nephropathy: A narrative review. Ann. Intern. Med. 

2013, 158, 469–477. 

29. Nortier, J.L.; Martinez, M.C.; Schmeiser, H.H.; Arlt, V.M.; Bieler, C.A.; Petein, M.;  

Depierreux, M.F.; de Pauw, L.; Abramowicz, D.; Vereerstraeten, P.; et al. Urothelial carcinoma 

associated with the use of a Chinese herb (Aristolochia fangchi). N. Engl. J. Med. 2000, 342, 

1686–1692. 

30. Arlt, V.M.; Ferluga, D.; Stiborova, M.; Pfohl-Leszkowicz, A.; Vukelic, M.; Ceovic, S.; 

Schmeiser, H.H.; Cosyns, J.P. Is aristolochic acid a risk factor for Balkan endemic  

nephropathy-associated urothelial cancer? Int. J. Cancer 2002, 101, 500–502. 

31. Arlt, V.M.; Stiborova, M.; vom Brocke, J.; Simoes, M.L.; Lord, G.M.; Nortier, J.L.; Hollstein, M.; 

Phillips, D.H.; Schmeiser, H.H. Aristolochic acid mutagenesis: Molecular clues to the  

aetiology of Balkan endemic nephropathy-associated urothelial cancer. Carcinogenesis 2007, 28, 

2253–2261. 

32. Grollman, A.P.; Shibutani, S.; Moriya, M.; Miller, F.; Wu, L.; Moll, U.; Suzuki, N.; Fernandes, A.; 

Rosenquist, T.; Medverec, Z.; et al. Aristolochic acid and the etiology of endemic (Balkan) 

nephropathy. Proc. Natl. Acad. Sci. USA 2007, 104, 12129–12134. 

33. Moriya, M.; Slade, N.; Brdar, B.; Medverec, Z.; Tomic, K.; Jelakovic, B.; Wu, L.; Truong, S.; 

Fernandes, A.; Grollman, A.P. TP53 Mutational signature for aristolochic acid: an environmental 

carcinogen. Int. J. Cancer 2011, 129, 1532–1536. 

34. Jelakovic, B.; Nikolic, J.; Radovanovic, Z.; Nortier, J.; Cosyns, J.P.; Grollman, A.P.; Basic-Jukic, N.; 

Belicza, M.; Bukvic, D.; Cavaljuga, S.; et al. Consensus statement on screening, diagnosis, 

classification and treatment of endemic (Balkan) nephropathy. Nephrol. Dial. Transplant. 2013,  

in press. 



Int. J. Mol. Sci. 2014, 15 10290 

 

 

35. Schmeiser, H.H.; Bieler, C.A.; Wiessler, M.; van Ypersele de Strihou, C.; Cosyns, J.P. Detection 

of DNA adducts formed by aristolochic acid in renal tissue from patients with Chinese herbs 

nephropathy. Cancer Res. 1996, 56, 2025–2028. 

36. Yun, B.H.; Rosenquist, T.A.; Sidorenko, V.; Iden, C.R.; Chen, C.H.; Pu, Y.S.; Bonala, R.; 

Johnson, F.; Dickman, K.G.; Grollman, A.P.; et al. Biomonitoring of aristolactam-DNA adducts 

in human tissues using ultra-performance liquid chromatography/ion-trap mass spectrometry. 

Chem. Res. Toxicol. 2012, 25, 1119–1131. 

37. Jelaković, B.; Karanović, S.; Vuković-Lela, I.; Miller, F.; Edwards, K.L.; Nikolić, J.; Tomić, K.; 

Slade, N.; Brdar, B.; Turesky, R.J.; et al. Aristolactam-DNA adducts are a biomarker of 

environmental exposure to aristolochic acid. Kidney Int. 2012, 81, 559–567. 

38. Schmeiser, H.H.; Nortier, J.,L.; Singh, R.; Gamboa da Costa, G.; Sennesael, J.; Cassuto-Viguier, E.; 

Ambrosetti, D.; Rorive, S.; Pozdzik, A.; Phillips, D.H.; et al. Exceptionally long-term persistence 

of DNA adducts formed by carcinogenic aristolochic acid I in renal tissue from patients with 

aristolochic acid nephropathy. Int. J. Cancer, 2014, 135, 502–507. 

39. Lord, G.M.; Hollstein, M.; Arlt, V.M.; Roufosse, C.; Pusey, C.D.; Cook, T.; Schmeiser, H.H. 

DNA adducts and p53 mutations in a patient with aristolochic acid-associated nephropathy.  

Am. J. Kidney Dis. 2004, 43, e11–e17. 

40. Chen, C.H.; Dickman, K.G.; Moriya, M.; Zavadil, J.; Sidorenko, V.S.; Edwards, K.L.;  

Gnatenko, D.V.; Wu, L.; Turesky, R.J.; Wu, X.R.; et al. Aristolochic acid-associated urothelial 

cancer in Taiwan. Proc. Natl. Acad. Sci. USA 2012, 109, 8241–8246. 

41. Hoang, M.L.; Chen, C.H.; Sidorenko, V.S.; He, J.; Dickman, K.G.; Yun, B.H.; Moriya, M.; 

Niknafs, N.; Douville, C.; Karchin, R.; et al. Mutational signature of aristolochic acid exposure as 

revealed by whole-exome sequencing. Sci. Transl. Med. 2013, 5, doi:10.1126/scitranslmed.3006200. 

42. Poon, S.L; Pang, S.T.; McPherson, J.R.; Yu, W.; Huang, K.K.; Guan, P.; Weng, W.H.;  

Siew, E.Y.; Liu, Y.; Heng, H.L.; et al. Genome-wide mutational signatures of aristolochic acid 

and its application as a screening tool. Sci. Transl. Med. 2013, 5, 197ra101. 

43. Olivier, M.; Hollstein, M.; Schmeiser, H.H.; Straif, K.; Wild, C.P. Upper urinary tract urothelial 

cancer: Where it is A:T. Nat. Rev. 2012, 12, 503–504. 

44. Stiborová, M.; Frei, E.; Arlt, V.M.; Schmeiser, H.H. Metabolic activation of carcinogenic 

aristolochic acid, a risk factor for Balkan endemic nephropathy. Mutat. Res. 2008, 658, 55–67. 

45. Stiborová, M.; Frei, E.; Schmeiser, H.H. Biotransformation enzymes in development of renal 

injury and urothelial cancer caused by aristolochic acid. Kidney Int. 2008, 73, 1209–1211. 

46. Stiborová, M.; Martínek, V.; Frei, E.; Arlt, V.M.; Schmeiser, H.H. Enzymes metabolizing 

aristolochic acid and their contribution to the development of Aristolochic acid nephropathy and 

urothelial cancer. Curr. Drug Metab. 2013, 14, 695–705. 

47. Stiborová, M.; Frei, E.; Arlt, V.M.; Schmeiser, H.H. Knock-out and humanized mice as suitable 

tools to identify enzymes metabolizing the human carcinogen aristolochic acid. Xenobiotica 

2014, 44, 135–145. 



Int. J. Mol. Sci. 2014, 15 10291 

 

 

48. Arlt, V.M.; Stiborová, M.; Henderson, C.J.; Osborne, M.R.; Bieler, C.A.; Frei, E.; Martínek, V.; 

Sopko, B.; Wolf, C.R.; Schmeiser, H.H.; et al. The environmental pollutant and potent mutagen 

3-nitrobenzanthrone forms DNA adducts after reduction by NAD(P)H:quinone oxidoreductase and 

conjugation by acetyltransferases and sulfotransferases in human hepatic cytosols. Cancer Res. 

2005, 65, 2644–2652. 

49. Stiborová, M.; Dračínská, H.; Hájková, J.; Kadeřábková, P.; Frei, E.; Schmeiser, H.H.;  

Souček, P.; Phillips, D.H.; Arlt, V.M. The environmental pollutant and carcinogen  

3-nitrobenzanthrone and its human metabolite 3-aminobenzanthrone are potent inducers of  

rat hepatic cytochromes P450 1A1 and -1A2 and NAD(P)H:quinone oxidoreductase.  

Drug Metab. Dispos. 2006, 34, 1398–1405. 

50. Stiborová, M.; Dracínská, H.; Mizerovská, J.; Frei, E.; Schmeiser, H.H.; Hudecek, J.; Hodek, P.; 

Phillips, D.H.; Arlt. V.M. The environmental pollutant and carcinogen 3-nitrobenzanthrone 

induces cytochrome P450 1A1 and NAD(P)H:quinone oxidoreductase in rat lung and kidney, 

thereby enhancing its own genotoxicity. Toxicology 2008, 247, 11–22. 

51. Stiborová, M.; Dracínská, H.; Martínková, M.; Mizerovská, J.; Hudecek, J.; Hodek, P.; Liberda, J.; 

Frei, E.; Schmeiser, H.H.; Phillips, D.H.; et al. 3-aminobenzanthrone, a human metabolite of the 

carcinogenic environmental pollutant 3-nitrobenzanthrone, induces biotransformation enzymes in 

rat kidney and lung. Mutat. Res. 2009, 676, 93–101. 

52. Stiborová, M.; Martínek, V.; Svobodová, M.; Sístková, J.; Dvorák, Z.; Ulrichová, J.; Simánek, V.; 

Frei, E.; Schmeiser, H.H.; Phillips, D.H.; et al. Mechanisms of the different DNA adduct  

forming potentials of the urban air pollutants 2-nitrobenzanthrone and carcinogenic  

3-nitrobenzanthrone. Chem. Res. Toxicol. 2010, 23, 1192–1201. 

53. Mizerovská, J.; Dračínská, H.; Frei, E.; Schmeiser, H.H.; Arlt, V.M.; Stiborová, M. Induction of 

biotransformation enzymes by the carcinogenic air-pollutant 3-nitrobenzanthrone in liver, kidney 

and lung, after intra-tracheal instillation in rats. Mutat. Res. 2011, 720, 34–41. 

54. Borlak, J.; Hansen, T.; Yuan, Z.X.; Sikka, H.C.; Kumar, S.; Schmidbauer, S.; Frank, H.; Jacob, J.; 

Seidel, A. Metabolism and DNA-binding of 3-nitrobenzanthrone in primary rat alveolar type II 

cells, in human fetal bronchial, rat epithelial and mesenchymal cell lines. Polycycl. Aromat. Compd. 

2000, 21, 73–86. 

55. Arlt, V.M.; Phillips, D.H.; Reynisson, J. Theoretical investigations on the formation of 

nitrobenzanthrone-DNA adducts. Org. Biomol. Chem. 2011, 9, 6100–6110. 

56. Osborne, M.R.; Arlt, V.M.; Kliem, C.; Hull, W.E.; Mirza, A.; Bieler, C.A.; Schmeiser, H.H.; 

Phillips, D.H. Synthesis, characterization, and 32P-postlabeling analysis of DNA adducts derived 

from the environmental contaminant 3-nitrobenzanthrone. Chem. Res. Toxicol. 2005, 18, 1056–1070. 

57. Takamura-Enya, T., Kawanishi, M.; Yagi, T.; Hisamatsu, Y. Structural identification of  

DNA adducts derived from 3-nitrobenzanthrone, a potent carcinogen present in the atmosphere. 

Chem. Asian J. 2007, 2, 1174–1185. 

58. Gamboa da Costa, G,; Singh, R.; Arlt, V.M.; Mirza, A.; Richards, M.; Takamura-Enya, T.; 

Schmeiser, H.H.; Farmer, P.B.; Phillips, D.H. Quantification of 3-nitrobenzanthrone-DNA 

adducts using online column-switching HPLC-electrospray tandem mass spectrometry.  

Chem. Res. Toxicol. 2009, 22, 1860–1868. 



Int. J. Mol. Sci. 2014, 15 10292 

 

 

59. Pfau, W.; Schmeiser, H.H.; Wiessler, M. 32P-postlabelling analysis of the DNA adducts formed 

by aristolochic acid I and II. Carcinogenesis 1990, 11, 1627–1633. 

60. Chan, W.; Luo, H.B.; Zheng, Y.; Cheng, Y.K.; Cai, Z. Investigation of the metabolism and 

reductive activation of carcinogenic aristolochic acids in rats. Drug Metab. Dispos. 2007, 35, 

866–874. 

61. Stiborova, M.; Hajek, M.; Vosmikova, H.; Frei, E.; Schmeiser, H.H. Isolation of DT-diaphorase 

[NAD(P)H dehydrogenase (quinone)] from rat liver cytosol: Identification of new enzyme 

substrates, carcinogenic aristolochic acids. Collect. Czech. Chem. Commun. 2001, 66, 959–972. 

62. Stiborová, M.; Levová, K.; Bárta, F.; Šulc, M.; Frei, E.; Arlt, V.M.; Schmeiser, H.H. The 

influence of dicoumarol on the bioactivation of the carcinogen aristolochic acid I in rats. 

Mutagenesis 2014, 29, 189–200. 

63. Arlt, V.M.; Zuo, J.; Trenz, K.; Roufosse, C.A.; Lord, G.M.; Nortier, J.L.; Schmeiser, H.H.; 

Hollstein, M.; Phillips, D.H. Gene expression changes induced by the human carcinogen 

aristolochic acid I in renal and hepatic tissue of mice. Int. J. Cancer 2011, 128, 21–32. 

64. Levova, K.; Moserova, M.; Nebert, D.W.; Phillips, D.H.; Frei, E.; Schmeiser, H.H.; Arlt, V.M.; 

Stiborova, M. NAD(P)H:quinone oxidoreductase expression in Cyp1a-knockout and  

CYP1A-humanized mouse lines and its effect on bioactivation of the carcinogen aristolochic  

acid I. Toxicol. Appl. Pharmacol. 2012, 265, 360–367. 

65. Barta, F.; Levova, K.; Frei, E.; Schmeiser, H.H.; Arlt, V.M.; Stiborova M. The effect of 

aristolochic acid I on NAD(P)H:quinone oxidoreductase expression in mice and rats—A 

comparative study. Mutat. Res. 2014, 768, 1–7. 

66. Hosoda, S.; Nakamura, W.; Hayashi, K. Properties and reaction mechanism of DT diaphorase 

from rat liver. J. Biol. Chem. 1974, 249, 6416–6423. 

67. Asher, G.; Dym, O.; Tsvetkov, P.; Adler, J.; Shaul, Y. The crystal structure of 

NAD(P)H:quinone oxidoreductase 1 in complex with its potent inhibitor dicoumarol. Biochemistry 

2006, 45, 6372–6378. 

68. Stiborová, M.; Frei, E.; Sopko, B.; Sopková, K.; Marková, V.; Laňková, M.; Kumstýřová, T.; 

Wiessler, M.; Schmeiser, H.H. Human cytosolic enzymes involved in the metabolic activation of 

carcinogenic aristolochic acid: Evidence for reductive activation by human NAD(P)H:quinone 

oxidoreductase. Carcinogenesis 2003, 24, 1695–1703. 

69. Stiborová, M.; Mareš, J.; Frei, E.; Arlt, V.M.; Martínek, V.; Schmeiser, H.H. The human carcinogen 

aristolochic acid I is activated to form DNA adducts by human NAD(P)H:quinone oxidoreductase 

without the contribution of acetyltransferases or sulfotransferases. Environ. Mol. Mutagen. 2011, 52, 

448–459. 

70. Chen, M.; Gong, L.; Qi, X.; Xing, G.; Luan, Y.; Wu, Y.; Xiao, Y.; Yao, J.; Li, Y.; Xue, X.; et al. 

Inhibition of renal NQO1 activity by dicoumarol suppresses nitroreduction of aristolochic acid I 

and attenuates its nephrotoxicity. Toxicol. Sci. 2011, 122, 288–296. 

71. Arlt, V.M.; Glatt, H.; Muckel, E.; Pabel, U.; Sorg, B.L.; Schmeiser, H.H.; Phillips, D.H. 

Metabolic activation of the environmental contaminant 3-nitrobenzanthrone by human 

acetyltransferases and sulfotransferase. Carcinogenesis 2002, 1937–1945. 



Int. J. Mol. Sci. 2014, 15 10293 

 

 

72. Arlt, V.M.; Glatt, H.; Muckel, E.; Pabel, U.; Sorg, B.L.; Seidel, A.; Frank, H.; Schmeiser, H.H.; 

Phillips, D.H. Activation of 3-nitrobenzanthrone and its metabolites by human acetyltransferases, 

sulfotransferases and cytochrome P450 expressed in Chinese hamster V79 cells. Int. J. Cancer 

2003, 105, 583–592. 

73. Martinek. V.; Kubickova, B.; Arlt, V.M.; Frei, E.; Schmeiser, H.H.; Hudecek, J.; Stiborova, M. 

Comparison of activation of aristolochic acid I and II with NADPH:quinone oxidoreductase, 

sulphotransferases and N-acetyltranferases. Neuro Endocrinol. Lett. 2011, 32, S57–S70. 

74. Meinl, W.; Pabel, U.; Osterloh-Quiroz, M.; Hengstler, J.G.; Glatt, H. Human sulphotransferases 

are involved in the activation of aristolochic acids and are expressed in renal target tissue.  

Int. J. Cancer 2006, 118, 1090–1097. 

75. Stiborová, M.; Frei, E.; Wiessler, M.; Schmeiser, H.H. Human enzymes involved in the 

metabolic activation of carcinogenic aristolochic acids: Evidence for reductive activation by 

cytochromes P450 1A1 and 1A2. Chem. Res. Toxicol. 2001, 14, 1128–1137. 

76. Stiborová, M.; Hájek, M.; Frei, E.; Schmeiser, H.H. Carcinogenic and nephrotoxic alkaloids 

aristolochic acids upon activation by NADPH:cytochrome P450 reductase form adducts found in 

DNA of patients with Chinese herbs nephropathy. Gen. Physiol. Biophys. 2001, 20, 375–392. 

77. Stiborová, M.; Frei, E.; Hodek, P.; Wiessler, M.; Schmeiser, H.H. Human hepatic and renal 

microsomes, cytochromes P450 1A1/2, NADPH:cytochrome P450 reductase and prostaglandin 

H synthase mediate the formation of aristolochic acid-DNA adducts found in patients with 

urothelial cancer. Int. J. Cancer 2005, 113, 189–197. 

78. Stiborová, M.; Sopko, B.; Hodek, P.; Frei, E.; Schmeiser, H.H.; Hudecek, J. The binding of 

aristolochic acid I to the active site of human cytochromes P450 1A1 and 1A2 explains their 

potential to reductively activate this human carcinogen. Cancer Lett. 2005, 229, 193–204. 

79. Arlt, V.M.; Stiborová, M.; Hewer, A.; Schmeiser, H.H.; Phillips, D.H. Human enzymes involved 

in the metabolic activation of the environmental contaminant 3-nitrobenzanthrone: Evidence for 

reductive activation by human NADPH:cytochrome P450 reductase. Cancer Res. 2003, 63, 

2752–2761. 

80. Arlt, V.M.; Hewer, A.; Sorg, B.L.; Schmeiser, H.H.; Phillips, D.H.; Stiborova, M.  

3-aminobenzanthrone, a human metabolite of the environmental pollutant 3-nitrobenzanthrone, 

forms DNA adducts after metabolic activation by human and rat liver microsomes: Evidence for 

activation by cytochrome P450 1A1 and P450 1A2. Chem. Res. Toxicol. 2004, 17, 1092–1101. 

81. Slepneva, I.A.; Sergeeva, S.V.; Khramtsov, V.V. Reversible inhibition of NADPH-cytochrome 

P450 reductase by α-lipoic acid. Biochem. Biophys. Res. Commun. 1995, 214, 1246–1253. 

82. Drahushuk, A.T.; McGarrigle, B.P.; Larsen, K.E.; Stegeman, J.J.; Olson, J.R. Detection of 

CYP1A1 protein in human liver and induction by TCDD in precision-cut liver slices incubated in 

dynamic organ culture. Carcinogenesis 1998, 19, 1361–1368. 

83. Stiborová, M.; Martínek, V.; Rýdlová, H.; Hodek, P.; Frei, E. Sudan I is a potential carcinogen 

for humans: Evidence for its metabolic activation and detoxication by human recombinant 

cytochrome P450 1A1 and liver microsomes, Cancer Res. 2002, 62, 5678–5684. 

84. Dragin, N.; Uno, S.; Wang, B.; Dalton, T.P.; Nebert, D.W. Generation of “humanized” 

hCYP1A1_1A2_Cyp1a1/1a2−/− mouse line. Biochem. Biophys. Res. Commun. 2007, 359, 635–642. 



Int. J. Mol. Sci. 2014, 15 10294 

 

 

85. Shi, Z.; Chen, Y.; Dong, H.; Amos-Kroohs, R.M.; Nebert, D.W. Generation of a “humanized” 

hCYP1A1_1A2_Cyp1a1/1a2−/−_Ahrd mouse line harboring the poor-affinity aryl hydrocarbon 

receptor. Biochem. Biophys. Res. Commun. 2008, 376, 775–780. 

86. Stiborová, M.; Levová, K.; Bárta F.; Shi, Z.; Frei, E.; Schmeiser, H.H.; Nebert, D.W.;  

Phillips, D.H.; Arlt, V.M. Bioactivation versus detoxication of the urothelial carcinogen 

aristolochic acid I by human cytochrome P450 1A1 and 1A2. Toxicol. Sci. 2012, 125, 345–358. 

87. Arlt, V.M.; Levová, K.; Bárta, F.; Shi, Z.; Evans, J.D.; Frei, E.; Schmeiser, H.H.; Nebert, D.W.; 

Phillips, D.H.; Stiborová, M. Role of P450 1A1 and P450 1A2 in bioactivation versus 

detoxication of the renal carcinogen aristolochic acid I: studies in Cyp1a1−/−, Cyp1a2−/−, and 

Cyp1a1/1a2−/− mice. Chem. Res. Toxicol. 2011, 24, 1710–1719. 

88. Rendic, S.; DiCarlo, F.J. Human cytochrome P450 enzymes: A status report summarizing their 

reactions, substrates, inducers, and inhibitors, Drug Metab. Rev. 1997, 29, 413–480. 

89. Levová, K.; Moserová, M.; Kotrbová, V.; Šulc, M.; Henderson, C.J.; Wolf, C.R.; Phillips, D.H.; 

Frei, E.; Schmeiser, H.H.; Mareš, J.; et al. Role of cytochromes P450 1A1/2 in detoxication and 

activation of carcinogenic aristolochic acid I: Studies with the hepatic NADPH:cytochrome P450 

reductase null (HRN) mouse model. Toxicol. Sci, 2011, 121, 43–56. 

90. Jerabek, P.; Martinek, V.; Stiborova, M. Theoretical investigation of differences in nitroreduction 

of aristolochic acid I by cytochromes P450 1A1, 1A2 and 1B1. Neuro Endocrinol. Lett. 2012, 33, 

25–32. 

91. Sistkova, J.; Hudecek, J.; Hodek, P.; Frei, E.; Schmeiser, H.H.; Stiborova, M. Human 

cytochromes P450 1A1 and 1A2 participate in detoxication of carcinogenic aristolochic acid. 

Neuro Endocrinol. Lett. 2008, 29, 733–737. 

92. Xiao, Y.; Ge, M.; Xue, X.; Wang, C.; Wang, H.; Wu, X.; Li, L.; Liu, L.; Qi, X.; Zhang, Y.; et al. 

Hepatic cytochrome P450s metabolize aristolochic acid and reduce its kidney toxicity. Kidney Int. 

2008, 73, 1231–1239. 

93. Rosenquist, T.A.; Einolf, H.J.; Dickman, K.G.; Wang, L.; Smith, A.; Grollman, A.P. 

Cytochrome P450 1A2 detoxicates aristolochic acid in the mouse. Drug Metab. Dispos. 2010, 

38, 761–768. 

94. Frisch, M.J.; Trucks, G.W;, Schlegel, H.B.; Scuseria, G.E.; Robb, M.A.; Cheeseman, J.R.; 

Montgomery, J.A., Jr.; Vreven, T.; Kudin, K.N.; Burant, J.C.; et al. Gaussian 03®; Gaussian, Inc.: 

Wallingford, CT, USA, 2003. 

95. Cossi, M.; Rega, N.; Scalmani, G. Energies, structures, and electronic properties of molecules in 

solution with the C-PCM solvation model. J. Comput. Chem. 2003, 24, 669–681. 

96. Florian, J.; Warshel, A. Langevin dipoles model for ab initio calculations of chemical processes 

in solution: Parametrization and application to hydration free energies of neutral and ionic solutes 

and conformational analysis in aqueous solution. J. Phys. Chem. B 1997, 101, 5583–5595. 

97. Arlt, V.M.; Wiessler, M.; Schmeiser, H.H. Using polymerase arrest to detect DNA binding 

specificity of aristolochic acid in the mouse H-ras gene. Carcinogenesis 2000, 21, 235–242. 

98. Arlt, V.M.; Schmeiser, H.H.; Pfeifer, G.P. Sequence-specific detection of aristolochic acid-DNA 

adducts in the human p53 gene by terminal transferase-dependent PCR. Carcinogenesis 2001, 

22, 133–140. 



Int. J. Mol. Sci. 2014, 15 10295 

 

 

99. Priestap, H.A.; de los Santos, C.; Quirke, J.M. Identification of a reduction product of 

aristolochic acid: Implications for the metabolic activation of carcinogenic aristolochic acid.  

J. Nat. Prod. 2010, 73, 1979–1986. 

100. Florian, J.; Warshel, A. Calculations of hydration entropies of hydrophobic, polar, and ionic 

solutes in the framework of the Langevin dipoles solvation model. J. Phys. Chem. B 1999, 103, 

10282–10288. 

101. Faig, M.; Bianchet, M.A.; Talalay, P.; Chen, S.; Winski, S.; Ross, D.; Amzel, L.M. Structures of 

recombinant human and mouse NAD(P)H:quinone oxidoreductases: species comparison and 

structural changes with substrate binding and release. Proc. Natl. Acad. Sci. USA 2000, 97,  

3177–3182. 

102. Zhou, Z.; Fisher, D.; Spidel, J.; Greenfield, J.; Patson, B.; Fazal, A.; Wigal, C.; Moe, O.A.; 

Madura, J.D. Kinetic and docking studies of the interaction of quinones with the quinone 

reductase active site. Biochemistry 2003, 42, 1985–1994. 

© 2014 by the authors; licensee MDPI, Basel, Switzerland. This article is an open access article 

distributed under the terms and conditions of the Creative Commons Attribution license 

(http://creativecommons.org/licenses/by/3.0/). 


