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Abstract: Ferns can be a source of polyphenolic compounds, with the fronds being the main parts 
described in ethnopharmacological studies. The present study screened polyphenolic phytochemi-
cals and evaluated in vitro activities of a methanolic extract of Asplenium adiantum-nigrum L. fronds 
(AAM), an Aspleniaceae fern collected from the Prades mountains (Tarragona, Spain). Phytocharac-
terization by HPLC-MS/MS confirmed that the major flavonoids isolated in AAM are flavanols 
while the major phytochemicals are phenol acids, with chlorogenic acid being the most representa-
tive one. Cytotoxicity, cytoprotection, cellular repair activity, and phototoxicity were determined in 
vitro in the presence of 0.01, 0.1, and 1 mg/mL of the extract. No cytotoxicity was obtained in any of 
the cell lines tested: non-tumoral (3T3 and HaCaT) and tumoral (HeLa, HepG2, and A549) cells. 
Additionally, the polyphenolic extract showed greater protective effect against H2O2 in 3T3 than 
HaCaT cells. Despite the low total phenolic content of AAM (1405.68 mg phenolic phytochemi-
cals/kg dry extract), the cytoprotective activity of this extract could be associated with the synergis-
tic antioxidant action of their polyphenolic profile. In addition, the extract did not present photo-
toxicity against the non-cytotoxic 1.8 J/cm2 dose of UVA light in both non-tumoral cell lines. 

Keywords: Asplenium adiantum-nigrum L.; cytoprotection; cytotoxicity; ethnopharmacology; ferns; 
oxidative stress 
 

1. Introduction 
Living organisms have developed a set of different endogenous antioxidant mecha-

nisms, which act by enzymatic and non-enzymatic mechanisms, with the aim of prevent-
ing reactive oxygen species (ROS) imbalances. Consequently, free radicals are indispen-
sable for the maintenance of redox homeostasis [1]. In the last decades, oxidative stress 
has been associated with a sedentary lifestyle, an unhealthy diet, and continued exposure 
to substances with toxicological potential. Supplementation with exogenous antioxidant 
substances is a potentially evident strategy in the prevention and reduction of the inci-
dence of oxidative stress, especially from plant extracts due to the synergistic antioxidant 
action of the phytochemicals [2]. 

Phenolic phytochemicals are characterized by having aromatic rings with at least one 
hydroxyl group. The antioxidant activity of phenolic phytochemicals are hydrogen atom 
transfer, single electron transfer, and transition metals chelation [3]. These phytochemi-
cals are involved in a multitude of physiological plant functions, such as protection 
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against oxidative stress induced by ultraviolet radiation in plants. Due to their antioxi-
dant, anti-inflammatory, and antimicrobial action, these phytochemicals have been de-
scribed as bioactive agents in the prevention and treatment of skin diseases and other 
severe affections such as osteosarcoma [4,5]. 

Ferns are poorly represented in the pharmacopoeias compared with other vascular 
plants and even more so when compared with angiosperms. Multiple reasons can account 
for this, for example, inadequate methods of fern identification and collection [6]. How-
ever, different oriental health systems consider ferns in their texts [7–9]. In this sense, the 
Pteridaceae family have been described in Ayurveda medicine; this is the case for the spe-
cies Adiantum incisum Forssk. (Pteridaceae) used for the treatment of skin disorders [7], or 
Adiantum capillus-veneris L. (Pteridaceae) which is described for treating measles [10]. Cur-
rently, the fern with a high number of studies as an agent in the treatment of skin condi-
tions is the aqueous extract of Polypodium leucotomos (Polypodiaceae) fronds (PLE) because 
of its phenolic content [11,12]. 

In Europe, different properties of ferns have been described as potential nutritional 
agents since their fronds have been described as a source of phytochemicals with antioxi-
dant activity [13,14]. In the Iberian Peninsula and the Balearic Islands a high biodiversity 
of Pteridophytes has been recorded [15], including different Aspleniaceae with veterinary 
ethnopharmacological uses as Asplenium trichomanes L. ssp. trichomanes and Asplenium ad-
iantum-nigrum L. ssp. onopteris [16,17]. The Prades mountains (Tarragona, Spain) is a 
mountainous orography of great plant biodiversity where important representations of 
different species of ferns have been described, especially belonging to the Aspleniaceae [18]. 
Among them, the Asplenium adiantum-nigrum L. (Figure 1), also known by the scientific 
name Asplenium andrewsii A. Nelson [19], is characterized by presenting fronds with a long 
black petiole [20]. In Catalonia, the fronds of A. adiantum-nigrum L. have been reported for 
the treatment of chicken coccidiosis [18] and for human oral fungal infection (Catalan 
popular called mal blanc) [21]. 

The extracts from the Asplenium trichomanes L. and Asplenium nidus L. (also reported 
as Asplenium australasicum (J. Sm.) Hook.) fronds, ferns from Aspleniaceae family, have 
been described for the treatment of burns (oily extract) and for wound healing (aqueous-
ethanolic extract), respectively [22,23]. The main goal of our work is to characterize one of 
the most representative ferns of the Prades mountains (Tarragona, Spain) and to relate to 
their traditional and/or potential uses. As a preliminary study, we present here the char-
acterization of a polyphenolic extract obtained from the fronds of Asplenium adiantum-
nigrum L. analysing 38 phytochemicals. Moreover, the cytotoxic profile in various cell 
lines, their potential cytoprotective and cellular repair activity, phototoxic activity, and 
protection against ROS production were assessed in 3T3 and HaCaT. 

  
(A) (B) 

Figure 1. Face fronds (A) and underside frond (B) of fresh Asplenium adiantum-nigrum L. (Aspleni-
aceae) at the Prades mountains by Adrià Farràs. The euro coin provides a reference for the size of 
frond (B). 
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2. Materials and Methods 
2.1. Chemicals and Reagents 

All reagents used were of analytical grade. Reference materials for all bioactive phy-
tochemicals were supplied by Sigma-Aldrich (Milan, Italy), except for kaempferol-3-glu-
coside and quercetin that were supplied by PhytoLab (Vestenbergsgreuth, Germany). 
Pure reference materials were dissolved in methanol until reaching the corresponding 
stock solutions (1000 mg/L). These solutions were kept at 5 °C in glass-stoppered bottles 
until analysis. Standard working solutions were prepared fresh by diluting stock solutions 
with methanol (HPLC grade). Formic acid at 99% concentration and methanol were pur-
chased from Merck (Darmstadt, Germany) and from Sigma-Aldrich (Milan, Italy), respec-
tively. Ultrapure water (resistivity >18 MΩ cm) was obtained by filtration of deionized 
water with the Milli-Q SP reagent water system (Millipore, Bedford, MA, USA). All liq-
uids were filtered through 0.2 μm polyamide filters obtained from Sartorius Stedim 
(Goettingen, Germany). The samples injected in the HPLC were previously filtered with 
Phenex™ RC 4 mm 0.2 μm syringeless filters acquired from Phenomenex (Castel Maggi-
ore, BO, Italy). The following reagents were purchased from Sigma-Aldrich (Madrid, 
Spain): trypan blue (0.4%) dye, hydrogen peroxide (H2O2) 30% w/w, 2,5-diphenyl-3-(4,5-
dimethyl-2-thiazolyl) tetrazolium bromide (MTT), dimethylsulfoxide (DMSO), 2,7-dichlo-
rodihydrofluorescein diacetate (DCF), and chlorpromazine hydrochloride (CPZ, CAS No. 
69-09-0). Dulbecco’s Modified Eagle’s Medium (DMEM) with and without phenol red, 
phosphate-buffered saline (PBS), L-glutamine solution (200 mM), trypsin-ethylenedia-
minetetraacetic acid (EDTA) solution (170,000 U/L trypsin and 0.2 g/L EDTA), and peni-
cillin-streptomycin solution (10,000 U/mL penicillin and 10 mg/mL streptomycin) were 
obtained from Lonza (Verviers, Belgium). Thermo Scientific (Northumberland, UK) sup-
plied HyClone fetal bovine serum (FBS). The 75 cm2 culture flasks and well culture plates 
were purchased from TPP (Trasadingen, Switzerland). 

2.2. Plant Material 
The Prades mountains are the area where the fronds of Asplenium adiantum-nigrum 

L. have been collected. The existence in this area of this fern was previously verified by 
the Banco de Datos de Biodiversidad de Cataluña [24]. A specimen of the fresh frond was au-
thenticated by an expert using taxonomic keys. The fronds were dried at room tempera-
ture under laboratory filter paper for 4–5 consecutive days and, finally, a dried specimen 
was stored at the Herbarium of Universidad San Jorge (Zaragoza, Spain): voucher no. 004-
2016. 

2.3. Preparation of Methanolic Extract of Asplenium adiantum-nigrum L. Fronds 
Once the fronds were powdered, this material was macerated with methanol for 24 

h at room temperature. Subsequently, the corresponding extract was filtered using a 
Whatman N°4 filter paper. The solvent of the corresponding filtrate was evaporated using 
a rotary evaporator with a thermostatic bath at 30 °C. This entire process was repeated 
three times to obtain the corresponding exhaustion extract [25]. Finally, the methanolic 
extracts were kept at −20 °C until we carried out the experiments. 

2.4. Polyphenol Characterization of Methanolic Extract of Asplenium adiantum-nigrum L. 
Fronds by High Performance Liquid Chromatography-Tandem Mass Spectrometry  
(HPLC-MS/MS) 

Phytochemical quantification was obtained by modifications of a previously de-
scribed method of our group [26]. HPLC-MS/MS assay was accomplished with an Agilent 
1290 Infinity series and a Triple Quadrupole 6420 purchased from Agilent Technology, 
located in Santa Clara, CA, USA, and connected to an electrospray ionization (ESI) source 
that operated in negative and positive ionization modes. The MS/MS parameters of each 
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standard were optimized by operating flow injection analysis (FIA) by Optimizer Soft-
ware (see Table S1 of Supplementary Materials). The separation of phenolic compounds 
was obtained by direct injection of the diluted sample (1:5) using gradient elution mode 
on a Phenomenex Synergi Polar–RP C18 column (250 mm × 4.6 mm, 4 µm) using a mixture 
of water and methanol as solvents A and B, respectively, both with 0.1% formic acid. For 
column protection, a Polar RP security guard cartridge preceded the column (4 mm × 3 
mm ID). The composition of the mobile phase was: 0–1 min, isocratic condition, 20% B; 1–
25 min, 20–85% B; 25–26 min, isocratic condition, 85% B; and 26–32 min, 85–20% B. All 
solutions and solvents were filtered through a 0.2 μm polyamide filter. The injection vol-
ume was 2 μL, and the flow rate was kept at 0.8 mL/min. The temperature of the column 
was set to 30 °C, and the drying gas temperature in the ionization source was set to 350 
°C. The flow rate of the gas was set to 12 L/min, the capillary voltage was 4000 V, and the 
nebulizer pressure was 55 psi. After detection in the dynamic-multiple reaction monitor-
ing (dynamic-MRM) mode, the peak areas were integrated for quantification. The most 
abundant product ion was used for quantification, while the remaining ions were used 
for qualitative analysis. The Δ retention time (each compound’s unique time window) was 
set at 2 min. 

2.5. Cell Culture and Cytotoxicity Studies 
Two cell lines were selected, the NIH 3T3 mouse fibroblast cell line, obtained from 

the repository of the European Collection of Authenticated Cell Cultures (ECACC) by 
purchasing them at Sigma Aldrich, and the immortalized human keratinocyte cell line 
HaCaT, acquired at Eucellbank (Celltec-Universitat de Barcelona, Barcelona, Spain). 

Cells were grown and maintained in Dulbecco’s Modified Eagle’s Medium (DMEM) 
with 4.5 g/L glucose supplemented with 10% heat-inactivated fetal bovine serum (FBS), 2 
mM L-glutamine, and 100 U/mL:100 U/mL streptomycin-penicillin mixture (10% FBS-
DMEM) at 37 °C in a 5% carbon dioxide (CO2)-humidified incubator. Cells were regularly 
checked and subsequently subcultured in 75 cm2 flasks. 

For cytotoxicity studies, we followed the protocol previously described in Farràs et 
al. 2021 [27]. Cells were treated with 0.01, 0.1, and 1 mg/mL of methanolic fronds extract 
of A. adiantum-nigrum in 5% FBS-DMEM. For each cell line and plate, a negative control 
was included, which corresponds to untreated cells. The cytotoxicity of AAM was finally 
determined by the neutral red uptake (NRU) and 2,5-diphenyl-3-(4,5-dimethyl-2-thia-
zolyl) tetrazolium bromide (MTT) assays after treatments, as follows. 

After, the cell treatments’ supernatant was extracted from each well and 100 μL of 
NR solution (0.05 mg/mL) or 100 µL of an MTT solution (0.5 mg/mL) in serum-free DMEM 
without phenol red was applied. Plates were maintained for at least 3 h at 37 °C and 5% 
CO2 and then the supernatant was discarded. Then, in the case of NRU, 100 µL of a destain 
solution containing an acidic ethanol solution was added to dissolve the NR uptaken by 
viable cells. For the MTT, 100 µL of dimethyl sulfoxide (DMSO) was added to each well 
to dissolve the formazan crystals. Before reading the absorbance at 550 nm in a Tecan 
Sunrise microplate reader (Männedorf, Switzerland), plates were shaken for 5 to 10 min 
at 100 rpm/min to homogenize the well content. 

Cell viability for NRU and MTT assays was calculated using the following equation: 

𝐶𝐶𝐶𝐶𝐶𝐶𝐶𝐶 𝑣𝑣𝑣𝑣𝑣𝑣𝑣𝑣𝑣𝑣𝑣𝑣𝑣𝑣𝑣𝑣𝑣𝑣 (%) = �
𝐴𝐴𝑠𝑠𝑠𝑠𝑠𝑠𝑠𝑠𝑠𝑠𝑠𝑠
𝐴𝐴𝑐𝑐𝑐𝑐𝑐𝑐𝑐𝑐𝑐𝑐𝑐𝑐𝑐𝑐

�  ×  100  

where Acontrol and Asample are the absorbance of the control and each sample, respectively. 
The effect of the extract over cell viability was also studied with the human tumoral 

cell lines: cervical cancer cell line HeLa (Eucellbank, Celltec-Universitat de Barcelona, Bar-
celona, Spain), liver cancer cell line HepG2 (Dr. Borràs of Experimental Toxicology and 
Ecotoxicology Platform (UTOX-CERETOX) of Parc Científic of Universitat de Barcelona, 
Barcelona, Spain), and lung cancer cell line A549 (ECACC). 
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2.6. Cytoprotective and Cellular Repair Activity of Methanolic Extract of Asplenium  
adiantum-nigrum L. Fronds in Non-Tumoral Cell Lines 

In a similar way as previously assessed [27], hydrogen peroxide was used to induce 
oxidative stress. The capacity of fern extracts to prevent cellular damage or induce cellular 
repair was assessed by treating cells before or after peroxide insult with 0.01, 0.1, and 1 
mg/mL AAM in 5% FBS-DMEM [28]. Briefly, to prevent cellular damage, cells were pre-
treated with AAM at the different concentrations for a period of 24 h. Then, the medium 
was discarded, cells washed with PBS, and the peroxide insult was induced by 1 mM or 2 
mM H2O2 for 2.5 h. After treatment with H2O2, cell viability was determined by the NRU 
and the MTT assay as described above (Section 2.5). 

In the case of cellular repair activity, cells were previously incubated with H2O2 for 
2.5 h. Then, the medium was discarded, cells were washed and finally treated with 0.01, 
0.1, and 1 mg/mL AAM in 5% FBS-DMEM for 24 h. Finally, after AAM treatment, cellular 
repair activity was calculated by determining cell viability with the NRU and MTT tests. 

For each independent experiment and plate, correspondent negative and positive 
controls were included. In this case, positive controls consisted of H2O2 at 1 mM or 2 mM 
treated cells for 2.5 h but without pre- or post-treatment with the extract, while negative 
ones were untreated cells. 

Cytoprotective and cellular repair activity were calculated as follows: 

𝐶𝐶𝐶𝐶𝐶𝐶𝐶𝐶𝐶𝐶𝐶𝐶𝐶𝐶𝐶𝐶𝐶𝐶𝐶𝐶𝐶𝐶𝐶𝐶𝐶𝐶𝐶𝐶 𝑎𝑎𝑎𝑎𝑎𝑎 𝑐𝑐𝑐𝑐𝑐𝑐𝑐𝑐𝑐𝑐𝑐𝑐𝑎𝑎𝑎𝑎 𝑟𝑟𝑟𝑟𝑟𝑟𝑟𝑟𝑟𝑟𝑟𝑟 𝑎𝑎𝑎𝑎𝑎𝑎𝑎𝑎𝑎𝑎𝑎𝑎𝑎𝑎𝑎𝑎 (%)

= �
𝐶𝐶𝐶𝐶𝐴𝐴𝐴𝐴𝐴𝐴−𝐻𝐻2𝑂𝑂2 − 𝐶𝐶𝐶𝐶𝐻𝐻2𝑂𝑂2

𝐶𝐶𝐶𝐶𝐴𝐴𝐴𝐴𝐴𝐴−𝐻𝐻2𝑂𝑂2
�  ×  100  

where CV is the cell viability for each condition described in the formula. 

2.7. Phototoxicity Activity of Methanolic Extract of Asplenium adiantum-nigrum L. Fronds  
in 3T3 and HaCaT Cell Lines 

The potential phototoxic activity of AAM was evaluated according to Farràs et al., 
2021 [27], which is a modified protocol of the Organization for Economic Cooperation and 
Development (OECD) TG 432 (2019) [29]. In this assay, cytotoxicity of the extract was 
compared in the presence and in the absence of exposure to a non-cytotoxic dose of ultra-
violet A light and, therefore, we can exclude the presence of phototoxic reactions. 

For each experiment, two plates were prepared, one for being exposed to ultraviolet 
A (UVA) light and the other for remaining in the dark. Cells were treated with 0.01, 0.1, 
and 1 mg/mL of AAM extract solved in 0% FBS-DMEM without phenol red for 1 h and 
then exposed to 1.8 J/cm2 UVA light or remaining in the dark. In each plate, cells not 
treated (negative control) and treated with chlorpromazine (37.5 μg/mL 0% FBS-DMEM 
without phenol red) as internal positive controls, were included. Cell viability was deter-
mined by the NRU and MTT colorimetric assays. 

2.8. Intracellular Reactive Oxygen Species (ROS) Induced by H2O2 of Methanolic Extract  
of Asplenium adiantum-nigrum L. Fronds in 3T3 and HaCaT Cell Lines 

The level of ROS generated in cells lines by H2O2 over a range of time was assayed 
pursuant to Ferreira et al. (2018) [30]. After cell pre-treatment with 0.01, 0.1, and 1 mg/mL 
AAM in 5% FBS-DMEM, cells were washed twice with PBS, and DCF (100 µM) was added 
to each well for 45 min (37 °C and 5% CO2). To eliminate the excess DCF, another two PBS 
washes were performed and then H2O2 (1 and 2 mM) was added. Fluorescence intensity 
of the oxidized product of DCF was registered (λexcitation 480 nm; λemision 530 nm) at 0, 1, 2, 
and 3 h by a ThermoFisher SCIENTIFIC VARIOSKAN LUX plate reader (ThermoFisher 
SCIENTIFIC, Waltham, MA, USA). Results were expressed as fluorescence intensity (FI) 
which have dimensionless units. The FIz h vs. 0 h was calculated as follows: 

𝐹𝐹𝐹𝐹𝐹𝐹𝐹𝐹𝐹𝐹𝐹𝐹𝐹𝐹𝐹𝐹𝐹𝐹𝐹𝐹𝐹𝐹𝐹𝐹 𝐼𝐼𝐼𝐼𝐼𝐼𝐼𝐼𝐼𝐼𝐼𝐼𝐼𝐼𝐼𝐼𝐼𝐼𝑧𝑧 ℎ 𝑉𝑉𝑉𝑉 0 (𝐹𝐹𝐹𝐹𝑧𝑧 ℎ 𝑉𝑉𝑉𝑉 0 ℎ) = �
𝐹𝐹𝐹𝐹𝑧𝑧 ℎ − 𝐹𝐹𝐹𝐹0 ℎ

𝐹𝐹𝐹𝐹𝑧𝑧 ℎ
�  ×  100  
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where FIz h is the intensity fluorescence at z h (z as 1 h, 2 h, or 3 h) of incubation and FI0 h 
the amount of fluorescence intensity at 0 h. 

The FI for each specific time was calculated using this formula: 

𝐹𝐹𝐹𝐹 =
𝐹𝐹𝐹𝐹𝐹𝐹𝐹𝐹𝐹𝐹𝐹𝐹𝐹𝐹𝐹𝐹𝐹𝐹480 𝑛𝑛𝑛𝑛 (𝑒𝑒𝑒𝑒𝑒𝑒𝑒𝑒𝑒𝑒𝑒𝑒𝑒𝑒𝑒𝑒𝑒𝑒𝑒𝑒)

𝐹𝐹𝐹𝐹𝐹𝐹𝐹𝐹𝐹𝐹𝐹𝐹𝐹𝐹𝐹𝐹𝐹𝐹530 𝑛𝑛𝑛𝑛 (𝑒𝑒𝑒𝑒𝑒𝑒𝑒𝑒𝑒𝑒𝑒𝑒𝑒𝑒)
  

The ∆ROS, which have dimensionless units for FI, was obtained using the following 
formula: 

∆𝑅𝑅𝑅𝑅𝑅𝑅𝐻𝐻2𝑂𝑂2 = ∆𝑅𝑅𝑅𝑅𝑅𝑅𝐴𝐴𝐴𝐴𝐴𝐴 𝑤𝑤𝑤𝑤𝑤𝑤ℎ 𝐷𝐷𝐷𝐷𝐷𝐷−𝐻𝐻2𝑂𝑂2 −  ∆𝑅𝑅𝑅𝑅𝑅𝑅𝐷𝐷𝐷𝐷𝐷𝐷−𝐻𝐻2𝑂𝑂2  

2.9. Statistical Analysis 
All experiments were executed in triplicates and almost three independent experi-

ments were assayed, on different days, except for the cytoprotection of AAM HaCaT 
against 2 mM H2O2 (2.5 h) MTT for which the results correspond to n = 2 experiments, 
respectively. Statistical analysis for MTT cell viability and fluorescence intensity (FI) was 
performed using GraphPad Prism version 7, San Diego, CA, USA. All data were expressed 
as mean +/− standard error. Activities have been compared using a two-way analysis of 
variance (ANOVA) by Bonferroni. The results were regarded as significantly different 
when: p ≤ 0.05 (*), p ≤ 0.01 (**), p ≤ 0.001 (***), and p ≤ 0.0001 (****). 

3. Results 
3.1. Phytochemical Characterization of Methanolic Extract of Asplenium adiantum-nigrum L. 
Fronds by High Performance Liquid Chromatography-Tandem Mass Spectrometry  
(HPLC-MS/MS) 

The extract contains different types of phenol species (1405.68 mg/kg dry extract), as 
we observe in Table 1. Moreover, the total extract presents a higher proportion of phenolic 
acids (81.06%) than flavonoids (18.40%). Analysis of the three main phytochemicals, 
chlorogenic acid (681.10 mg/kg), vanillic acid (235.19 mg/kg), and procyanidin B2 (110.16 
mg/kg), also shows that phenolic acids are the major phytochemicals determined by 
HPLC-MS/MS. 

Table 1. Content (mg/kg of dry extract) of 38 phenol phytochemicals in the methanolic extract of 
Asplenium adiantum-nigrum L. fronds analysed by HPLC-MS/MS (n = 3, RSD% ranged from 1.8 to 
6.8%). 

N° Phytochemicals 
Methanolic Extract Asplenium adian-

tum-nigrum L. Fronds (AAM) 
 Phenolic acids  

1 Gallic acid 30.56 
2 Neochlorogenic acid n.d. 
3 Chlorogenic acid 681.10 
4 p-Hydroxybenzoic acid 109.38 
5 3-Hydroxy benzoic acid n.d. 
6 Caffeic acid 16.68 
7 Vanillic acid 235.19 
8 Syringic acid n.d. 
9 p-Coumaric acid 61.10 
10 Ferulic acid 1.77 
11 3,5-Dicaffeoylquinic acid 3.62 
12 Ellagic acid n.d. 
 Flavonoids  
 (A) Anthocyanins  
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13 Delphinidin-3,5-diglucoside 2.06 
14 Delphinidin-3-galactoside 0.52 
15 Cyanidin-3-glucoside 64.07 
16 Petunidin-3-glucoside n.d. 
17 Pelargonidin-3-rutinoside n.d. 
18 Pelargonidin-3-glucoside n.d. 
19 Malvidin-3-galactoside n.d. 
 (B) Flavonols  

20 Rutin 5.54 
21 Isoquercitrin 3.17 
22 Quercitrin 0.99 
23 Myricetin 0.71 
24 Kaempferol-3-glucoside 36.85 
25 Quercetin 0.74 
26 Isorhamnetin 0.18 
27 Hyperoside 5.59 
28 Kaempferol 1.88 
 (C) Flavan-3-ols (Flavanols)  

29 Catechin n.d. 
30 Epicatechin 7.69 
31 Procyanidin B2 110.16 
32 Procyanidin A2 3.63 
 (D) Dihydrochalcones  

33 Phloridzin n.d. 
34 Phloretin n.d. 
 (E) Flavanones  

35 Hesperidin 14.81 
36 Naringin n.d. 
 Stilbenes  

37 Resveratrol n.d. 
 Non-phenolic acids  

38 Trans-cinnamic acid 7.69 
 Total phenol content 1405.68 

nd = not detected. 

Other phenol acids as neochlorogenic acid, 3-hydroxybenzoic acid, syringic acid, and 
ellagic acid were not detected. Interestingly, we determined a variability of flavonoids in 
residual amounts, although they represent a low proportion of the total phytochemicals 
determined. Among them are quercitrin, quercetin, myricetin, delphinidin-3-galactoside, 
and isorhamnetin. 

3.2. In Vitro Cell Assays 
Determination of cell viability by the NRU assay shows no significant differences 

between treated and untreated cells independently of the cell line studied (data not 
shown). Thus, according to NRU data, the extract is not cytotoxic in the conditions as-
sayed. For this reason, only data obtained by the MTT assay is analysed. 
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3.2.1. Cytotoxicity of Methanolic Extract of Asplenium adiantum-nigrum L. Fronds  
in Non-Tumoral and Tumoral Cell Lines 

We evaluated the effect of increasing concentrations of AAM at 0.01, 0.1, and 1 
mg/mL, in non-tumoral (3T3 and HaCaT) and tumoral (HeLa, HepG2 and A549) cell lines. 
As observed in Figure 2, AAM does not induce an important cytotoxicity in 3T3 and Ha-
CaT (Figure 2A,B, respectively). However, a slightly lower viability has been recorded for 
fibroblasts than for keratinocytes; being the lowest cell viability recorded at 0.1 mg/mL 
AAM in 3T3 (62.4% cell viability). 
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Figure 2. Cytotoxic activity of AAM in 3T3 (A), HaCaT (B), HeLa (C), HepG2 (D), and A549 (E) cell 
lines obtained by MTT assay and expressed as percentage of cell viability with respect to control 
cells. Results are expressed as mean ± standard error of n = 3. Control or untreated cells were main-
tained with culture medium. A two-way analysis of variance (ANOVA) and a Bonferroni post hoc 
assay have been performed. Statistical differences were considered as follows: * p ≤ 0.05, and ** p ≤ 
0.01 in comparison with untreated cells (negative control). 
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For the tumoral cell lines (Figure 2C–E), we failed to find any cytotoxic behaviour at 
the conditions tested for the extract. For this reason, the following studies were only per-
formed with non-tumoral cell lines. 

3.2.2. Cytoprotective Activity of Methanolic Extract of Asplenium adiantum-nigrum L. 
Fronds in 3T3 and HaCaT Cell Lines 

We evaluated the capacity of the AAM extract to prevent oxidative damage induced 
by H2O2 (2 and 1 mM H2O2 for 2.5 h). However, we only found some cytoprotective activ-
ity against 2 mM H2O2 for 2.5 h (results obtained for 1 mM H2O2 are presented in Figure 
S1 of Supplementary Materials). 

Figure 3 shows cell viability obtained for both cell lines, 3T3 (Figure 3A) and HaCaT 
(Figure 3B). Cell viability of positive controls (cells treated by H2O2 but not with AAM 
extract) indicate that 3T3 cells seem to be more sensitive to H2O2 than HaCaT (32.6% and 
45.9% cell viability, respectively), which could explain in part the higher cytoprotection 
observed in 3T3. However, it is only in the case of 3T3 treated with 1 mg/mL AAM that 
we found statistically significant cytoprotective activity, with a calculated value of cyto-
protective effect greater than 30% (Table 2). According to Siddiqui, et al., 2011, cellular 
repair activity (i.e., post-treatment by the extract) presents good results only in the case 
that protective effects have been observed in the pre-treatment, since repairing mecha-
nisms require more cellular energy than the protective ones. Consequently, cellular repair 
activity was only assessed in 3T3 cells. 
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Figure 3. Cytoprotective activity of AAM in 3T3 (A) and HaCaT (B). Cells were incubated 24 h in 
the absence (white column) or in the presence of AAM (gray columns) and subsequently treated 
with 2 mM H2O2 for 2.5 h and finally cell viability was determined by MTT assay and expressed as 
a percentage with respect to untreated cells. H2O2 cell viability in absence of the extract was used as 
a positive control. Results are expressed as mean ± standard error of n = 3 (3T3) and n = 2 (HaCaT). 
A two-way analysis of variance (ANOVA) and a Bonferroni post hoc assay have been performed. 
Statistical differences were considered as follows: ** p ≤ 0.01 in comparison with positive control. 

Table 2. Cytoprotective activity of AAM on 3T3 and HaCaT cells. 

Concentration of AAM (mg/mL) 0.01 0.1 1 
Cytoprotection activity (%) a in 3T3 8.7% 27.7% 55.6% 

Cytoprotection activity (%) a in HaCaT 0.0% 0.0% 4.4% 
a Percentage of cytoprotection activity has been obtained from the following relation [(CVAAM-H2O2—
CVH2O2)/CVAAM-H2O2] × 100. 
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3.2.3. Cellular Repair Activity of Methanolic Extract of Asplenium adiantum-nigrum L. 
Fronds in 3T3 Tissue Cell Line 

In a similar way as in the previous experiments of cytoprotection, 3T3 cells suffer a high 
decrease in viability (21.9%) 24 h after being treated with 2 mM H2O2 for 2.5 h (Figure 4). 
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Figure 4. Cellular repair activity of AAM in 3T3 cells. Cells previously treated with 2 mM H2O2 for 
2.5 h were incubated in the absence (white column) or in the presence of AAM for 24 h (gray col-
umns) and finally cell viability was determined by MTT assay and expressed as a percentage with 
respect to untreated cells. H2O2 cell viability in absence of the extract was used as a positive control. 
Results are expressed as mean ± standard error of n = 3. A two-way analysis of variance (ANOVA) 
and a Bonferroni post hoc assay have been performed. Statistical differences were considered as 
follows: * p ≤ 0.05, and **** p ≤ 0.0001 in comparison with positive control. 

Results obtained here indicate a tendency to increase viability in a concentration de-
pendent manner (Table 3). However, statistical significance of such increase is only rec-
orded at 0.1 and 1 mg/mL extract. 

Table 3. Cellular repair activity of AAM in 3T3 cell line for 2 mM H2O2 during 2.5 h by MTT assay. 

Concentration of AAM (mg/mL) 0.01 0.1 1 
Cellular repair activity (%) a 18.8% 41.6% 77.5% 

a Percentage of cellular repair activity has been obtained from the following relation [(CVAAM-H2O2—
CVH2O2)/CVAAM-H2O2] × 100. 

3.2.4. Phototoxicity Activity of Methanolic Extract of Asplenium adiantum-nigrum L. 
Fronds in 3T3 and HaCaT Tissue Cell Lines 

UVA light sensitivity for 3T3 and HaCaT cells was determined in each experiment 
by including negative controls (cells not treated) and comparing their cell viability in ir-
radiated and dark conditions. In our case, 3T3 showed a cell viability of 63.3% and HaCaT 
75.0%, indicating moderate sensitivity of our cells to UVA light, a fact that could account 
to underestimate the phototoxic behaviour of our products. Nevertheless, cells treated 
with CPZ, a well-known phototoxic chemical (internal positive control), show a high de-
crease in cell viability when exposed to light, which is more pronounced in the case of 
HaCaT cells, indicating that phototoxicity has been induced. 

Figure 5 presents the viability for 3T3 and HaCaT cells obtained by MTT in dark and 
UVA light conditions. In both cases, cell viability of cells treated with AAM is not affected 
by UVA light exposition and thus phototoxicity activity of the extract can be discarded. 
Interestingly, cells treated by the AAM extract show a high increase of cell viability, which 
is independent of UVA treatment, achieving values of almost 200% in the case of 3T3 in 
some conditions, although no statistical signification is found. 
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Figure 5. Phototoxicity activity of AAM in 3T3 (A) and HaCaT (B) cell lines obtained by MTT assay 
and expressed as percentage of cell viability respect to the correspondent control cells. Chlorprom-
azine cell viability was used as positive control. Gray columns correspond to non-exposed cells to 
UVA light and white columns correspond to cells exposed to 1.8 J/cm2 of UVA light. Results are 
expressed as mean ± standard error of n = 3. A two-way analysis of variance (ANOVA) and a Bon-
ferroni post hoc assay have been performed. Statistical differences were considered as follows: **** 
p ≤ 0.0001 in comparison with the equivalent non-irradiated condition homologue. 

3.2.5. Intracellular ROS Induced by H2O2 of Methanolic Extract of Asplenium  
adiantum-nigrum L. Fronds in 3T3 and HaCaT Cell Lines 

DCF probe was used to determine the production of intracellular ROS expressed as 
FI as shown in Figure 6 for 2 h. Absolute ROS values increase with time (1, 2, and 3 h), but 
no differences in pattern behaviour is observed (data not shown). Thus, we only present 
here the ROS production at 2 h. 
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Figure 6. Intracellular ROS induced by 1 and 2 mM H2O2 for 2 h treatment after 24 h incubation with 
AAM in 3T3 (A) and HaCaT (B) cells. H2O2 treated cells were used as positive control. White col-
umns correspond to 1 mM H2O2 and gray columns correspond to 2 mM H2O2. Results are expressed 
as mean ± standard error of n = 3. A two-way analysis of variance (ANOVA) and a Bonferroni post 
hoc assay have been performed. Statistical differences were considered as follows: * p ≤ 0.05 in com-
parison with the corresponding positive control. 

ROS production shows a similar pattern for 1 mM and 2 mM H2O2 with a slight ten-
dency to increase in parallel to AAM extract concentration but the only statistically signif-
icant case is that of HaCaT at 1 mg/mL of AAM (Figure 6B). This observation can be at-
tributed to the lower values of ROS production induced by H2O2 in the case of HaCaT. 

Table 4 summarizes the different increases of ROS production in the various condi-
tions assessed. It is observed that in the case of HaCaT the amount of ROS has a significant 
rise as stated before. 
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Table 4. Intracellular ∆ROS a induced by 1 and 2 mM H2O2 for 2 h respect 0 h at different concentra-
tions of AAM in 3T3 and HaCaT. 

Cell Line 3T3 HaCaT 
Concentration of AAM (mg/mL) 0.01 0.1 1 0.01 0.1 1 

1 mM H2O2 19.6 22.7 34.0 37.5 79.7 93.1 
2 mM H2O2 3.8 40.8 30.6 22.8 46.4 86.4 

a Intracellular ∆ROS cytoprotective activity has been obtained from the following relation ROSAAM 

with DCF-H2O2—ROSDCF-H2O2 expressed as fluorescence intensity (FI). 

The increase of ROS generation should be studied as the extract confers some cyto-
protective effect to 3T3 when treated with 2 mM H2O2 for 2.5 h but not to HaCaT (Figure 
3 and Table 2). 

4. Discussion 
Many of the active principles used in the treatment of diseases have emerged from 

ethnomedicinal studies. The correct documentation of medicinal uses is essential before 
they fall into oblivion [16]. For example, in an ethnopharmacological study of medicinal 
plant uses in Pakistan, the treatment of measles is documented with an extract of the 
fronds of A. capillus-veneris (Pteridaceae) [10]. 

To date, different studies have reported antioxidant activity of different fern species 
[9,31,32], with the PLE being the most studied fern for its antioxidant properties that have 
been considered useful for the treatment of skin disorders [27,33,34]. The phytochemicals 
described in PLE are phenolic acids belonging to the hydroxycinnamic acid (p-coumaric 
acid, caffeic acid, chlorogenic acid, and ferulic acid) and benzoic acid (vanillic acid) [35]. 
In a similar way, our research group determined the polyphenolic profile of the meth-
anolic extract of Polypodium vulgare L. fronds (PVM), another fern of the Polypodiaceae fam-
ily, by HPLC-DAD. Among the high number of phenolic acids identified, 3-O-
caffeoylquinic acid or chlorogenic acid (hydroxycinnamic acid), a potent antioxidant used 
in the treatment of oxidative stress and cancer [5], was reported as one of the major con-
stituents [27]. Taken together, these studies indicate that the fronds of Polypodiaceae are 
important reservoirs of polyphenols and related compounds. Therefore, ferns are consid-
ered important sources of phytochemical diversity, such as flavonoids [32,36]. The Asple-
niaceae family, besides being a source of phenolic acids, is also regarded as a source of 
flavonols, one of the types of flavonoids [37]. In our case, HPLC-MS/MS determination 
indicates that flavanols are the major flavonoids isolated from AAM, with procyanidin B2 
(flavanol) the main flavonoid isolated. Procyanidins are oligomers of catechins that share 
the structure of flavanols. Catechins and the phytochemicals related to them act directly 
in the prevention of oxidative stress induced by solar radiation on the skin [38]. Moreover, 
the described potent antioxidant activity of the flavonoids catechin, epicatechin, and 
kaempferol is concluded to be the trigger of the chemopreventive activity in melanoma 
and lung cancer, respectively [39]. In our case, although flavanols are the largest flavo-
noids in the extract (8.64% total phytochemicals determined), we also find flavonols, 
which represent 3.96% of total extract and whose main representative is kaempferol-3-
glucoside. 

Methanol solvent is frequently used to extract flavonoids from fern fronds such as 
Lygodium venustum Sw. (Lygodiaceae) [40] and Asplenium normale D. Don (Aspleniaceae) [41]. 
However, due to the cytotoxicity of methanol, it must be removed from the extract; oth-
erwise, it could give false positives in cytotoxicity tests [42]. Currently, in vitro cytotoxicity 
tests are the first test to evaluate the biocompatibility of any plant drug for its subsequent 
use in health-related products [40]. However, one limiting factor for in vitro tests is the 
solubility and penetration of the extract in the target of the structure, which determines 
the cellular viability [43]. To avoid that, AAM requires previous ultrasonic agitation be-
fore being applied to the cells. Another factor to bear in mind is the bioassay chosen to 
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evaluate the cytotoxic behaviour of phytochemicals. In our case, we evaluated the poten-
tial cytotoxicity of AAM by the NRU assay (cellular viability determined by the integrity 
of the lysosome membrane) and the MTT assay (cellular viability obtained by mitochon-
drial metabolic activity). Our results indicate that MTT is more sensitive than NRU, and 
that the extract penetrates the cell and consequently reaches the mitochondria localized in 
the cytosol [44–46]. However, MTT assay has some disadvantages that are dependent on 
the cell ability to overcome cell death. For example, the damaged mitochondria may be 
still able to reduce the tetrazolium salt. To avoid these false positives of the MTT assay, a 
periodic control of cell structure and density should be carried out [47,48]. The reduced 
number of cytotoxicity studies together with the complex comparison of bioactivities of 
fern extracts makes it difficult to compare our results in vitro with other studies. Differ-
ences in extraction solvent polarity, inconsistency on extract concentrations tested, and 
numerous cellular viability assays performed among the different studies are some vari-
ables that make a reliable comparison difficult. 

3T3 is considered a widely used cell line to determine the doses to be tested in sub-
sequent systemic toxicological studies in vivo [49]. In cytotoxicity assays, the use of a min-
imum of two cell lines with different cell origins is recommended. Moreover, the use of 
3T3 and HaCaT is frequently combined when characterizing phytochemicals with dermal 
applications [50,51]. Here, AAM extract induces low cytotoxic effects according to cell vi-
ability values obtained with MTT. In a similar way, no cytotoxicity on HaCaT was de-
scribed for the 2-propanol extract from the fronds of Ophioglossum vulgatum L. (Ophioglos-
saceae) and demonstrated healing properties. This extract contains flavonols derived from 
quercetin and kaempferol [52]. The AAM extract, as the O. vulgatum extract, has a repre-
sentative amount of flavonols, among which are quercetin and kaempferol. However, if 
in future studies the healing activity of the AAM extract is determined, the flavanols will 
probably be responsible for this bioactivity as they are the main flavonoids of this extract. 

The gallate group, structure of gallic acids, is a powerful antioxidant. However, on 
certain occasions it alters crucial cellular functions, resulting in cytotoxicity [53]. For ex-
ample, green tea is a source of catechins and catechin derivatives with the presence of the 
gallate group catechin gallate. Catechin, as well as its derivatives such as epicatechin, have 
been shown to have antiproliferative effects in different carcinoma cell lines. In addition, 
beneficial effects of green tea application on smokers’ preneoplastic oral cavity lesions has 
also been reported [54]. For this reason, it is required to evaluate the cytotoxicity of phy-
tochemicals containing the gallate group in different tumoral and non-tumoral cell lines 
in vitro as a previous step of its potential uses. In our case, the absence or low cytotoxic 
activity of AAM obtained by the MTT assay in the non-tumoral and tumoral cell lines, 
rules out the potential cytotoxicity a priori conceived by the content of gallic acid and 
phytochemicals with gallate group. 

Other three ferns from the Aspleniaceae family (Asplenium ceterach L., Asplenium scolo-
pendrium L., and Asplenium trichomanes L.) also did not show any cytotoxicity on the lung 
cancer cell line A549, as described by Petkov, et al. (2021) [55]. However, in the same study, 
these ferns show a selective cytotoxicity for HeLa cells in contrast to our results. One ex-
planation can be derived from the different phytochemical profile described for these 
three ferns because they contain flavonols like the AAM extract, but also fatty acids. 
Petkov, et al. (2021) [55] suggest that their fatty acids composition may contribute to the 
selective antiproliferative effects on HeLa cells. 

Currently, the PLE extract has been described as a powerful chemopreventive agent 
because of the powerful antioxidant action of its polyphenolic acids. Among these poly-
phenolic acids, we find different derivatives of cinnamic acid and benzoic acid, such as 
chlorogenic acid and vanillic acid, respectively. However, derivatives of benzoic acids 
have a lower antioxidant capacity compared with cinnamic acids because the first group 
lacks the -CH=CH-COOH chain, which is the structure that provides the electron donor 
properties [35]. The main phytochemical and most representative of the big number of 
phytochemicals determined in AAM by HPLC-MS/MS is chlorogenic acid. 
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3T3 cells have shown greater sensitivity than HaCaT against AAM in the cytotoxicity 
and the cytoprotective assays performed. In different studies with flavanol fractions, a 
greater sensitivity has also been obtained in 3T3 than in HaCaT [50]. The positive controls 
of the cytoprotection assays have also presented a higher sensitivity in the 3T3 line than 
in the HaCaT, agreeing with Maier, et al. (1991) [56] who described higher sensitivity of 
3T3 to oxidizing and irritating agents than HaCaT. The statistically significant antioxidant 
in vitro protection effects of AAM in the 3T3 cell line confirm our previous studies that 
indicated good antioxidant capacity determined by the in chemico models DPPH, ORAC, 
and superoxide radicals generated by xanthine/xanthine oxidase [25]. However, we failed 
to demonstrate this fact in HaCaT cells. Differences between the two cell lines (origin, 
source, metabolic capacity, among other variables) could explain our findings. When ox-
idative stress is generated before potential antioxidant treatment, greater cell damage is 
observed (Figure 4). This fact generally entails a greater cytoprotective effect in the pre-
treatment than in the post-treatment, as reported in the case of the in vitro protective ca-
pacity of the curcumin (curcuminoid) in PC12 (a rat pheochromocytoma cell line) against 
H2O2 [57]. According to outcomes in the cytoprotective assay, the 3T3 cell line was selected 
for the cellular repair one. For both assays, the protective effects observed were directly 
related to the concentration of AAM assayed. The greater protection induced by AAM in 
3T3 in front H2O2 injury in post-treatment than in pre-treatment suggests the need to eval-
uate the protective mechanisms of this extract. However, open questions remain, and fur-
ther investigations are still needed as a consequence of the multi-target mechanisms of 
extracts derived of their phytochemicals content [58]. 

The phototoxicity assay OECD TG 432 [29], based on the determination of phototoxic 
substances using the NRU and BALB/c 3T3 cell line, has high sensitivity to identify pho-
tosensitive substances failing somehow in some cases and thus reporting false positive 
results. For this reason, using another cell line, especially a cutaneous cell line, can con-
tribute to minimize the overestimation of phototoxicity reactions. We chose HaCaT cells 
to be a human keratinocyte cell line and thus complementary to the fibroblast cell line 3T3. 
The different location and consequently the different function of these cell lines in skin is 
an adequate combination for analysing phototoxicity [59]. UVA produces different alter-
ations at the cellular level, including disorganization of the cytoskeleton. In a similar way 
as reported for PLE [60], AAM has not induced phototoxicity under our conditions of 
UVA irradiation in both cell lines studied. Surprisingly, we observe an increase in cell 
viability both in non-irradiated and irradiated cells treated with the extract, which is more 
evident in the case of 3T3 at 0.1 and 1 mg/mL. Comparing these results with those of cy-
totoxicity, some questions emerge. Experimental conditions of time exposition, media, 
and temperature can explain such different behaviour. However, further studies at short 
time exposition could clarify the open questions encountered here. On the other hand, the 
main flavonoid identified in AAM is procyanidin B2, a key phytochemical in the protec-
tion of skin cells exposed to UVB by reducing lipid peroxidation [61]. 

Mitochondria is the basic structure to generate energy in aerobic organisms, and thus 
also generating ROS [62]. In physiological situations, endogenous antioxidant systems 
counteract ROS. However, on certain occasions, the decrease of ROS may be attributed to 
a decrease of cellular viability, as dead cells no longer generate ROS. This fact may explain 
the minor ROS production observed for the 3T3 positive control at 2 mM H2O2 compared 
with the corresponding one at 1 mM H2O2. Nevertheless, it is necessary to supplement 
this assumption with cell count assays. It is well known that flavonoids, due to their rad-
ical scavenging by an ortho-dihydroxy (catechol) structure in the B ring, 2,3-double bond 
in conjugation with a 4-oxo function in the C ring and hydroxyl groups at positions 3 and 
5 [63–65], have a greater antioxidant capacity than phenolic acids [3]. It is possible that, 
due to the powerful antioxidant action of our extract on ROS production, a prooxidant 
effect could have been generated, and thus an increase in ROS with respect to the corre-
sponding positive controls. Phytochemicals can present different antioxidant behaviour 
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depending on the global phytochemicals of the extract due to synergistic antioxidant ac-
tions [66,67], as is the case with the synergistic antioxidant action of (−)-epicatechin and 
its galloylated derivatives in contact with the flavonols quercetin, kaempferol, and myri-
cetin described for water extracts of white tea [68]. Recently, it has been described that 
flavanols are the main flavonoids in AAM together with a large amount of mangiferin and 
mangiferin glucoside, which are both xanthones. Therefore, Zivkovic, et al. (2020) attrib-
utes the in vitro antioxidant activity of AAM to the presence of these xanthones and, con-
sequently, xanthones are regarded as polyphenolic phytochemicals with high antioxidant 
activity in vitro [69]. In our investigations, we also determined that flavanols are the main 
flavonoids of AAM, however, we have not analysed the presence or absence of xanthones 
in the HPLC-MS/MS. This fact leads us to speculate that the observed antioxidant activity 
of the AAM extract in the cell lines evaluated is a consequence of the synergistic antioxi-
dant action of the flavanols with the xanthones, a fact that characterizes AAM as a valua-
ble reservoir of polyphenols. 

5. Conclusions 
Ferns are considered reservoirs of interesting phytochemicals because of their adap-

tation to the environment. Many of them are potential candidates for ethnopharmacolog-
ical studies to contribute to the assessment and conservation of plant biodiversity. Meth-
anolic extracts of Aspleniaceae adiantum-nigrum L. fronds are composed by a variety of pol-
yphenols as phenol acids (as chlorogenic acid) and flavanols (as procyanidin B2), which 
confer the biological activities reported here for the extract. Thus, the cellular repair ca-
pacity observed in the 3T3 cells treated with AAM after peroxide insult can be explained 
by the antioxidant capacity reported in previous studies. In addition, AAM has shown no 
relevant cytotoxicity in the five cell lines and no phototoxic adverse effects when treated 
fibroblasts and keratinocytes were exposed to a non-cytotoxic dose of UVA light. These 
observations, together with its capacity to inhibit tyrosinase enzyme, open the possibility 
of using AAM in cosmetic formulations as ingredients in sunscreens or hyperpigmenta-
tion treatments, but also in pharmaceutical preparations for wound healing. Therefore, 
the cellular mechanisms and specific phytochemicals involved in such activities should 
be further investigated. 
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Abbreviations 
3T3 = NIH 3T3 NIH 3T3 mouse fibroblast cell line 
A549 Human Caucasian lung carcinoma 
AAM Methanolic extract of Asplenium adiantum-nigrum L. fronds 
CO2 Carbon dioxide 
CPZ Chlorpromazine hydrochloride 
CV Cell Viability 
E Ultraviolet dose 
DCF 2,7-dichlorodihydrofluorescein diacetate 
DMEM Dulbecco’s Modified Eagle’s Medium 
DMSO Dimethyl sulfoxide 
ECACC European Collection of Authenticated Cell Cultures 
EDTA Ethylenediaminetetraacetic acid 
DPPH 2,2-diphenyl-1-picrylhydrazyl 
FBS Fetal Bovine Serum 
FI Fluorescence Intensity 
HaCaT Spontaneously immortalized human keratinocyte cell line 
HeLa Human cervix epitheloid carcinoma 
HepG2 Human Caucasian hepatocyte carcinoma 
HPLC-MS/MS High performance liquid chromatography-tandem mass spectrometry 
H2O2 Hydrogen peroxide 
MTT 2,5-diphenyl-3-(4,5-dimethyl-2-thiazolyl) tetrazolium bromide 
NR Neutral Red 
NRU Neutral Red Uptake 
OECD Organisation for Economic Cooperation and Development 
ORAC Oxygen Radical Absorbance Capacity 
PBS Phosphate Buffered Saline 
PLE Aqueous extract of Polypodium leucotomos fronds 
PVM Methanolic extract of Polypodium vulgare L. fronds 
ROS Reactive Oxygen Species 
UV Ultraviolet 
UVA Ultraviolet A 
WHO World Health Organization 

References 
1. Sies, H.; Jones, D.P. Reactive oxygen species (ROS) as pleiotropic physiological signalling agents. Nat. Rev. Mol. Cell Biol. 2020, 

21, 363–383. https://doi.org/10.1038/s41580-020-0230-3. 
2. Sharifi-Rad, M.; Kumar, N.V.A.; Zucca, P.; Varoni, E.M.; Dini, L.; Panzarini, E.; Rajkovic, J.; Fokou, P.V.T.; Azzini, E.; Peluso, I.; 

et al. Lifestyle, Oxidative Stress, and Antioxidants: Back and Forth in the Pathophysiology of Chronic Diseases. Front. Physiol. 
2020, 11, 21. https://doi.org/10.3389/fphys.2020.00694. 

3. Leopoldini, M.; Russo, N.; Toscano, M. The molecular basis of working mechanism of natural polyphenolic antioxidants. Food 
Chem. 2011, 125, 288–306. https://doi.org/10.1016/j.foodchem.2010.08.012. 

4. Dzialo, M.; Mierziak, J.; Korzun, U.; Preisner, M.; Szopa, J.; Kulma, A. The Potential of Plant Phenolics in Prevention and 
Therapy of Skin Disorders. Int. J. Mol. Sci. 2016, 17, 41. https://doi.org/10.3390/ijms17020160. 

5. Fatima, N.; Baqri, S.S.R.; Alsulimani, A.; Fagoonee, S.; Slama, P.; Kesari, K.K.; Roychoudhury, S.; Haque, S. Phytochemicals from 
Indian Ethnomedicines: Promising Prospects for the Management of Oxidative Stress and Cancer. Antioxidants 2021, 10, 28. 
https://doi.org/10.3390/antiox10101606. 

6. Reinaldo, R.; Santiago, A.C.P.; Medeiros, P.M.; Albuquerque, U.P. Do ferns and lycophytes function as medicinal plants? A 
study of their low representation in traditional pharmacopoeias. J. Ethnopharmacol. 2015, 175, 39–47. 
https://doi.org/10.1016/j.jep.2015.09.003. 

7. Upreti, K.; Jalal, J.S.; Tewari, L.M.; Joshi, G.C.; Pangtey, Y.P.S.; Tewari, G. Ethnomedicinal uses of Pteridophytes of Kumaun 
Himalaya, Uttarakhand, India. J. Am. Sci. 2009, 5, 4. 

8. Singh, S.; Kharkwal, K.; Kant, R.; Sinha, B.K.; Ambrish, K. Studies on Ethnobotanical aspects of Pteridophytes in Great 
Himalayan National Park, Kullu, Himachal Pradesh. Phytotaxonomy 2017, 17, 43–49. 

9. Chang, H.-C.; Huang, G.-J.; Agrawal, D.C.; Kuo, C.-L.; Wu, C.-R.; Tsay, H.-S. Antioxidant activities and polyphenol contents of 
six folk medicinal ferns used as “Gusuibu”. Bot. Stud. 2007, 48, 397–406. 



Horticulturae 2022, 8, 815 17 of 19 
 

 

10. Abbasi, A.M.; Khan, M.A.; Ahmad, M.; Zafar, M.; Jahan, S.; Sultana, S. Ethnopharmacological application of medicinal plants 
to cure skin diseases and in folk cosmetics among the tribal communities of North-West Frontier Province, Pakistan. J. 
Ethnopharmacol. 2010, 128, 322–335. https://doi.org/10.1016/j.jep.2010.01.052. 

11. González, S.; Gilaberte, Y.; Philips, N. Mechanistic insights in the use of a Polypodium leucotomos extract as an oral and topical 
photoprotective agent. Photochem. Photobiol. Sci. 2010, 9, 559–563. https://doi.org/10.1039/b9pp00156e. 

12. Parrado, C.; Mascaraque, M.; Gilaberte, Y.; Juarranz, A.; Gonzalez, S. Fernblock (Polypodium leucotomos Extract): Molecular 
Mechanisms and Pleiotropic Effects in Light-Related Skin Conditions, Photoaging and Skin Cancers, a Review. Int. J. Mol. Sci. 
2016, 17, 1026. https://doi.org/10.3390/ijms17071026. 

13. Langhansova, L.; Pumprova, K.; Haisel, D.; Ekrt, L.; Pavicic, A.; Zajickova, M.; Vanek, T.; Dvorakova, M. European ferns as rich 
sources of antioxidants in the human diet. Food Chem. 2021, 356, 129637. https://doi.org/10.1016/j.foodchem.2021.129637. 

14. Dvorakova, M.; Pumprova, K.; Antoninova, Z.; Rezek, J.; Haisel, D.; Ekrt, L.; Vanek, T.; Langhansova, L. Nutritional and 
Antioxidant Potential of Fiddleheads from European Ferns. Foods 2021, 10, 15. https://doi.org/10.3390/foods10020460. 

15. Moreno Saiz, J.C.; Pataro, L.; Pajaron Sotomayor, S. Atlas of the pteridophytes of the Iberian Peninsula and the Balearic Islands. 
Acta Bot. Malacit. 2015, 40, 5–55. 

16. Akerreta, S.; Calvo, M.I.; Cavero, R.Y. Ethnoveterinary knowledge in Navarra (Iberian Peninsula). J. Ethnopharmacol. 2010, 130, 
369–378. https://doi.org/10.1016/j.jep.2010.05.023. 

17. Bonet, M.À.; Vallès, J. Ethnobotany of Montseny biosphere reserve (Catalonia, Iberian Peninsula): Plants used in veterinary 
medicine. J. Ethnopharmacol. 2007, 110, 130–147. https://doi.org/10.1016/j.jep.2006.09.016. 

18. Bonet, M.À.; Agelet, A.; Vallès, J.; Villar Pérez, L. Contribution à la connaissance ethnobotanique des ptéridophytes dans les 
Pyrénées. Bocconea 2001, 13, 605–612. 

19. TheWorldFloraOnline. Asplenium adiantum-nigrum L. Available online: http://www.worldfloraonline.org/taxon/wfo-
0001109303 (accessed on 13 June 2022). 

20. Smith, A.R.; Pryer, K.M.; Schuettpelz, E.; Korall, P.; Schneider, H.; Wolf, P.G. A classification for extant ferns. Taxon 2006, 55, 
705–731. https://doi.org/10.2307/25065646. 

21. Bonet Galobart, M.À.; Vallès Xirau, J. Etnobotànica del Montseny: Valoració i comparació d'alguns aspectes. In Plantes, Remeis 
i Cultura Popular Del Montseny-Etnobotànica d'una Reserva de la Biosfera; Brau, Ed.; Brau: Figueres, Spain, 2006; pp. 651–722. 

22. Corsi, G.; Gaspari, G.; Pagni, A.M. L’uso delle piante nell'economia domestica della Versilia collinare e montana. Atti Della Soc. 
Toscana Sci. Nat. Mem. Ser. B 1980, 87, 309–386. 

23. Zeng, W.W.; Lai, L.S. Multiple-physiological benefits of bird's nest fern (Asplenium australasicum) frond extract for 
dermatological applications. Nat. Prod. Res. 2017, 33, 736–741. https://doi.org/10.1080/14786419.2017.1405400. 

24. Font Castell, X.; de Càceres, M.; Quadrada, R.; Moreno, J.; Martí, D. Banco de Datos de Biodiversidad de Cataluña. 2015. 
Available online: http://biodiver.bio.ub.es/biocat/index.jsp (accessed on 25 May 2017). 

25. Farràs, A.; Cásedas, G.; Les, F.; Terrado, E.M.; Mitjans, M.; López, V. Evaluation of Anti-Tyrosinase and Antioxidant Properties 
of Four Fern Species for Potential Cosmetic Applications. Forests 2019, 10, 14. https://doi.org/10.3390/f10020179. 

26. Mustafa, A.M.; Angeloni, S.; Abouelenein, D.; Acquaticci, L.; Xiao, J.B.; Sagratini, G.; Maggi, F.; Vittori, S.; Caprioli, G. A new 
HPLC-MS/MS method for the simultaneous determination of 36 polyphenols in blueberry, strawberry and their commercial 
products and determination of antioxidant activity. Food Chem. 2022, 367, 11. https://doi.org/10.1016/j.foodchem.2021.130743. 

27. Farràs, A.; Mitjans, M.; Maggi, F.; Caprioli, G.; Vinardell, M.P.; López, V. Polypodium vulgare L. (Polypodiaceae) as a Source of 
Bioactive Compounds: Polyphenolic Profile, Cytotoxicity and Cytoprotective Properties in Different Cell Lines. Front. 
Pharmacol. 2021, 12, 15. https://doi.org/10.3389/fphar.2021.727528. 

28. Cásedas, G.; Les, F.; Choya-Foces, C.; Hugo, M.; López, V. The Metabolite Urolithin-A Ameliorates Oxidative Stress in Neuro-
2a Cells, Becoming a Potential Neuroprotective Agent. Antioxidants 2020, 9, 16. https://doi.org/10.3390/antiox9020177. 

29. OECD. OECD test No. 432: In vitro 3T3 NRU phototoxicity test. In OECD Guidelines for the Testing of Chemicals, Section 4; 
Organization for Economic Cooperation and Development (OECD): Paris, France, 2019. Available online: 
https://doi.org/10.1787/9789264071162-en. 

30. Ferreira, I.; Silva, A.; Martins, J.D.; Neves, B.M.; Cruz, M.T. Nature and kinetics of redox imbalance triggered by respiratory and 
skin chemical sensitizers on the human monocytic cell line THP-1. Redox Biol. 2018, 16, 75–86. 
https://doi.org/10.1016/j.redox.2018.02.002. 

31. Ding, Z.T.; Fang, Y.S.; Tai, Z.G.; Yang, M.H.; Xu, Y.Q.; Li, F.; Cao, Q.E. Phenolic content and radical scavenging capacity of 31 
species of ferns. Fitoterapia 2008, 79, 581–583. https://doi.org/10.1016/j.fitote.2008.01.011. 

32. Xia, X.; Cao, J.G.; Zheng, Y.X.; Wang, Q.X.; Xiao, J.B. Flavonoid concentrations and bioactivity of flavonoid extracts from 19 
species of ferns from China. Ind. Crops Prod. 2014, 58, 91–98. https://doi.org/10.1016/j.indcrop.2014.04.005. 

33. García, F.; Pivel, J.P.; Guerrero, A.; Brieva, A.; Martínez-Alcázar, M.; Caamaño-Somoza, M.; González, S. Phenolic components 
and antioxidant activity of Fernblock®, an aqueous extract of the aerial parts of the fern Polypodium leucotomos. Methods Find. 
Exp. Clin. Pharmacol. 2006, 28, 157–160. https://doi.org/10.1358/mf.2006.28.3.985227. 

34. Palomino, O.M. Current knowledge in Polypodium leucotomos effect on skin protection. Arch. Dermatol. Res. 2014, 307, 199–209. 
https://doi.org/10.1007/s00403-014-1535-x. 



Horticulturae 2022, 8, 815 18 of 19 
 

 

35. Gombau, L.; Garcia, F.; Lahoz, A.; Fabre, M.; Roda-Navarro, P.; Majano, P.; Alonso-Lebrero, J.L.; Pivel, J.P.; Castell, J.V.; Gomez-
Lechon, M.J.; et al. Polypodium leucotomos extract: Antioxidant activity and disposition. Toxicol. Vitr. 2006, 20, 464–471. 
https://doi.org/10.1016/j.tiv.2005.09.008. 

36. Tomsík, P. Ferns and Lycopods-A Potential Treasury of Anticancer Agents but Also a Carcinogenic Hazard. Phytother. Res. 2014, 
28, 798–810. https://doi.org/10.1002/ptr.5070. 

37. Iwashina, T.; Matsumoto, S. Flavonoid Properties of Six Asplenium Species in Vanuatu and New Caledonia, and Distribution of 
Flavonoid and Related Compounds in Asplenium. Bull. Natl. Mus. Nat. Sci. Ser. B. 2011, 37, 133–145. 

38. Bae, J.; Nayoung, K.; Yunyoung, S.; Soo-Yeon, K.; You-Jeong, K. Activity of catechins and their applications. Biomed. Dermatol. 
2020, 4, 1–10. https://doi.org/10.1186/s41702-020-0057-8. 

39. Asensi, M.; Ortega, A.; Mena, S.; Feddi, F.; Estrela, J.M. Natural polyphenols in cancer therapy. Crit. Rev. Clin. Lab. Sci. 2011, 48, 
197–216. https://doi.org/10.3109/10408363.2011.631268. 

40. Morais-Braga, M.F.B.; Souza, T.M.; Santos, K.K.A.; Guedes, G.M.M.; Andrade, J.C.; Vega, C.; Rolón, M.; Costa, J.G.M.; Saraiva, 
A.A.F.; Coutinho, H.D.M. Phenol composition, cytotoxic and anti-kinetoplastidae activities of Lygodium venustum SW. 
(Lygodiaceae). Exp. Parasitol. 2013, 134, 178–182. https://doi.org/10.1016/j.exppara.2013.03.014. 

41. Iwashina, T.; Matsumoto, S.; Ozawa, K.; Akuzawa, K. Flavone Glycosides from Asplenium Normale. Phytochemistry 1990, 29, 
3543–3546. https://doi.org/10.1016/0031-9422(90)85272-h. 

42. Alam, M.N.; Bristi, N.J.; Rafiquzzaman, M. Review on in vivo and in vitro methods evaluation of antioxidant activity. Saudi 
Pharm. J. 2013, 21, 143–152. https://doi.org/10.1016/j.jsps.2012.05.002. 

43. Sun, C.L.; Wu, Z.S.; Wang, Z.Y.; Zhang, H.C. Effect of Ethanol/Water Solvents on Phenolic Profiles and Antioxidant Properties 
of Beijing Propolis Extracts. Evid. Based Complement. Altern. Med. 2015, 2015, 9. https://doi.org/10.1155/2015/595393. 

44. Nogueira, D.R.; Mitjans, M.; Infante, M.R.; Vinardell, M.P. Comparative sensitivity of tumor and non-tumor cell lines as a 
reliable approach for in vitro cytotoxicity screening of lysine-based surfactants with potential pharmaceutical applications. Int. 
J. Pharm. 2011, 420, 51–58. https://doi.org/10.1016/j.ijpharm.2011.08.020. 

45. Clothier, R.; Gómez-Lechón, M.J.; Kinsner-Ovaskainen, A.; Kopp-Schneider, A.; O’Connor, J.E.; Prieto, P.; Stanzel, S. 
Comparative analysis of eight cytotoxicity assays evaluated within the ACuteTox Project. Toxicol. Vitr. 2013, 27, 1347–1356. 
https://doi.org/10.1016/j.tiv.2012.08.015. 

46. Bacanli, M.; Anlar, H.G.; Başaran ,A.A.; Başaran , N. Assessment of Cytotoxicity Profiles of Different Phytochemicals: 
Comparison of Neutral Red and MTT Assays in Different Cells in Different Time Periods. Turk. J. Pharm. Sci. 2017, 14, 95–107. 
https://doi.org/10.4274/tjps.07078. 

47. Van Tonder, A.; Joubert, A.M.; Cromarty, A.D. Limitations of the 3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyl-2H-tetrazolium 
bromide (MTT) assay when compared to three commonly used cell enumeration assays. BMC Res. Notes 2015, 8, 47. 
https://doi.org/10.1186/s13104-015-1000-8. 

48. Karakas, D.; Ari, F.; Ulukaya, E. The MTT viability assay yields strikingly false-positive viabilities although the cells are killed 
by some plant extracts. Turk. J. Biol. 2017, 41, 919–925. https://doi.org/10.3906/biy-1703-104. 

49. Stokes, W.S.; Casati, S.; Strickland, J.; Paris, M. Neutral red uptake cytotoxicity tests for estimating starting doses for acute oral 
toxicity tests. Curr. Protoc. Toxicol. 2008, https://doi.org/10.1002/0471140856.tx2004s36. 

50. Ugartondo, V.; Mitjans, M.; Torres, J.L.; Vinardell, M.P. Biobased Epicatechin Conjugates Protect Erythrocytes and Nontumoral 
Cell Lines from H2O2-Induced Oxidative Stress. J. Agric. Food Chem. 2009, 57, 4459–4465. https://doi.org/10.1021/jf900240a. 

51. Dutta, D.; Markhoff, J.; Suter, N.; Rezwan, K.; Brüggemann, D. Effect of Collagen Nanofibers and Silanization on the Interaction 
of HaCaT Keratinocytes and 3T3 Fibroblasts with Alumina Nanopores. Acs Appl. Bio Mater. 2021, 4, 1852–1862. 
https://doi.org/10.1021/acsabm.0c01538. 

52. Clericuzio, M.; Burlando, B.; Gandini, G.; Tinello, S.; Ranzato, E.; Martinotti, S.; Cornara, L. Keratinocyte wound healing activity 
of galactoglycerolipids from the fern Ophioglossum vulgatum L. J. Nat. Med. 2014, 68, 31–37. https://doi.org/10.1007/s11418-013-
0759-y. 

53. Ugartondo, V.; Mitjans, M.; Tourino, S.; Torres, J.L.; Vinardell, M.P. Comparative Antioxidant and Cytotoxic Effect of 
Procyanidin Fractions from Grape and Pine. Chem. Res. Toxicol. 2007, 20, 1543–1548. https://doi.org/10.1021/tx700253y. 

54. Babich, H.; Zuckerbraun, H.L.; Weinerman, S.M. In vitro cytotoxicity of (-)-catechin gallate, a minor polyphenol in green tea. 
Toxicol. Lett. 2007, 171, 171–180. https://doi.org/10.1016/j.toxlet.2007.05.125. 

55. Petkov, V.; Batsalova, T.; Stoyanov, P.; Mladenova, T.; Kolchakova, D.; Argirova, M.; Raycheva, T.; Dzhambazov, B. Selective 
Anticancer Properties, Proapoptotic and Antibacterial Potential of Three Asplenium Species. Plants 2021, 10, 14. 
https://doi.org/10.3390/plants10061053. 

56. Maier, K.; Schmittlandgraf, R.; Siegemund, B. Development of an in Vitro Test System with Human Skin Cells for Evaluation 
of Phototoxicity. Toxicol. Vitr. 1991, 5, 457–461. https://doi.org/10.1016/0887-2333(91)90072-l. 

57. Siddiqui, M.A.; Kashyap, M.P.; Kumar, V.; Tripathi, V.K.; Khanna, V.K.; Yadav, S.; Pant, A.B. Differential protection of pre-, co- 
and post-treatment of curcumin against hydrogen peroxide in PC12 cells. Hum. Exp. Toxicol. 2011, 30, 192–198. 
https://doi.org/10.1177/0960327110371696. 

58. Efferth, T.; Koch, E. Complex Interactions between Phytochemicals. The Multi-Target Therapeutic Concept of Phytotherapy. 
Curr. Drug Targets 2011, 12, 122–132. https://doi.org/10.2174/138945011793591626. 



Horticulturae 2022, 8, 815 19 of 19 
 

 

59. Liang, Q.; Wang, F.; Xiao, M. Comparison of Phototoxicity Sensitivity by the Neutral Red Uptake Method for BALB/c 3T3, 
HaCaT, and HDFa Cells In Vitro. Innov. Digit. Health Diagn. Biomark. 2021, 2, 7. https://doi.org/10.36401/IDDB-21-02. 

60. Alonso-Lebrero, J.L.; Dominguez-Jimenez, C.; Tejedor, R.; Brieva, A.; Pivel, J.P. Photoprotective properties of a hydrophilic 
extract of the fern Polypodium leucotomos on human skin cells. J. Photochem. Photobiol. B-Biol. 2003, 70, 31–37. 
https://doi.org/10.1016/s1011-1344(03)00051-4. 

61. Dasiman, R.; Nor, N.M.; Eshak, Z.; Mutalip, S.S.M.; Suwandi, N.R.; Bidin, H. A Review of Procyanidin: Updates on Current 
Bioactivities and Potential Health Benefits. Biointerface Res. Appl. Chem. 2022, 12, 5918–5940. 
https://doi.org/10.33263/briac125.59185940. 

62. Napolitano, G.; Fasciolo, G.; Venditti, P. Mitochondrial Management of Reactive Oxygen Species. Antioxidants 2021, 10, 1824. 
https://doi.org/10.3390/antiox10111824. 

63. Rice-Evans, C.A.; Miller, N.J.; Paganga, G. Erratum: Structure-antioxidant activity relationships of flavonoids and phenolic acids 
(Free Radical Biology and Medicine (1996) 20 (933-956)). Free. Radic. Biol. Med. 1996, 21, 417. https://doi.org/10.1016/S0891-
5849(96)90046-5. 

64. Procházková, D.; Boušová , I.; Wilhelmová, N. Antioxidant and prooxidant properties of flavonoids. Fitoterapia 2011, 82, 513–523. 
https://doi.org/10.1016/j.fitote.2011.01.018. 

65. Wen, L.R.; He, J.R.; Wu, D.; Jiang, Y.M.; Prasad, K.N.; Zhao, M.M.; Lin, S.; Jiang, G.X.; Luo, W.; Yang, B. Identification of 
sesquilignans in litchi (Litchi chinensis Sonn.) leaf and their anticancer activities. J. Funct. Foods 2014, 8, 26–34. 
https://doi.org/10.1016/j.jff.2014.02.017. 

66. Carocho, M.; Ferreira, I. A review on antioxidants, prooxidants and related controversy: Natural and synthetic compounds, 
screening and analysis methodologies and future perspectives. Food Chem. Toxicol. 2013, 51, 15–25. 
https://doi.org/10.1016/j.fct2012.09.021. 

67. Giordano, M.E.; Caricato, R.; Lionetto, M.G. Concentration Dependence of the Antioxidant and Prooxidant Activity of Trolox 
in HeLa Cells: Involvement in the Induction of Apoptotic Volume Decrease. Antioxidants 2020, 9, 12. 
https://doi.org/10.3390/antiox9111058. 

68. Yen, W.-J.; Chyau, C.-C.; Lee, C.-P.; Chu, H.-L.; Chang, L.-W.; Duh, P.-D. Cytoprotective effect of white tea against H2O2-induced 
oxidative stress in vitro. Food Chem. 2013, 141, 4107–4114. https://doi.org/10.1016/j.foodchem.2013.06.106. 

69. Zivkovic, S.; Milutinovic, M.; Maksimovi, V.; Ciric, A.; Ivanov, M.; Bozunovic, J.; Banjanac, T.; Misic, D. Antioxidant and 
antimicrobial activity of two Asplenium species. South Afr. J. Bot. 2020, 132, 180–187. https://doi.org/10.1016/j.sajb.2020.03.034. 


	1. Introduction
	2. Materials and Methods
	2.1. Chemicals and Reagents
	2.2. Plant Material
	2.3. Preparation of Methanolic Extract of Asplenium adiantum-nigrum L. Fronds
	2.4. Polyphenol Characterization of Methanolic Extract of Asplenium adiantum-nigrum L. Fronds by High Performance Liquid Chromatography-Tandem Mass Spectrometry  (HPLC-MS/MS)
	2.5. Cell Culture and Cytotoxicity Studies
	2.6. Cytoprotective and Cellular Repair Activity of Methanolic Extract of Asplenium  adiantum-nigrum L. Fronds in Non-Tumoral Cell Lines
	2.7. Phototoxicity Activity of Methanolic Extract of Asplenium adiantum-nigrum L. Fronds  in 3T3 and HaCaT Cell Lines
	2.8. Intracellular Reactive Oxygen Species (ROS) Induced by H2O2 of Methanolic Extract  of Asplenium adiantum-nigrum L. Fronds in 3T3 and HaCaT Cell Lines
	2.9. Statistical Analysis

	3. Results
	3.1. Phytochemical Characterization of Methanolic Extract of Asplenium adiantum-nigrum L. Fronds by High Performance Liquid Chromatography-Tandem Mass Spectrometry  (HPLC-MS/MS)
	3.2. In Vitro Cell Assays
	3.2.1. Cytotoxicity of Methanolic Extract of Asplenium adiantum-nigrum L. Fronds  in Non-Tumoral and Tumoral Cell Lines
	3.2.2. Cytoprotective Activity of Methanolic Extract of Asplenium adiantum-nigrum L. Fronds in 3T3 and HaCaT Cell Lines
	3.2.3. Cellular Repair Activity of Methanolic Extract of Asplenium adiantum-nigrum L. Fronds in 3T3 Tissue Cell Line
	3.2.4. Phototoxicity Activity of Methanolic Extract of Asplenium adiantum-nigrum L. Fronds in 3T3 and HaCaT Tissue Cell Lines
	3.2.5. Intracellular ROS Induced by H2O2 of Methanolic Extract of Asplenium  adiantum-nigrum L. Fronds in 3T3 and HaCaT Cell Lines


	4. Discussion
	5. Conclusions
	Abbreviations
	References

