
HAL Id: hal-01903708
https://hal.science/hal-01903708v1

Submitted on 15 Jan 2020

HAL is a multi-disciplinary open access archive
for the deposit and dissemination of scientific re-
search documents, whether they are published or not.
The documentsmay come from teaching and research
institutions in France or abroad, or from public or pri-
vate research centers.

L’archive ouverte pluridisciplinaireHAL, est des-
tinée au dépôt et à la diffusion de documents scien-
tifiques de niveau recherche, publiés ou non, émanant
des établissements d’enseignement et de recherche
français ou étrangers, des laboratoires publics ou
privés.

HAL Authorization

Solar simulated light exposure alters metabolization and
genotoxicity induced by benzo[a]pyrene in human skin

Anne von Koschembahr, Antonia Youssef, David Béal, Clément Calissi, Etienne
Bourgart, Marie Marques, Marie-Thérèse Leccia, Jean-Philippe Giot, Anne Maitre,

Thierry Douki

To cite this version:
Anne von Koschembahr, Antonia Youssef, David Béal, Clément Calissi, Etienne Bourgart, et al.. Solar simu-
lated light exposure alters metabolization and genotoxicity induced by benzo[a]pyrene in human skin. Sci-
entific Reports, 2018, 8 (1), ⟨10.1038/s41598-018-33031-8⟩. ⟨hal-01903708⟩

https://hal.science/hal-01903708v1
https://about.hal.science/hal-authorisation-v1/
https://about.hal.science/hal-authorisation-v1/
https://hal.archives-ouvertes.fr


1 
 

Solar simulated light exposure alters metabolization and genotoxicity 

induced by benzo[a]pyrene in human skin 

 

Anne von Koschembahr1, Antonia Youssef1, David Béal1, Clément Calissi1, Etienne Bourgart2, 

Marie Marques2, Marie-Thérèse Leccia3, Jean-Philippe Giot4, Anne Maitre2 and Thierry 

Douki1,* 

 

1 Univ. Grenoble Alpes, SyMMES/CIBEST UMR 5819 UGA-CNRS-CEA, INAC/CEA-

Grenoble LAN, F-38000 Grenoble 

2 Equipe EPSP Environnement et Prédiction de la Santé des Populations—laboratoire TIMC 

(UMR CNRS 5525), CHU de Grenoble, Université Grenoble Alpes, UFR de Médecine, La 

Tronche, France 

3 Service de Dermatologie, allergologie et photobiologie, Centre Hospitalier Universitaire 

Grenoble Alpes, La Tronche, France 

4 Service de Chirurgie Plastique et Maxillo-faciale, Centre Hospitalier Universitaire Grenoble 

Alpes, La Tronche, France 

 

 

 

*Corresponding author: Thierry Douki 

INAC/SyMMES/CIBEST, UMR 5819 UGA-CNRS-CEA 

CEA-Grenoble 

17 avenue des Martyrs 

38054 Grenoble Cedex 9 

France  

Telephone: +33 4 38 78 31 91  

Fax: +33 4 38 78 50 90 

Email: thierry.douki@cea.fr 

 

mailto:thierry.douki@cea.fr


2 
 

Abstract  

Skin is a major barrier against external insults and is exposed to combinations of chemical 

and/or physical toxic agents. Co-exposure to the carcinogenic benzo[a]pyrene (B[a]P) and solar 

UV radiation is highly relevant in human health, especially in occupational safety. In vitro 

studies have suggested that UVB enhances B[a]P genotoxicity by activating the AhR pathway 

and overexpressing the cytochrome P450 enzymes responsible for the conversion of B[a]P into 

DNA damaging metabolites. Our present work involved more realistic conditions, namely ex 

vivo human skin explants and simulated sunlight (SSL) as a UV source. We found that topically 

applied B[a]P strongly induced expression of cutaneous cytochrome P450 genes and formation 

of DNA adducts. However, gene induction was significantly reduced when B[a]P was 

combined with SSL. Consequently, formation of BPDE-adducts was also reduced when B[a]P 

was associated with SSL. Similar results were obtained with primary cultures of human 

keratinocytes. These results indicate that UV significantly impairs B[a]P metabolism, and 

decreases rather than increases immediate toxicity. However, it cannot be ruled out that 

decreased metabolism leads to accumulation of B[a]P and delayed genotoxicity.  
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Introduction 

Skin is the outer barrier of the body and plays a major defensive role against chemical and 

physical genotoxic agents. As a consequence, the main environmental carcinogen to the skin is 

solar ultraviolet (UV) light 1-3. UVB exposure is associated with direct DNA damage, namely 

cyclobutane pyrimidine dimers (CPD) and pyrimidine (6-4) pyrimidone photoproducts (64PP) 

4. UVA, on the other hand, is more commonly associated with oxidative stress and oxidative 

DNA damage 5, but has also been shown to induce CPD 6-8, albeit in much lower quantities 

compared to UVB.  

Among the organic pollutants to which skin is exposed, polycyclic aromatic hydrocarbons 

(PAH) are ubiquitous molecules formed by incomplete combustion of organic material. 

Toxicity of PAH in skin is a major concern for occupational safety, where dermal contact is 

one of the main sources of exposure 9. PAH as parental compounds are inert. However, 

metabolization via phase I enzymes, mainly cytochrome P450 (CYP) oxygenases, convert PAH 

into reactive metabolite intermediaries 10. These metabolites then undergo conjugation by phase 

II enzymes, like glutathione-S-transferases (GST) and UDP-glucuronosyltransferases (UGT), 

to yield easily eliminated water-soluble compounds. Nevertheless, a fraction of phase I 

metabolites may diffuse to the nucleus and covalently bind to DNA forming PAH-DNA adducts 

11,12. Additionally, DNA damage may result from reactive oxygen species generated during the 

metabolic activation of PAH 13,14. The association of PAH exposure and cancer risk has been 

observed over the years 15, with the lungs 16, the bladder 17, and the skin 18 as the main targets. 

While many PAH pose a significant human health risk, benzo[a]pyrene (B[a]P) has been the 

most studied because of its established carcinogenicity in humans 19-21. A number of studies 

have focused on its highly carcinogenic metabolite, 7,8-dihydrodiol-

9,10-epoxy-benzo[a]pyrene (BPDE) 22-25. Like many other biological models, both in vitro and 
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in vivo experiments have shown that formation of DNA adducts occurs in skin exposed to B[a]P 

18,26,27. 

In regards to skin, the effects of PAH have to be discussed in terms of co-exposure with solar 

UV. The interaction between UV and PAH can be envisioned in different ways. First, PAH 

efficiently absorb UV radiation in the 290-400 nm region and can thus trigger photochemical 

reactions. PAH can be converted into photoproducts more toxic than their parental compounds 

28,29 or induce a photosensitized oxidative stress, as demonstrated in vitro 30-33. A less studied 

mechanism is how UV may modulate the formation of PAH-DNA adducts. It was first shown 

in vivo that chronic co-exposure of mice to UVA and B[a]P favored the formation of BPDE 

adducts 34. More recently, in vitro experiments have shown that UVB induced the expression 

of CYP1A1 and favored the formation of DNA adducts upon subsequent exposure to B[a]P 35. 

There is still a lack of data on the combined exposure to B[a]P and UV in human skin. We 

designed the present study to address this point using ex vivo skin explants. In order to mimic 

real-life exposure, epidermal explants were treated topically with B[a]P and irradiations were 

performed with simulated sunlight (SSL) rather than pure UVA or UVB. Similar experiments 

were performed with primary cultures of human keratinocytes. Here, we report on how SSL 

modulates metabolization of B[a]P and adduct formation, whether SSL irradiations were 

performed before or after B[a]P treatment.  

Results 

Treatment of human skin explants and keratinocytes by B[a]P or SSL only.    Ex vivo 

experiments were performed on skin explants collected from mammoplasty surgeries. Induction 

of metabolism was assessed by studying gene expression of Phase I and Phase II enzymes via 

quantitative reverse-transcription PCR (RT-qPCR). Genotoxicity was established through the 

quantification of BPDE-N2-dGuo, the most frequent BDPE-DNA adduct. No information was 
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gathered on oxidative lesions, which were shown to be much less frequent than BPDE-N2-dGuo 

upon exposure to pure B[a]P 36,37. After a series of experiments were performed where B[a]P 

was used in a dose-dependent manner (50-250 nmol) (data not shown), we chose a topical 

application of 100 nmol B[a]P, which was able to induce significant gene expression and 

BPDE-N2-dGuo formation. For SSL, we chose a dose of 2 MED, which corresponds to a 

relatively mild exposure likely to be encountered outdoors. 

In order to determine the changes in gene expression in response to B[a]P in skin, explants from 

8 different individuals were treated with 100 nmol of B[a]P over a time course of 72 hours. The 

shortest investigated time was 5 min, corresponding to samples exposed to B[a]P and collected 

as fast as possible. Expression of the phase I genes CYP1A1, CYP1A2, and CYP1B1 was then 

quantified (Table 1), using untreated samples as references. Immediately after treatment, B[a]P 

is shown to have no effect on the relative expression of these genes. Starting at 24 hours, 

treatment with B[a]P significantly increases the fold change of all three CYP genes, and their 

expression appears to be the greatest following 48 hours of B[a]P treatment. By 72 hours, 

expression of these genes is significantly decreased compared to 48 hours. Relative gene 

expression was compared with the formation of BPDE-N2-dGuo over the same time course 

from the same donor samples. HPLC-MS/MS quantification of these adducts following 

treatment with B[a]P revealed that formation of BPDE-N2-dGuo occurs in a time-dependent 

manner (Table 1). Expression of the phase I enzyme EPHX and the phase II enzymes GSTA1 

and GSTP1 was also studied. In general, EPHX1, GSTA1 and GSTP1 expression did not change 

drastically (Supplementary Table S1). 

< Table 1 > 

In order to observe if SSL had any effect on relative CYP expression levels in our ex vivo skin 

explant model, we performed RT-qPCR on SSL-irradiated samples. SSL had a small effect 48 

and 72 hours post-irradiation to increase expression of CYP1A1 and CYP1A2, but not CYP1B1 
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(Supplementary Figure S1a). There were no relative changes for SSL irradiation on these genes 

at earlier time points collected. Modulation of the expression of EPHX1, GSTA1 and GSTP1 

was never observed (data not shown). As expected, irradiation with SSL did not result in 

formation of BPDE-N2-dGuo. 

Normal human keratinocytes (NHK) were cultured from the skin of the same donors as those 

used to prepare explants. Toxicity assays showed that a B[a]P concentration of 1 µM led to a 

loss of viability lower than 10%. A SSL dose of 2 MED was slightly more cytotoxic, but led 

only to a moderate loss of viability (less than 25% at 24h) (Fig. Supplementary Figure S2). 

These conditions were thus used in all treatments of NHK. Exposure to B[a]P led to a strong 

increase in the expression of CYPs, which was detectable as early as 8 hours and was much 

more pronounced at 24 hours (Supplementary Table S2). Like in skin, CYP1A1 was the most 

over-expressed gene in HNK. However, contrary to skin, CYP1B1 was more upregulated than 

CYP1A2. Exposure to 2 MED SSL slightly increased expression of CYP genes (fold change 

2.9, 1.4 and 1.8 for CYP1A1, CYP1A2, and CYP1B1, respectively), but without reaching 

statistical significance, contrary to skin results. Increase in expression of metabolization genes 

upon B[a]P treatment was associated with the formation of B[a]P adducts (Supplementary Fig. 

S3). The level of BPDE-N2-dGuo increased in a time-dependent manner between 0 and 24 

hours. Interestingly, the maximal level of adducts was not observed for the largest concentration 

investigated (5 µM), but rather at 1 µM. Exposure to SSL resulted in a very low overexpression 

of CYP1A1 and 1B1 by a factor of 2, but not of CYP1A2 (Supplementary Figure S1b). No 

modulation of the expression of EPHX1, GSTA1 and GSTP1 was observed (data not shown). 

SSL strongly reduces the B[a]P-mediated induction of CYP genes in skin.    In order to 

determine what effect SSL has on cutaneous B[a]P metabolism, we compared gene expression 

results for explants that were treated with B[a]P versus the combination of B[a]P and SSL (Fig. 

1). In addition to exposure to either SSL or B[a]P only, two treatment protocols were used: i) 
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SSL followed 1 hour later by B[a]P exposure (SSL/B[a]P) and ii) incubation with B[a]P for 24 

hours followed by UV exposure (B[a]P/SSL). The 24-hour delay after B[a]P exposure was 

chosen because it corresponds to the beginning of the induction of CYP genes. The time of 1 

hour after SSL was selected because UV is known to induce a fast cellular response. 

Appropriate control samples were either exposed to vector (acetone) only, pure B[a]P or 

irradiated with SSL only. 

< Figure 1 > 

Over the time period investigated, it was observed that SSL reduced the stimulation of gene 

expression induced by B[a]P of CYP1A1 and CYP1A2, particularly at 48 hours and to a lesser 

extent at 72 hours, regardless of the treatment protocol used (Fig. 2 and 3). For the SSL/B[a]P 

and the B[a]P/SSL protocols, the induction of these two genes represented 30 to 40% of that 

determined for pure B[a]P. A decreased expression of approximately 50 to 60% was still 

observed at 72 hours. Reduced expression of CYP1B1 was only observed in the SSL/B[a]P 

protocol. We also looked to see if EPHX1, GSTA1, or GSTP1 were altered in their mRNA 

expression by SSL when performed with B[a]P (Table S1). None of the combined treatments 

had significant effect on any of these Phase I or Phase II genes. It was only observed that GSTP1 

was slightly increased at 48 hours when human skin explants were treated by the B[a]P/SSL 

protocol.  

< Figure 2 > 

< Figure 3 > 

SSL reduces the formation of BPDE-N2-dGuo in human skin.    We then quantified BPDE-

adducts by HPLC-MS/MS in the DNA of human explants treated with the different protocols. 

BPDE-N2-dGuo was unambiguously detected on the chromatograms. Analyses clearly showed 

a drastic effect of co-exposure of B[a]P with SSL on the amount of adducts (Supplementary 
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Fig. S4). In the time-course studies, irradiation with SSL appears to reduce formation of BPDE-

N2-dGuo compared to B[a]P treatment alone. Under the SSL/B[a]P protocol, the amounts of 

BPDE-N2-dGuo are significantly lower at 24 and 48 hours post-irradiation compared to B[a]P 

treatment alone (Figure 4a). The decrease at 48 hours is 5-fold. A lower level was also observed 

at 72h but the difference did not reach statistical significance. We checked that the time between 

the end of the exposure to SSL and the addition of B[a]P, set at 1 hour in our basic protocol, 

did not affect the response (Supplementary Fig. S5). These data suggest a limited contribution 

of cell lethality on the effect of SSL on B[a]P metabolism. Indeed, the deleterious cellular 

processes which may ultimately lead to cell death triggered by irradiation are much more 

advanced 8 h than 1 h after exposure. The observation that the impact on metabolism is similar 

at these two time points is an indication of the limited impact of cytotoxicity on the observed 

reduction of formation of BPDE-DNA adducts. Under the B[a]P/SSL protocol, we observed 

reduced amounts of BPDE-N2-dGuo by factors of more than 2 at the 24 and 48 hour post-

irradiation time points in the samples with combined treatment versus treatment only with B[a]P 

(Figure 4b). By 72 hours, namely 96 h hours after the beginning of the B[a]P exposure, the 

samples treated with B[a]P, regardless of the combination or not with SSL, show the same 

amount of DNA damage (Figure 4b), thus suggesting that SSL exposure of human skin treated 

with B[a]P delays formation of BPDE-N2-dGuo. 

 

< Figure 4 > 

Modulation of gene expression by SSL in B[a]P-treated NHK.    Treatment of NHK 

following either the SSL/B[a]P or B[a]P/SSL protocols led to a reduced induction of CYP genes 

than exposure to pure B[a]P (Fig. 5). This is observed for CYP1A1, CYP1B1, and CYP1A2 at 

24, 48, and 72 hours. The ratio with respect to B[a]P only treated samples was more than 3 for 

CYP1A1 and CYP1B1 in the SSL/B[a]P protocol. Like in skin, the delay between the end of the 
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irradiation and the addition of B[a]P did not modify the observed inhibition of BPDE-DNA 

adducts (Supplementary Fig. S5). The reduced gene induction effect was even larger in the 

B[a]P/SSL protocol were factors higher than 10 were observed at 48 and 72 hours post UV-

irradiation. In contrast, no significant variation in the expression of GSTA1, GSTP1 or EPHX1 

was observed (data not shown). 

< Figure 5 > 

Decreased formation of BPDE-N2-dGuo in NHK treated by combination of SSL and 

B[a]P.    SSL was also found to lead to a decrease in the yield of adducts produced in DNA 

upon exposure to B[a]P (Fig. 6). When exposure to SSL was performed 1 hour before addition 

of B[a]P, a very significant 5-fold difference on the level of BPDE-N2-dGuo was observed at 

24 hours, and to a lesser extent at 48 hours (ratio 1.6). At 72 hours, the difference lost statistical 

significance. The impact of SSL on the formation of BPDE-N2-dGuo was even stronger when 

irradiation was performed 24 hours after the beginning of the B[a]P treatment. Indeed, while 

the level of adducts kept increasing in non-irradiated NHK, it remained constant in the cells 

exposed to the B[a]P/SSL protocol. The ratio between the level of adducts in cells only exposed 

to B[a]P and those exposed to the B[a]P/SSL treatment rose from 1.8 at 24 hours post UV to 

2.4 at 72 hours. 

< Figure 6 > 

Effect of SSL and UVB on the formation of BPDE-dGuo adducts in HaCaT cells.    We 

treated HaCaT cells under conditions which were not more cytotoxic than in NHK 

(Supplementary Table 3). BPDE-N2-dGuo was found to be produced in an almost 10-times 

larger yield than in primary keratinocytes. Exposure of cells to SSL either 1 hour before or 24 

hours after treatment with B[a]P resulted in a significant decrease in the formation of BPDE-

N2-dGuo in DNA (Supplementary Fig. S6a). Exposure to UVB at a dose of 6 mJ/cm2 resulted 
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in a decrease in the level of adduct at 48 hours when irradiation was performed before B[a]P 

treatment (Supplementary Fig. S6b). This UVB dose did not modulate the level of adducts at 

earlier times points or when exposure to UVB occurred after B[a]P treatment. The higher dose 

of UVB (20 mJ/cm2) led to a lesser decrease in the level of BPDE-N2-dGuo (Supplementary 

Fig. S6c). 

 

Discussion 

The combined effects of UV and PAH in skin has major implications in human health, 

particularly in occupational safety. Indeed, cutaneous exposure is a much more important 

contamination source in workers than in the general population. As a consequence, their skin is 

more likely to experience exposure to solar UV in the presence of PAH. In order to provide 

valuable data on this subject, we performed a series of ex vivo and in vitro experiments aimed 

at determining whether exposure to solar UV radiation modulates the metabolization of B[a]P 

and the formation of BPDE-N2-dGuo after B[a]P treatment. 

The first part of our study involved explants made from freshly collected human skin. While 

there have been numerous studies of B[a]P metabolism performed in animal models, human 

skin has been less used as a working model. Costa et al. 38 used punch biopsies of abdominal 

skin to test the effect of B[a]P on expression of CYP1A1. Brinkmann et al. 39 also used human 

skin to test out genotoxic effects of B[a]P, particularly on metabolite formation and DNA 

damage, as determined by the comet assay. In order to provide further insights of the effects of 

B[a]P in skin, we first quantified the expression of various genes involved in xenobiotic 

metabolism. Emphasis was placed on classical metabolic enzymes CYP1A1, CYP1B1, and 

CYP1A2 found in the skin and other organs 40,41. We also included other genes expressed in 
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skin, such as GST and EPHX 39,42,43. Expression of these same genes was also quantified in 

human keratinocytes grown from the skin of the same donors. 

In agreement with Costa et al. 38, our RT-qPCR analyses unambiguously showed that exposure 

of human skin and NHK 41,44 to B[a]P results in a time-dependent increase of CYP1A1, 

CYP1A2, and CYP1B1. A lag period of less than 24 hours and a maximal expression at 48 hours 

were observed in skin. Induction of metabolism genes was faster in NHK with a lag phase of 8 

hours and a maximal expression at 24 hours. Interestingly, induction of CYP1A2 in skin was 

found to be much larger than that of CYP1B1, whereas an opposite trend was found in NHK, 

similar to other cell types 36. No significant modulation of the expression of phase II enzymes 

was observed. The temporal pattern observed for the formation of BPDE-N2-dGuo in skin also 

included a lag phase of approximately 24 hours and then reached a maximum at 72 hours. The 

shape of the time-course of formation of BPDE-N2-dGuo formation exhibiting a lag phase are 

reminiscent of data obtained in numerous cell types 36,37,45,46. It corresponds to an induction 

period of phase I metabolization enzymes clearly observed on the time-course for gene 

expression which is maximal after 48 hours. Consequently, the production of metabolites with 

DNA-damaging capacities does not take place immediately after the beginning of the treatment. 

It may be added that the level of adducts tends to decrease after 72 hours. This likely reflects 

the repair of BPDE-N2-dGuo via nucleotide excision repair, which is quite slow 47,48. 

Altogether, these data validate that ex vivo human skin explants are suitable model for studying 

PAH metabolization and genotoxicity under our experimental conditions. 

We then investigated the impact of exposure to SSL on B[a]P-mediated stimulation of 

metabolization and genotoxicity of B[a]P, which has yet to be studied. Based on available 

literature, we anticipated significant synergistic effects. Experiments in mice involving chronic 

exposure to B[a]P and UVA showed synergistic effects on the formation of B[a]P adducts 34, 

possibly due to decreased repair capacities. Moreover, UVB was found to increase expression 
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of CYP1B1 in human keratinocytes 44 and HaCaT cells 49, and it was suggested that this occurred 

through a signal transduction pathway involving photoactivated tryptophan and its oxidation 

photoproduct 6-formylindolo[3,2-b]carbazole (FICZ), a known ligand of the AhR 49,50. Katiyar 

et al. 42 reported that CYP1A1 and CYP1B1 were induced following UV exposure at both the 

gene and protein level in human epidermis. Finally, Nair et al. 35 observed that UVB exposure 

of HaCaT cells favored the formation of BPDE adducts following B[a]P treatment. 

Accordingly, we report that UV alone increases expression of CYP1A1 by a factor 

approximately 5 in skin and 2 in NHK, in the same range of low values observed by others 

35,42,49,51. It should be stressed that this stimulation of the expression of CYP genes remains 

modest compared to the almost two orders of magnitude larger expression following B[a]P 

treatment. 

We did not observe the same modest stimulation of CYP expression by SSL in the combination 

with exposure to B[a]P either before or after irradiation. Our experiments involving irradiation 

followed by B[a]P treatment rather showed that preliminary irradiation of skin explants strongly 

inhibited the induction of Phase I CYP1A1, CYP1A2, or CYP1B1 metabolism genes. Reduced 

expression of metabolic genes is associated with a lower level of BPDE-N2-dGuo in skin 

exposed to both SSL and B[a]P compared to those exposed to B[a]P only. This result 

unambiguously shows that UV decreased the metabolite load in the skin exposed to the 

SSL/B[a]P protocol. The same was true for the converse B[a]P/SSL protocol. Therefore, we 

can conclude that SSL has a repressive effect on B[a]P-induced metabolism in our ex vivo skin 

model. The response of skin explants seems thus to be drastically different from that of HaCaT 

cells, where combined UVB/B[a]P treatment was reported to favor formation of BPDE-DNA 

adducts. 35. 

The differences between our observations in explants and published in vitro data could have 

been explained by the fact that most keratinocytes in skin are differentiated and may exhibit 
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different metabolizing properties from cultured cells. This possibility led us to investigate the 

effect of a combined exposure to SSL and B[a]P in cultured, undifferentiated keratinocytes 

taken from the same skin samples. We made the same observations of a decreased expression 

of CYP genes and formation of BPDE-N2-dGuo in this model as in skin. This was expected 

since keratinocyte is the main cell type responsible for metabolism of xenobiotics in skin. Our 

results also show that differentiation and cutaneous environment do not explain the differences 

between our results and the published in vitro increase in B[a]P-DNA adduct in UV-exposed 

cells 35. 

The main difference between our work and that reporting the favored formation B[a]P-DNA 

adducts in UV-exposed cells is the cellular model. While we used human skin explants and 

primary cultures of human keratinocytes, other works involved the keratinocyte cell line HaCaT 

35 known to be mutated, particularly in the P53 gene. We also observed that HaCaT are more 

metabolically active than NHK since they induce an almost 10-time larger amount of BPDE-

N2-dGuo. In order to determine whether the discrepancies were explained by the difference in 

models, we applied the SSL/B[a] and B[a]P/SSL protocols to HaCaT cells. A strong inhibition 

in the formation of adducts was observed when compared to treatment with pure B[a]P, like in 

skin and NHK. Another difference between our work and previously published data was the 

nature of the radiation applied to the samples. Instead of the more biologically relevant SSL, 

the authors used UVB. We thus repeated the co-treatment protocols on HaCaT with UVB 

instead of SSL. A low dose of 6 mJ/cm2, similar to that used by Nair et al. 35, was applied and 

we also observed a decrease, rather than an increase, in the level of B[a]P adducts when 

irradiation was performed before B[a]P treatment. A larger UVB dose (20 mJ/cm2) was also 

used, which resulted also in a decreased formation of BPDE-N2-dGuo upon B[a]P treatment, 

although to a lesser extent than with SSL or 6 mJ/cm2 UVB. These observations show that UVB 

is less efficient than UVA at inhibiting the formation of DNA adducts, at least in HaCat cells. 
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However, this does not explain why increased formation of adducts was reported with UVB 35. 

One possible explanation may be the difference in the assays used for the quantification of DNA 

adducts. While we directly targeted them in enzymatically hydrolyzed DNA, the previous work 

relied on an indirect measurement based on HPLC-fluorescence detection of B[a]P-tetraol 

released by acidic hydrolysis of extracted DNA. Another difference is that irradiations in the 

previous work were performed in phenol-free DMEM medium while we used PBS in order to 

prevent any photosensitization processes. Altogether, we could confirm in HaCaT cells the 

inhibitory effects of UV on the metabolism and genotoxicity of B[a]P that we observed in skin 

and NHK. 

Our results on skin and NHK show that when a UV source mimicking sunlight is used, no 

increased metabolization and genotoxicity of added B[a]P takes place. Yet, as observed by 

others 35,42,49,51, SSL alone lead to a small over expression of CYP genes. These results suggest 

that the endogenous photoproducts mediating the activation of B[a]P metabolism are either 

weak ligands of AhR or produced in low amounts since exogenous ligands efficiently compete 

for the binding to AhR. Consequently, the role of FICZ in the effects of combined exposures to 

UV and B[a]P or other PAH may be smaller than anticipated 35,50,51. Actually, the presence of 

this compound in skin has never been shown. Formation of FICZ has only be detected in vitro 

in HaCaT cells under non-physiological conditions 49. In addition, it should be reminded that 

tryptophan is a rare amino acid amongst the less frequent ones in proteins 52. We recently 

published that FICZ is a minor photoproduct of tryptophan 53 partly because its formation 

requires addition of two tryptophan photoproducts54 and its yield depends quadratically on the 

dose. The fact that SSL irradiation exhibits a strong inhibitory effect when applied 24 hours 

after BaP treatment (B[a]P/SSL protocol), namely when the AhR pathway has been extensively 

triggered, reinforces the idea of a limited role of the FICZ in the modulation of B[a]P 

metabolism in skin. 
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Alternative explanations have thus to be found to our observations. Obviously, FICZ-mediated 

activation of AhR cannot account for our results. Photoproducts arising from various cellular 

components may yet play a role in the inhibition the metabolization of B[a]P, but rather as 

competitor with CYPs, as observed in mixtures of PAH 55-58. However, the latter process does 

not explain the massive reduction in expression of CYP genes. More general cellular stresses 

may also be involved, rather than a cellular response involving specific pathways. First, the 

reduced expression of CYP genes could be explained by the well-documented temporary arrest 

in RNA synthesis in transcribed genes that takes place following UV irradiation 59-61. Another 

explanation could be related to the ability of UV to deplete the cellular nicotinamide adenine 

dinucleotide (NADH) pool 62. This important biological factor is key in the production of ATP 

and in the cellular energy content 63. It seems likely that reduced energy level leads to decrease 

metabolization capacities. NADH is also a major cofactor as a reductant in the enzymatic 

mechanism of CYP450 64. Therefore, decreased intracellular NADH concentration could 

explain the decreased metabolization of B[a]P. The observation of similar effects when SSL is 

applied either before or after B[a]P treatment also rules out a major contribution of 

photodegradation of the PAH since B[a]P is never irradiated in the SSL/B[a]P protocol. 

In conclusion, our study provides for the first time an extensive picture of the impact of SSL, 

namely a combination of both UVB and UVA components, on the metabolism and genotoxicity 

of B[a]P. In contrast to previous data obtained in vitro with pure UVB, solar UV radiation 

appears to have a strong repressive effect on B[a]P-induced gene induction of CYP enzymes 

and delays formation of BPDE-DNA adducts in skin. Although positive in terms of immediate 

impact, this result may also suggest that parent PAH accumulate longer in irradiated skin. 

Indeed, only metabolites are actively eliminated from the epidermis 65. Therefore, it is possible 

that UV exposure converts an acute exposure to a high dose into a more chronic exposure to a 

lower dose. It is unclear what impact this would have on influencing or initiating skin cancer. 
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Another possible mechanism to increased genotoxicity upon co-exposure to PAH and UV is an 

impact on the formation and repair of bipyrimidine photoproducts. We are currently working 

on this topic by using an approach similar to that used in the present work. 

 

Methods 

Skin explants preparation.    Human skin samples were obtained following breast surgery 

from heathy female donors with their informed consent (Centre Hospitalier Universitaire de 

Grenoble, Grenoble, France). All experiments were performed in accordance with relevant 

guidelines and regulations. In particular, work was performed in agreement with article 

L1245-2 of the French Public Health Code on the use of surgical wastes for research purposes. 

It stipulates that donors must be informed and agree; and that samples are used anonymously. 

Collection and storage of human skin samples was declared to the French authorities and 

validated in the CODECOH DC-2008-444 document. All donors were between the ages of 17-

58, and their skin phototype was between I and III, according to the Fitzpatrick classification 

scale 66. Skin samples were handled as previously described 7. Epidermal skin was 

dermatomized to a 0.25 mm thickness using a SOBER hand-held dermatome (Humeca, 

Enschede, Netherlands), and then 12-mm punch biopsies were made. Samples were placed in 

12-well plates and maintained via liquid/air interface in DMEM/F-12 medium (Thermo-Fisher) 

containing 10% Pen/Strep at 37°C in a humidified incubator containing 5% CO2.  

UV irradiation of human skin explants.    SSL irradiations were performed using a LS1000 

Solar Simulator (Solar Light Company, Glenside, PA), which emitted wavelengths in the 290-

400 nm range. Live radiation intensity was measured using the Erythema Meter, and displayed 

as live intensity (minimal erythema dose (MED)/hr). In all experiments, the dose of 2 MED 

was used for all irradiated samples. Prior to irradiation, culture media was removed and the 
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samples were rinsed twice with PBS. Irradiations were performed at room temperature in PBS 

via liquid/air interface without the plate cover. Following irradiations, PBS was replaced with 

fresh culture medium, and the samples were kept in the incubator until their collection time, 

when explants were halved. One series of samples was not replaced in the incubator but frozen, 

corresponding to a post-irradiation time of 5 min. Samples for DNA damage quantification 

were immediately frozen at -20°C whereas samples used for gene expression analysis were 

stored at -80°C in RNAlater (Thermo Fisher).  

Treatment of skin.    Different treatment protocols were applied to the skin explants: i) 

Exposure to SSL only, II) exposure to B [a]P only, iii) SSL exposure followed 1 hour later by 

B[a]P treatment (SSL/B[a]P), and iv) incubation with B[a]P for 24 hours followed by exposure 

to SSL (B[a]P/SSL). For samples treated under the SSL/B[a]P protocol, SSL irradiations were 

performed immediately following biopsy preparation. After irradiation, samples were 

maintained in PBS in the incubator for 1 hour. PBS was removed, and samples were treated 

with vector (100% acetone, Sigma-Aldrich, Lyon, France) or 5 µL of a 20 mM B[a]P (Sigma-

Aldrich) solution. Fresh culture medium was added and samples placed in the incubator. They 

were collected after increasing periods of time. One series of samples was not placed in the 

incubator but frozen immediately, corresponding to a post-irradiation time of 5 minutes. For 

samples treated under the B[a]P/SSL protocol, pre-treatment with vector (100% acetone) or 5 

µL of 20 mM B[a]P was performed immediately following biopsy preparation. Fresh culture 

media was added to each well and the samples were maintained in the incubator. Twenty-four 

hours later, culture medium was removed, and the biopsies were gently washed twice in PBS. 

SSL irradiations and samples collection was performed after increasing periods of time. One 

series of samples was not placed in the incubator but frozen immediately, corresponding to a 

post-irradiation time of 5 minutes. For all treatment protocols, the minimum number of human 

donors was 3, with samples collected in triplicates. 
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Treatment of cultured keratinocytes.    Keratinocytes were obtained from fresh human skin 

samples, as previously described 7. Cells were grown in KSF medium containing 1% Pen/Strep, 

25 µg/mL bovine pituitary extract (BPE), and 0.9 ng/mL of recombinant human epidermal 

growth factor (EGF). BPE and EGF were removed from the cell culture media 24 hours before 

treatment or irradiation, and throughout the experiment performed. For samples treated under 

the SSL/B[a]P protocol, keratinocytes were rinsed twice in PBS and exposed to 2 MED SSL in 

PBS. They were then maintained in PBS in the incubator for 1 hour. B[a]P dissolved in DMSO 

was then added to reach a final concentration of 1 µM (Sigma-Aldrich). Samples were collected 

after increasing periods of time. Untreated controls were incubated with pure DMSO. For 

samples treated under the B[a]P/SSL protocol, pre-treatment with vector (DMSO at a final 

concentration of 1 %) or 1 µM B[a]P was performed in the incubator. Twenty-four hours later, 

culture medium was removed and the cells were washed twice in PBS. SSL irradiations and 

samples collection was performed, as described above. For both protocols, one series of samples 

was not placed in the incubator after irradiation but frozen immediately, corresponding to a 

post-irradiation time of 5 min. 

Quantitative reverse transcription PCR.    Gene expression analysis was performed on phase 

I (CYP1A1, CYP1A2, CYP 1B1, and EPHX1) and phase II (GSTA1 and GSTP1) metabolism 

genes. Total RNA was extracted following treatment by homogenizing the skin with the 

TissueRuptor, Proteinase K digestion, QiaShredder column, and RNeasy Mini Kit combined 

with the RNase-free DNase system (Qiagen, Courtaboeuf, France). RNA samples were 

quantified using a ND1000 NanoDrop spectrophotometer. First strand cDNA was synthesized 

from 1.0 µg of total RNA using the SuperScript VILO Synthesis Kit (Thermo-Fisher), and 

quantitative real-time polymerase chain reaction (RT-qPCR) was performed using the 

appropriate human RT2 qPCR primers and RT² SYBR Green qPCR Mastermix (Qiagen). 

Amplification was performed using the Bio-Rad CFX96 system (Bio-Rad, Marnes-la-Coquette, 
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France). The cycle threshold (CT) values were determined using the Bio-Rad CFX96 system 

software, and the comparative ΔΔCT method was used to calculate the relative fold change of 

all genes after normalization to GAPDH, RPS18, or β-Actin (Livak and Schmittgen, 2001). 

Biological triplicates were processed individually for RNA isolation and analyzed in technical 

duplicates. Values were normalized to expression in control (untreated) samples. 

Quantification of BPDE-N2-dGuo.    For DNA extraction, samples were homogenized using 

the TissueLyzer II and extracted using the DNeasy Blood and Tissue Kit, both from Qiagen. 

Explants or cell pellets were homogenized using the ATL lysis buffer combined with 

mechanical disruption using metal beads, followed by treatment with proteinase K. Samples 

were then treated with RNase-A before a second lysis step using AL buffer, before loading onto 

DNeasy spin columns. DNA was eluted off the column by adding 200 µL of water in two 

separate, consecutive centrifugations. Samples are then freeze-dried overnight at -20°C and 

then rehydrated the next day in 50 µL of water. Hydrolysis of DNA samples was performed 

using a cocktail of enzymes. The first incubation was performed using phosphodiesterase II, 

DNase II, and nuclease P1 (37°C, 30 minutes). The second incubation step was then performed 

using phosphodiesterase I and alkaline phosphatase (37°C, 2 hours). All enzymes used were 

purchased from Sigma-Aldrich. 

Samples were then injected on an HPLC system (Agilent, Massy, France) connected to a 

reverse-phase HPLC column (150 x 2 mm ID, 3 μm particle size, ODB, Interchim, Montluçon, 

France). The mobile phase was a gradient of acetonitrile (6 to 80%) in 2 mM ammonium 

formate (pH 6). BPDE-N2-dGuo was detected by a tandem mass spectrometer (SCIX API 3000) 

using transitions m/z 570257 and m/z 570454 as previously described 36,37,67. Unmodified 

nucleosides were quantified with a UV detector. External calibration of the response of the 

detector was performed for each run of analyses. Repeated injections of standards during the 
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run permitted to control the stability of the sensitivity of the detection and of the retention times. 

Results were expressed in number of adducts per million normal bases.  

Culture and treatment of HaCaT cells. HaCaT cells were grown in DMEM medium in the 

presence of Pen/Strep and FBS (10% v/v). For treatment, cells were grown in 6 cm diameter 

petri dishes. Prior to irradiation, the medium was removed and replaced by PBS. Exposure to 

SSL was performed by using a LS1000 Solar Simulator (Solar Light Company, Glenside, PA) 

with a dose rate of 6 MED/h. UVB irradiations were performed with a 2x15 W UVB lamp 

exhibiting an emission spectrum centered at 312 nm. The dose rate was 70 mJ/cm2 per min. For 

the treatment with B[a]P, cells were placed in culture medium without FBS. A stock solution 

of B[a]P in DMSO was added to reach the selected concentration.  In all experiments, cells 

were collected after 24 and 48 hours post-treatment. MTT tests and quantification of BPDE-

N2-dGuo were performed, as previously described for keratinocytes. Similar protocols were 

used for the combination experiments with SSL set at 2 MED, UVB used at either 6 or 20 

mJ/cm2 and B[a]P at 1 µM. 

Statistical analysis.    Statistical analysis were performed on pools of replicates originating 

from different donors. Data were statistically analyzed in GraphPad PRISM using paired t-tests 

with non-parametric Wilcoxon, or one-way ANOVA followed by Student-Newman-Keuls 

(SNK) for multiple comparisons. 

 

Conflict of Interest 

The authors state no conflict of interest. 

 



21 
 

Acknowledgements 

The authors wish to thank the team of the “Service de Chirurgie Plastique et Maxillo-faciale 

CHU Grenoble Alpes” for their help in skin sample collection. This work was supported by 

grant # ENV201411 from INSERM and Plan Cancer. 

  



22 
 

References 

 

1 D’Orazio, J., Jarrett, S., Amaro-Ortiz, A. & Scott, T. UV Radiation and the Skin. Int. J. 

Molec. Sci. 14, 12222-12248, (2013). 

2 Elwood, J. M. & Jopson, J. Melanoma and sun exposure: an overview of published 

studies. Int. J. Cancer 73, 198-203, (1997). 

3 Molho-Pessach, V. & Lotem, M. Ultraviolet radiation and cutaneous carcinogenesis. 

Curr. Probl. Dermatol. 35, 14-27, (2007). 

4 Cadet, J., Sage, E. & Douki, T. Ultraviolet radiation-mediated damage to cellular DNA. 

Mutat Res. 571, 3-17, (2005). 

5 Cadet, J., Douki, T. & Ravanat, J. L. Oxidatively generated damage to cellular DNA by 

UVB and UVA radiation. Photochem. Photobiol. 91, 140-155, (2015). 

6 Freeman, S. E. et al. Wavelength dependence of pyrimidine dimer formation in DNA 

of human skin irradiated in situ with ultraviolet light. Proc. Natl. Acad. Sci.U.S.A 86, 

5605-5609, (1989). 

7 Mouret, S. et al. Cyclobutane pyrimidine dimers are predominant DNA lesions in whole 

human skin exposed to UVA radiation. Proc. Natl. Acad. Sci. U.S.A. 103, 13765-13770, 

(2006). 

8 Young, A. R. et al. Human melanocytes and keratinocytes exposed to UVB or UVA in 

vivo show comparable levels of thymine dimers. J. Invest Dermatol. 111, 936-940, 

(1998). 

9 Herbert, R. et al. Detection of adducts of deoxyribonucleic acid in white blood cells of 

roofers by 32P-postlabeling. Relationship of adduct levels to measures of exposure to 

polycyclic aromatic hydrocarbons. Scand. J. Work Environ. Health 16, 135-143, (1990). 

10 Baird, W. M., Hooven, L. A. & Mahadevan, B. Carcinogenic polycyclic aromatic 

hydrocarbon-DNA adducts and mechanism of action. Environ. Mol. Mutagen. 45, 106-

114, (2005). 

11 Jeffrey, A. M. et al. Structures of benzo(a)pyrene--nucleic acid adducts formed in 

human and bovine bronchial explants. Nature 269, 348-350, (1977). 

12 Peltonen, K. & Dipple, A. Polycyclic aromatic hydrocarbons: chemistry of DNA adduct 

formation. J. Occupation. Environ. Med. 37, 52-58, (1995). 



23 
 

13 Park, J. H. et al. Aryl hydrocarbon receptor facilitates DNA strand breaks and 8-oxo-2'-

deoxyguanosine formation by the aldo-keto reductase product benzo[a]pyrene-7,8-

dione. J. Biol. Chem. 284, 29725-29734, (2009). 

14 Tsuji, G. et al. An environmental contaminant, benzo(a)pyrene, induces oxidative 

stress-mediated interleukin-8 production in human keratinocytes via the aryl 

hydrocarbon receptor signaling pathway. J. Dermatol. Sci. 62, 42-49, (2011). 

15 Kriek, E., Rojas, M., Alexandrov, K. & Bartsch, H. Polycyclic aromatic hydrocarbon-

DNA adducts in humans: relevance as biomarkers for exposure and cancer risk. Mutat. 

Res. 400, 215-231, (1998). 

16 Bosetti, C., Boffetta, P. & La Vecchia, C. Occupational exposures to polycyclic 

aromatic hydrocarbons, and respiratory and urinary tract cancers: a quantitative review 

to 2005. Annals Oncol. 18, 431-446, (2007). 

17 Burstyn, I. et al. Bladder cancer incidence and exposure to polycyclic aromatic 

hydrocarbons among asphalt pavers. Occup. Environ. Med. 64, 520-526, (2007). 

18 Siddens, L. K. et al. Polycyclic aromatic hydrocarbons as skin carcinogens: comparison 

of benzo[a]pyrene, dibenzo[def,p]chrysene and three environmental mixtures in the 

FVB/N mouse. Toxicol. Appl. Pharmacol. 264, 377-386, (2012). 

19 Boffetta, P., Jourenkova, N. & Gustavsson, P. Cancer risk from occupational and 

environmental exposure to polycyclic aromatic hydrocarbons. Cancer Causes Control 

8, 444-472, (1997). 

20 Bostrom, C. E. et al. Cancer risk assessment, indicators, and guidelines for polycyclic 

aromatic hydrocarbons in the ambient air. Environ. Health Perspect. 110 Suppl 3, 451-

488, (2002). 

21 IARC. Some non-heterocyclic polycyclic aromatic hydrocarbons and some related 

exposures. Vol. 92 (IARC, 2010). 

22 Cavalieri, E. L. & Rogan, E. G. The approach to understanding aromatic hydrocarbon 

carcinogenesis. The central role of radical cations in metabolic activation. Pharmacol. 

Ther. 55, 183-199, (1992). 

23 Cavalieri, E. L. & Rogan, E. G. Central role of radical cations in metabolic activation 

of polycyclic aromatic hydrocarbons. Xenobiotica 25, 677-688, (1995). 

24 Kim, J. H. et al. Metabolism of benzo[a]pyrene and benzo[a]pyrene-7,8-diol by human 

cytochrome P450 1B1. Carcinogenesis 19, 1847-1853, (1998). 

25 Phillips, D. H. Fifty years of benzo(a)pyrene. Nature 303, 468-472, (1983). 



24 
 

26 Bickers, D. R., Mukhtar, H., Dutta-Choudhury, T., Marcelo, C. L. & Voorhees, J. J. 

Aryl Hydrocarbon Hydroxylase, Epoxide Hydrolase, and Benzo[a]pyrene Metabolism 

in Human Epidermis: Comparative Studies in Normal Subjects and Patients with 

Psoriasis. J. Invest Dermatol. 83, 51-56, (1984). 

27 Darwiche, N. et al. Expression profile of skin papillomas with high cancer risk displays 

a unique genetic signature that clusters with squamous cell carcinomas and predicts risk 

for malignant conversion. Oncogene 26, 6885-6895, (2007). 

28 Teranishi, M., Toyooka, T., Ohura, T., Masuda, S. & Ibuki, Y. Benzo[a]pyrene exposed 

to solar-simulated light inhibits apoptosis and augments carcinogenicity. Chem. Biol. 

Interact. 185, 4-11, (2010). 

29 Toyooka, T. & Ibuki, Y. DNA damage induced by coexposure to PAHs and light. 

Environ. Toxicol. Pharmacol. 23, 256-263, (2007). 

30 Mauthe, R. J., Cook, V. M., Coffing, S. L. & Baird, W. M. Exposure of mammalian cell 

cultures to benzo[a]pyrene and light results in oxidative DNA damage as measured by 

8-hydroxydeoxyguanosine formation. Carcinogenesis 16, 133-137, (1995). 

31 Yu, H. et al. Photoirradiation of Polycyclic Aromatic Hydrocarbons with UVA Light – 

A Pathway Leading to the Generation of Reactive Oxygen Species, Lipid Peroxidation, 

and DNA Damage. Int. J. Environ. Res. Public Health 3, 348-354, (2006). 

32 Crallan, R. A., Ingham, E. & Routledge, M. N. Wavelength dependent responses of 

primary human keratinocytes to combined treatment with benzo[a]pyrene and UV light. 

Mutagenesis 20, 305-310, (2005). 

33 Soeur, J. et al. Photo-pollution stress in skin: Traces of pollutants (PAH and particulate 

matter) impair redox homeostasis in keratinocytes exposed to UVA1. J. Dermatol. Sci. 

86, 162-169, (2017). 

34 Saladi, R. et al. The combination of benzo[a]pyrene and ultraviolet A causes an in vivo 

time-related accumulation of DNA damage in mouse skin. Photochem. Photobiol. 77, 

413-419, (2003). 

35 Nair, S. et al. UVR exposure sensitizes keratinocytes to DNA adduct formation. Cancer 

Prev. Res. 2, 895-902, (2009). 

36 Genies, C. et al. The extreme variety of genotoxic response to benzo[a]pyrene in three 

different human cell lines from three different organs. PLoS One 8, e78356, (2013). 

37 Tarantini, A. et al. Relative contribution of DNA strand breaks and DNA adducts to the 

genotoxicity of benzo[a]pyrene as a pure compound and in complex mixtures. Mutat. 

Res. 671, 67-75, (2009). 



25 
 

38 Costa, C. et al. Exposure of human skin to benzo[a]pyrene: role of CYP1A1 and aryl 

hydrocarbon receptor in oxidative stress generation. Toxicology 271, 83-86, (2010). 

39 Brinkmann, J. et al. Metabolically Competent Human Skin Models: Activation and 

Genotoxicity of Benzo a pyrene. Toxicol. Sci. 131, 351-359, (2013). 

40 Nebert, D. W. & Dalton, T. P. The role of cytochrome P450 enzymes in endogenous 

signalling pathways and environmental carcinogenesis. Nat. Rev. Cancer 6, 947-960, 

(2006). 

41 Swanson, H. I. Cytochrome P450 expression in human keratinocytes: an aryl 

hydrocarbon receptor perspective. Chem.-Biol. Interact. 149, 69-79, (2004). 

42 Katiyar, S. K., Matsui, M. S. & Mukhtar, H. Ultraviolet-B exposure of human skin 

induces cytochromes P450 1A1 and 1B1. J. Invest. Dermatol. 114, 328-333, (2000). 

43 Yengi, L. G. et al. Quantitation of cytochrome P450 mRNA levels in human skin. Anal. 

Biochem. 316, 103-110, (2003). 

44 Villard, P. H. et al. Increase of CYP1B1 transcription in human keratinocytes and 

HaCaT cells after UV-B exposure. Toxicol. Appl. Pharmacol. 178, 137-143, (2002). 

45 Hockley, S. L. et al. AHR- and DNA-damage-mediated gene expression responses 

induced by benzo(a)pyrene in human cell lines. Chem. Res. Toxicol. 20, 1797-1810, 

(2007). 

46 Staal, Y. C. M. et al. Modulation of gene expression and DNA-adduct formation in 

precision-cut liver slices exposed to polycyclic aromatic hydrocarbons of different 

carcinogenic potency. Mutagenesis 22, 55-62, (2007). 

47 Braithwaite, E., Wu, X. & Wang, Z. Repair of DNA lesions induced by polycyclic 

aromatic hydrocarbons in human cell-free extracts: Involvement of two excision repair 

mechanisms in vitro. Carcinogenesis 19, 1239-1246, (1998). 

48 Braithwaite, E., Wu, X. & Wang, Z. Repair of DNA lesions: mechanisms and relative 

repair efficiencies. Mutat. Res. 424, 207-219, (1999). 

49 Fritsche, E. et al. Lightening up the UV response by identification of the 

arylhydrocarbon receptor as a cytoplasmatic target for ultraviolet B radiation. Proc. 

Natl. Acad. Sci. U.S.A. 104, 8851-8856, (2007). 

50 Rannug, A. & Fritsche, E. The aryl hydrocarbon receptor and light. Biol. Chem. 387, 

1149-1157, (2006). 

51 Wei, Y. D., Rannug, U. & Rannug, A. UV-induced CYP1A1 gene expression in human 

cells is mediated by tryptophan. Chem.-Biol. Interact. 118, 127-140, (1999). 



26 
 

52 Palego, L., Betti, L., Rossi, A. & Giannaccini, G. Tryptophan biochemistry: structural, 

nutritional, metabolic, and medical aspects in humans. J. Amino Acids 2016, 8952520, 

(2016). 

53 Youssef, A. et al. 6-Formylindolo[3,2-b]carbazole (FICZ) is a very minor photoproduct 

of tryptophan at biologically relevant doses of UVB and simulated sunlight. Photochem. 

Photobiol. In Press, (2018). 

54 Rannug, U. et al. Structure elucidation of two tryptophan-derived, high affinity Ah 

receptor ligands. Chem. .Biol. 2, 841-845, (1995). 

55 Binkova, B. & Sram, R. J. The genotoxic effect of carcinogenic PAHs, their artificial 

and environmental mixtures (EOM) on human diploid lung fibroblasts. Mutat. Res. 547, 

109-121, (2004). 

56 Genies, C. et al. Inhibition of the formation of benzo[a]pyrene adducts to DNA in A549 

lung cells exposed to mixtures of polycyclic aromatic hydrocarbons. Toxicol. In Vitro 

35, 1-10, (2016). 

57 Sevastyanova, O. et al. In vitro genotoxicity of PAH mixtures and organic extract from 

urban air particles: Part II: Human cell lines. Mutat. Res. 620, 123-134, (2007). 

58 Tarantini, A. et al. Polycyclic aromatic hydrocarbons in binary mixtures modulate the 

efficiency of benzo[a]pyrene to form DNA adducts in human cells. Toxicology 279, 36-

44, (2011). 

59 Adam, S., Polo, S. E. & Almouzni, G. Transcription Recovery after DNA Damage 

Requires Chromatin Priming by the H3.3 Histone Chaperone HIRA. Cell 155, 94-106, 

(2013). 

60 Andrade-Lima, L. C., Veloso, A., Paulsen, M. T., Menck, C. F. M. & Ljungman, M. 

DNA repair and recovery of RNA synthesis following exposure to ultraviolet light are 

delayed in long genes. Nucleic Acids Res. 43, 2744-2756, (2015). 

61 Ljungman, M. & Zhang, F. F. Blockage of RNA polymerase as a possible trigger for uv 

light-induced apoptosis. Oncogene 13, 823-831, (1996). 

62 Balard, B. & Giacomoni, P. U. Nicotinamide adenosine dinucleotide level in 

dimethylsulfate-treated or UV-irradiated mouse epidermis. Mutat. Res. 219, 71-79, 

(1989). 

63 Halliday, G. M. Inflammation, gene mutation and photoimmunosuppression in response 

to UVR-induced oxidative damage contributes to photocarcinogenesis. Mutat. Res. 571, 

107-120, (2005). 



27 
 

64 Guengerich, F. P. Cytochrome P450 and chemical toxicology. Chem. Res. Toxicol. 21, 

70-83, (2008). 

65 Ng, K. M., Chu, I., Bronaugh, R. L., Franklin, C. A. & Somers, D. A. Percutaneous 

absorption and metabolism of pyrene, benzo[a]pyrene, and di(2-ethylhexyl) phthalate: 

comparison of in vitro and in vivo results in the hairless guinea pig. Toxicol. Appl. 

Pharmacol . 115, 216-223, (1992). 

66 Fitzpatrick, T. B. The validity and practicality of sun-reactive skin types I through VI. 

Arch. Dermatol. 124, 869-871, (1988). 

67 Marie, C. et al. Influence of the metabolic properties of human cells on the kinetic of 

formation of the major benzo[a]pyrene DNA adducts. J. Appl. Toxicol. 28, 579-590, 

(2008). 

 

  



28 
 

 

Author Contribution statement 

Conceived and designed the experiment: AVK, EB, MTL, AM, TD; Performed the 

experiments: AVK, AY, DB, CC, MM, JPG, TD; Analyzed the data: AVK, TD; Interpretation 

of the data: AVK, TD; Contributed to writing the manuscript: AVK, AM, TD 

  



29 
 

 

Tables 

 

Table 1: Effects of pure B[a]P and SSL in human skin. For gene expression, data were collected 

from 8 individual donors. Samples were normalized to GAPDH used as a reference gene. 

Formation of BPDE-N2-dGuo was inferred from the analysis of 6 to 12 donors. 

 

CYP1A1 CYP1A2 CYP1B1 BPDE-N2-dGuo 

Mean fold increase ± SEM  
adducts/106 bases 

± SEM  

B[a]P 5 min 1.1 ± 0.1 1.3 ± 0.3 1.1 ± 0.2 0.0 ± 0.0 

B[a]P 24h 18.6 ± 5.3 1 10.3 ± 3.5 1 9.5 ± 2.1 1,4 1.6 ± 0.4  1 

B[a]P 48h 70.0 ± 19.4 1,2 59.3 ± 12.3 1,3,4 11.9 ± 1.3 1,4 22.6 ± 9.2 1,6 

B[a]P 72h 10.6 ± 2.0 1 13.0 ± 7.1 5 4.0 ± 0.2 1 36.9 ± 11.7  3,5 

1
Statistically different compared to 5 min (p<0.01); 

2
Statistically different compared to 24h and 72h 

(p<0.01); 
3
Statistically different compared to 24h (p<0.05); 

4
Statistically different compared to 72h 

(p<0.01); 
5
Statistically different compared to 5 min (p<0.05); 

6
Statistically different compared to 24h 

(p<0.01) 
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Figure Legends 

 

Figure 1. Schematic representation of experimental protocols performed. Treatment with B[a]P 

was performed topically in acetone at 100 nmol. Samples were exposed to a dose of 2 MED of 

SSL. Skin explants were prepared. Three protocols were used: i) B[a]P: explants were treated 

with B[a]P; ii) SSL/B[a]P: explants were exposed to SSL and then treated 1 hour later with 

B[a]P and iii) B[a]P/SSL: explants were treated with B[a]P, and then exposed to SSL 24 hours 

later.  
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Figure 2. Induction of the expression of CYP genes in skin is altered when irradiation with 2 

MED SSL is performed 1 hour before B[a]P treatment when compared to B[a]P treatment 

alone. Expression of genes was quantified at different time points by RT-qPCR at the indicated 

times post-treatment: a) CYP1A1, b) CYP1A2 and c) CYP1B1. Mean of at least three 

independent experiments ± SEM. Statistical significance: * p<0.05, ** p<0.01. 
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Figure 3. Induction of the expression of CYP genes in skin is altered when irradiation with 2 

MED SSL is performed 24 hours after B[a]P treatment when compared to B[a]P treatment 

alone. Expression of genes was quantified at different time points by RT-qPCR at the indicated 

times post-treatment: a) CYP1A1, b) CYP1A2 and c) CYP1B1. Mean of at least three 

independent experiments ± SEM. Statistical significance: * p<0.05, ** p<0.01. 
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Figure 4. Level of BPDE-N2-dGuo in the DNA of skin explants treated with different protocols 

a) SSL/B[a]P: exposure to 100 nmol B[a]P 1 hour after irradiation with 2 MED SSL and b) 

B[a]P/SSL: exposure to 100 nmol B[a]P for 24 hours followed by irradiation with 2 MED SSL. 

Data were from explants from three individual donors each treated in triplicate. A comparison 

was made between samples exposed to B[a]P alone or to B[a]P and UV (statistical significance 

*p<0.05; **p<0.01). 
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Figure 5. Induction of the expression of CYP genes in NHK is altered when irradiation with 2 

MED SSL is performed 24 hours after B[a]P treatment when compared to B[a]P treatment 

alone. Expression of the genes CYP1A1, CYP1A2 and CYP1B1 was quantified at different time 

points by RT-qPCR in different protocols a) exposure to 1 µM B[a]P 1 hour after irradiation 

with 2 MED SSL and b) exposure to 1 µM B[a]P for 24 hours followed by irradiation with 2 

MED SSL. The left side of both panel show data for unirradiated samples treated with B[a]P 

alone and the right side for the co-exposure protocols. Statistical significance of the differences 

were determined for each time point between the control and the irradiated samples. (p<0.05, 

** p<0.01). 
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Figure 6. Level of BPDE-N2-dGuo adducts in the DNA of cultured NHK treated with different 

protocols a) SSL/B[a]P: exposure to 1 µM B[a]P 1 hour after irradiation with 2 MED SSL and 

b) B[a]P/SSL: exposure to 1 µM B[a]P for 24 hours followed by irradiation with 2 MED SSL. 

Data obtained were from cells of three individual donors each treated in triplicate. A 

comparison was made between samples exposed to B[a]P alone or to B[a]P and UV (statistical 

significance *p<0.05; **p<0.01). 
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Supplementary Information 

 

1. Table S1: Expression of some Phase I and phase II enzymes in B[a]P-treated skin 

Table S1 shows the limited effect of B[a]P alone or in combination with SSL on the 

expression of EPHX1, GSTA1 and GSTP1. Data were collected from 3 or 4 individual donors. 

Samples were normalized to GAPDH used as a reference gene. Results are mean fold change 

± SEM. 

SSL/B[a]P 

 
24 h 48 h 72 h 

B[a]P SSL+B[a]P B[a]P SSL+B[a]P B[a]P SSL+B[a]P 

EPHX1 1.5 ± 0.6 0.8 ± 0.2 3.0 ± 2.1 0.8 ± 0.4 0.5 ± 0.0 0.2 ± 0.0 

GST A1 2.3 ± 1.2 1.3 ± 0.5 2.2 ± 1.4 1.3 ± 0.8 1.1 ± 0.5 1.8 ± 0.9 

GST P1 1.1 ± 0.1 1.1 ± 0.1 1.2 ± 0.1 0.8 ± 0.1 1.0 ± 0.3 1.0 ± 0.0 

B[a]P/SSL 

 
24 h 48 h 72 h 

B[a]P SSL+B[a]P B[a]P SSL+B[a]P B[a]P SSL+B[a]P 

EPHX1 1.2 ± 0.1 1.4 ± 0.4 1.4 ± 0.4 1.2 ± 0.5 0.8 ± 0.0 0.1 ± 0.0 

GSTA1 3.1 ± 1.4 0.8 ± 0.4 2.8 ± 1.3 1.5 ± 0.5 1.1 ± 0.4 1.2 ± 0.8 

GSTP1 1.0 ± 0.1 1.1 ± 0.1 0.9 ± 0.1 1.5 ± 0.2 1 0.8 ± 0.2 0.8 ± 0.1 

1Statistically different from B[a]P 48h and from B[a]P+SSL 24h (p<0.05) 
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2. Figure S1. Induction of CYP genes upon exposure of pure SSL 

Skin explants (a) and NHK samples (b) were exposed to SSL in PBS and replaced in fresh 

medium. They were placed in the incubator for increasing period of times. Samples were then 

collected and expression of CYP genes was quantified by RT-qPCR. Reported values are 

means ± SEM (n=6). 
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3. Figure S2. Toxicity of B[a]P and SSL in NHK 

Dose- and time-dependent loss of viability in cultured NHK exposed to either a) SSL or b) 

B[a]P. panel c) is the extension for the low concentrations of the B[a]P data. Cellular viability 

was evaluated at 24, 48, or 72 hours using the MTT assay. Cells obtained from 6 individual 

donors were used and studied in triplicate. Results are % of viability with respect to untreated 

cells ± SEM. 
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4. Table S2: Expression of some Phase I and phase II enzymes in B[a]P-treated 

NHK 

Table S2 shows the effect of exposure of NHK to pure B[a]P on the expression of several 

genes. While CYP450 are efficiently overexpressed, other genes coding for other metabolism 

enzymes are not modulated (EPHX1, GSTA1 and GSTP1). Factors involved in induction of 

PAH metabolism (AhR and ARNT) do not appear to be modulated either. Data were collected 

from primary NHK cultures from 3 individual donors all studied in triplicates. Samples were 

normalized to GAPDH used as a reference gene. Results are mean fold change ± SEM. 

Time 2h 8h 24h 

B[a]P 0.2 µM 2 µM 0.2 µM 2 µM 0.2 µM 2 µM 

CYP1A1 10 ± 1 12 ± 1 51 ± 33 80 ± 64 155 ± 86 948 ± 317 

CYP1A2 4 ± 1 4 ± 2 8 ± 4 12 ± 7 17 ± 4 57 ± 22 

CYP1B1 8 ± 2 10 ± 2 42 ± 18 55 ± 35 97 ± 64 497 ± 227 

GSTA1 1.5 ± 0.4 1.4 ± 0.4 0.4 ± 0.1 0.5 ± 0.2 0.9 ± 0.6 0.6 ± 0.1 

GSTP1 0.9 ± 0.1 0.9 ± 0.1 0.9 ± 0.1 1.0 ± 0.2 1.2 ± 0.1 1.4 ± 0.1 

EPHX1 1.1 ± 0.1 1.1 ± 0.1 1.0 ± 0.1 1.0 ± 0.0 0.9 ± 0.0 1.0 ± 0.1 

AhR 0.9 ± 0.1 0.8 ± 0.1 0.8 ± 0.1 0.8 ± 0.2 0.7 ± 0.1 0.6 ± 0.3 

ARNT 1.3 ± 0.3 1.3 ± 0.2 0.9 ± 0.1 0.9 ± 0.1 1.0 ± 0.1 1.0 ± 0.1 
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5. Figure S3. Formation of BPDE-N2-dGuo in B[a]P-treated NHK 

NHK were cultured from skin biopsies. They were then exposed to B[a]P dissolved in DMSO 

added to the culture medium. The final concentration ranged between 0.2 and 5 µM. After 

different periods of time, cells were collected, DNA extracted and the level of BPDE-N2-

dGuo determined by HPLC-MS/MS. Results are mean of three donors treated in triplicates ± 

SEM. The amount of BPDE-N2-dGuo in the control samples was below the detection limit. 
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6. Figure S4. HPLC-MS/MS detection of BPDE-N2-dGuo in skin 

The figure below shows typical HPLC-MS/MS chromatograms of the analysis of BPDE-N2-

dGuo in the DNA of skin explants exposed for 48 hours to 100 nmol B[a]P under different 

conditions. a) standard of BPDE-N2-dGuo (400 fmol) b) untreated control, c) samples 

incubated with B[a]P alone, d) samples exposed to 2 MED SSL 1 hour before the beginning 

of the B[a]P exposure (SSL/B[a]P protocol) and, e) samples exposed to 2 MED 24 hours after 

the beginning of the B[a]P treatment (B[a]P/SSL protocol). The traces shown are the total ion 

currents which represent the sum of three signals corresponding to specific fragments 

produced by BPDE-N2-dGuo in well-defined ratio. The chromatographic peaks were 

identified by comparison of the retention time and mass spectrometry features with those of 

the authentic standard. The amount of analyzed DNA was the similar (< 10% difference) in 

all samples. 
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7. Figure S5: Impact of the delay between exposure to SSL and B[a]P treatment on 

the formation of BPDE-N2-dGuo in DNA 

Skin explants and NHK were treated with the SSL/B[a]P protocol with varying period of 

times between the end of the irradiation and the addition of B[a]P in fresh medium. Results 

are compared with the level of adduct in unirradiated samples. In all cases, samples were 

collected 24 hours after the addition of B[a]P. Values are the mean ± standard deviation 

(n=6). 
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8. Table S3: Toxicity of SSL, UVB and B[a]P in HaCaT cells. 

Viability of HaCaT exposed to either SSL, B[a]P, or UVB. Results were obtained via MTT 

assay performed either 24 or 48 hours after treatment. Reported values are mean ± SEM 

(n=6). 

SSL (MED) 0 1 2 5 10 

24h 100±7 93±4 84±2 22±4 17±3 

48h 100±8 91±4 95±1 11±2 3±1 

BaP (µM) 0 0.5 1 2 5 

24h 100±2 100±3 98±5 111±2 102±3 

48h 100±5 107±7 100±5 113±4 138±7 

UVB (mJ/cm2) 0 10 25 50 100 

24h 100±3 93±2 83±2 76 61±4 

48h 100±3 95±3 95±3 98 86±3 
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9. Figure S6: Formation of BPDE-N2-dGuo adducts in HaCaT cells co-exposed to 

UV and B[a]P 

HaCaT were exposed in different ways. In the UV/B[a]P protocols, cells were irradiated and 

B[a]P was added after 1 hour. In the B[a]P/UV protocols, cells were incubated with B[a]P for 

24 hours, and then exposed to UV. Control samples only treated with B[a]P were also 

prepared. The reported values are mean ± standard deviation (n=3). 
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