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excision repair; OD600, optical density at 600nm; ROS, reactive oxygen species; rpm, 

revolutions per minute; SD, standard deviation. 



2 

 

Abstract 

 

 Many extracts prepared from plants traditionally used for medicinal applications 

contain a variety of phytochemicals with antioxidant and antigenotoxic activity. In this work 

we measured the DNA protective effect of extracts of Ginkgo biloba leaves from oxidative 

stress using Saccharomyces cerevisiae as experimental model. The extract improved viability 

of yeast cells under oxidative stress imposed by hydrogen peroxide. In accordance with 

previous reports on antioxidant properties of G. biloba extracts, pre-incubation of yeast cells 

promoted a decrease in intracellular oxidation. We assessed DNA damage by our recently 

developed yeast comet assay protocol. Upon oxidative shock, DNA damage decreased in a 

dose-dependent manner in experiments of pre-incubation and simultaneous incubation with 

the extract, indicating a direct protective effect. In addition, the extract improved DNA repair 

rate following oxidative shock as measured by faster disappearance of comet tails. This 

suggests that the extract stimulates the DNA repair machinery in its DNA protective action in 

addition to directly protect DNA from oxidation. The observed DNA repair depends on the 

DNA repair machinery since no DNA repair was observed under restrictive conditions in a 

conditional mutant of the CDC9 gene (Accession No. Z74212), encoding the DNA ligase 

involved in the final step of both nucleotide and base excision repair. 

 

 

 

 

Keywords: Oxidative stress, antigenotoxic, antioxidant, yeast comet assay, Ginkgo biloba, 

Saccharomyces cerevisiae 

 



3 

 

1. Introduction 

 

 Extracts prepared from plants traditionally used for medicinal applications have 

received considerable attention owing to their potential health benefits as therapeutic agents, 

especially for aging and age-related diseases (Zheng and Wang, 2001; Silva et al., 2005; 

Manach et al., 2009; Tosetti et al., 2009). Phytochemicals found in these extracts are often 

difficult to purify and synthesize and biological activity often depends on synergistic effects 

between compounds. 

 Ginkgo biloba leaf extracts, some of the best-selling antioxidant medicinal products 

worldwide, contain ginkgo flavone glycosides (quercetin, kaempferol, isorhamnetin) and 

ginkgo terpene lactones (ginkgolides, bilobalide), which are believed to be responsible for 

most of the biological properties (Wei et al., 2000; Tendi et al., 2002; Smith and Luo, 2004; 

van Beek, 2005; Altiok et al., 2006). Extracts from G. biloba leaves have been suggested by 

several studies to possess numerous beneficial properties, including antioxidant or free radical 

scavenging (Silva et al., 2005; Wei et al., 2000; Tendi et al., 2002; Altiok et al., 2006; 

Thiagarajan et al., 2002; Stromgaard and Nakanishi, 2004; Liu et al., 2006; Yeh et al., 2009), 

antiapoptotic (Wei et al., 2000; Altiok et al., 2006; Thiagarajan et al., 2002; Yeh et al., 2009; 

Schindowski et al., 2001; Wu et al., 2008), antiaging (Schindowski et al., 2001) and 

antigenotoxic (Vilar et al., 2009). They have also been described to regulate gene expression 

(Tendi et al., 2002; Stromgaard and Nakanishi, 2004; Gohil, 2002; Augustin et al., 2009; 

Bidon et al., 2009). 

 Reactive oxygen species (ROS) such as the superoxide radical (O2
•), hydroxyl radical 

(•OH) and H2O2, pose a significant threat to cellular integrity. In the presence of redox-active 

metal ions, such as Fe2+, O2
• and H2O2 can undergo Fenton chemistry, generating the 
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extremely reactive •OH, which attacks almost all cell components, including DNA (Henle et 

al., 1996). High levels of ROS, formed through both endogenous and exogenous routes, and 

the DNA damage it produces contribute to genetic instability. The majority of endogenous 

ROS are produced through leakage of these species from the mitochondrial electron transport 

chain that diffuse out freely through membranes and attack other cellular components, while 

exogenous ROS occurs through exposure to numerous exogenous agents including ionizing 

radiation, ultraviolet radiation, chemotherapeutic drugs, environmental toxins and 

hyperthermia (Salmon et al., 2004). Cells are exposed permanently to oxidative challenge 

imposed by the environment and by the oxidative metabolism in mitochondria. Incapacity of 

the cellular defences to cope with the oxidative challenge generates oxidative stress, which 

can cause oxidative damage in macromolecules, including genomic DNA (Boiteux and 

Guillet, 2004). DNA lesions such as DNA base modifications, single- and double-strand 

breaks, and the formation of apurinic/apyrimidinic sites may be formed (Salmon et al., 2004). 

Once DNA damage is sensed, cell cycle is arrested so that repair mechanisms can operate, or 

induction of programmed cell death may take place if damage cannot be repaired. The major 

DNA repair pathways are base excision repair (BER) in the removal of damage of single 

bases caused by oxidation and nucleotide excision repair (NER), which is involved in 

repairing bulky DNA lesions caused by ultra-violet light (Friedberg, 2003). A DNA ligase 

encoded by the mammalian LIG1 (Accession No. NG_007395.1), orthologous of the budding 

yeast CDC9, completes the repair process for both BER and NER (Wu et al., 1999). 

 The antigenotoxic activity of many phytochemicals and plant extracts can be attributed 

to their antioxidant properties, which allows protection of DNA from oxidative damage. 

Despite the fact that a large number of studies concern the antioxidant properties of G. biloba 

extracts, only few have associated these extracts with antigenotoxicity (Vilar et al., 2009). We 

investigated viability, intracellular oxidation as well as DNA damage and repair by our 
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recently developed protocol of comet assay applied to yeast (Azevedo et al., 2010), in cells 

treated with G. biloba extract and exposed to oxidative stress imposed by H2O2. Our results 

show that G. biloba leaf extract protects genomic DNA against oxidative stress and suggest 

that the two modes of action are present, direct protection from oxidation and stimulation of 

DNA repair. 
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2. Materials and Methods 

 

2.1. Plant material and extract preparation 

 

 Ginkgo biloba leaves were collected in autumn (October) from a specimen located in 

an urban area of Braga, Portugal (University of Minho in Braga, Campus map coordinates 

41.559223,-8.397503). Preparation of the water extract (GBE) was performed as described 

elsewhere (Ding et al., 2004). Leaves were washed with deionized H2O, cut to exclude 

petioles and air-dried at room temperature in the dark for one week. Dried leaves were 

pulverized with a pestle into a fine powder and stored in nontransparent glass bottles until 

used for extraction. Five grams of powder were transferred into 200 mL polypropylene 

centrifuge tubes with 30 mL of boiling deionized H2O, heated in a water bath at 100ºC for 5 

min and centrifuged at 2000 g for 15 min. The extraction process was repeated once with the 

pellet, the supernatants were pooled, cleaned by filtration with 0.5 µm filters, adjusted to pH 

6.5 with NaOH and stored in aliquots at -20ºC. The standardized G. biloba extract EGb 761 

(kindly provided by Schwabe Pharmaceuticals, Germany) was used as benchmark in the 

comet assay experiments. 

 

2.2. Yeast strains, culture media, and growth conditions 

 

 The haploid Saccharomyces cerevisiae strains BY4741 (MATa his3∆1 leu2∆0 

met15∆0 ura3∆0) (Brachmann et al., 1998), S. cerevisiae NK427 (MATa ura3-52 trp1-289 

leu2-3,112 bar1::LEU2 cdc9-1) carrying a temperature-sensitive mutation in the CDC9 gene 

and its reference strain,  NK1 (MATa ura3-52 trp1-289 leu2-3,112 bar1::LEU2) (Makovets et 

al., 2004) were used in this work. Stocks of these strains were maintained on standard solid 
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YPD medium (1% w/v BD Bacto yeast extract, 2% w/v BD Bacto peptone, 2% w/v 

glucose) with 2% (w/v) agar at room temperature. Yeast cells were grown on 50 mL liquid 

YPD medium in an Erlenmeyer flask with air-liquid ratio of 5/1 at 30ºC (strain BY4741) or 

23ºC (for strains NK1 and NK427) and 200 revolutions per minute (rpm).  Growth was 

monitored by optical density at 600 nm (OD600).  

 

2.3. Viability measurement 

 

 A liquid pre-culture of 5-10 mL was prepared with a single yeast colony and grown 

overnight. The culture was diluted with fresh medium to a density of 1.2x107 cells/mL and 

harvested by centrifugation (2 min at 5000 rpm, 4ºC) after two generations. Cells were 

subsequently washed twice, each time with one culture volume of ice-cold deionized H2O, 

and diluted back to 1.2x107 cells/mL in ice-cold S buffer (1 M sorbitol, 25 mM KH2PO4, pH 

6.5).  Pre-treatment with GBE was made by addition of one fifth of a volume GBE in S buffer 

to the cells suspended in S buffer. Cells and GBE were incubated at 30ºC, 200 rpm for 20 

min, washed with one volume of deionized H2O at 4ºC and resuspended in an equal volume S 

buffer. One hundred microliters of this suspension was harvested, serially diluted to 10-4 in 

deionized sterilized H2O and 100 µL were spread on solid YPD medium. Hydrogen peroxide 

(Merck, Germany) was immediately added to the undiluted suspension (5 mM final 

concentration) and incubated at 30ºC, 200 rpm. The same procedure for harvesting and 

plating cells was followed at different time points, all plates were incubated at 30ºC for 48 h 

and the colonies counted. Survival rates were calculated as percentage of colony forming 

units at each time point in relation to the beginning of the experiment (0 min). 

 

2.4. Analysis of antioxidant activity 
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 Cells were prepared in the same way as for viability measurement, except that they 

were diluted to a density of 1.0x106 cells/mL and suspended in PBS (137 mM NaCl, 2.7 mM 

KCl, 4.3 mM Na2HPO4, 1.47 mM KH2PO4, pH 7.4), instead of S buffer. Five hundred 

microlitres of untreated cells were removed for auto fluorescence measurement. 

Dichlorofluorescein diacetate (H2DCFDA; Sigma-Aldrich) (50 µM final concentration) was 

added to the reminder of the cells and cell suspension was further incubated at 30ºC, 200 rpm 

for 1 h in the dark, washed twice with the same volume of PBS and distributed in aliquots for 

the different assay conditions. Cells were subsequently sediment by centrifugation at 5000 

rpm, 4ºC for 2 min and suspended in GBE diluted in PBS. Samples were incubated at 30ºC, 

200 rpm for 20 min, washed twice with the same volume of PBS and treated with 10 mM 

H2O2 and incubated at 30ºC, 200 rpm for 20 min. Twenty thousand cells of each sample were 

analyzed by flow cytometry in an Epics®
  XLTM cytometer (Beckman Coulter) equipped with 

a 15 mW argon-ion laser emitting at 488 nm. Green fluorescence was collected through a 488 

nm blocking filter, a 550 nm long-pass dichroic and a 225 nm band-pass filter. Data were 

analyzed and histograms were made with the WinMDI 2.8 software. 

 

2.5. Analysis of DNA damage 

 

 Analysis of DNA damage was performed with the comet assay as described before 

(Azevedo et al., 2010). Briefly, cell walls were digested with 2 mg/mL zymolyase (20,000 

U/g; ImmunO™ - 20T), spheroplasts were suspended in GBE diluted in S buffer, so that 

osmotic protection by 1 M sorbitol is maintained, incubated at 30ºC for 20 min and collected 

by centrifugation at 15300 rpm, 4ºC for 2 min. Treated spheroplasts were then washed, 

embedded in 1.5% (w/v) low melting agarose (LMA) at 35ºC and distributed by glass slides. 
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Spheroplasts were then exposed to the oxidant solution (10 mM H2O2) for 20 min at 4ºC, 

washed with S buffer for 5 min and submerged in the lysing buffer (30 mM NaOH, 1 M 

NaCl, 0.05 % w/v laurylsarcosine, 50 mM EDTA, 10 mM Tris-HCl, pH 10) for 20 min in 

order to lyse spheroplasts. Samples were washed with electrophoresis buffer (30 mM NaOH, 

10 mM EDTA, 10 mM Tris-HCl, pH 10) for 20 min and samples were then submitted to 

electrophoresis in the same buffer for 10 min at 0.7 V/cm. After electrophoresis, the slides 

were incubated in neutralization buffer (10 mM Tris-HCl, pH 7.4) for 10 min, followed by 

consecutive 10 min incubations in 76 and 96% (v/v) ethanol. Then, the slides were dried at 

room temperature and were visualized immediately or stored at 4ºC until visualization. For 

visualization in a fluorescence microscope (Leica Microsystems DM fluorescence) slides 

were stained with GelRed (10 µg/mL; Biotium) and representative images were acquired at 

magnification of 400× in order to obtain at least 20 random comets per sample that were 

analyzed with the CometScore software for the tail length. Error bars represent variability 

between the mean of at least three different slides obtained from biologically independent 

experiments. 

 

2.6. Analysis of DNA Repair 

 

 Analysis of DNA repair was performed with the comet assay as described before 

(Azevedo et al., 2010). Here, treatments were all performed with spheroplasts in suspension 

before embedding in LMA. After an incubation of 20 min at 4ºC with 10 mM H2O2 (in S 

buffer), spheroplasts of each sample were collected by centrifugation at 15300 rpm, 4ºC for 2 

min, washed with 80 µL of S buffer and then resuspended in 80 µL of GBE diluted in S 

buffer (or only S buffer for the control). Samples were incubated at 37ºC for different periods 

of time until 20 min to allow DNA repair, collected by centrifugation at 15300 rpm, 4ºC for 2 
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min and incorporated in LMA. The described procedure for the comet assay (Azevedo et al., 

2010) was followed afterwards. When using the cdc9 conditional mutant, incubation at the 

restrictive temperature of 37ºC (Makovets et al., 2004) for 1h was performed before treatment 

with H2O2 to allow complete inactivation of Cdc9p. 

 

2.7. Statistical analyses 

 

 The experiments were done at least in triplicate and results are presented as mean 

value ± standard deviation (SD). One-way analysis of variance (ANOVA) was used for 

comparison of more than two means and Tukey´s test to multiple comparisons. All asterisks 

indicate differences considered statistically significant: * indicates p < 0.05, ** indicates p < 

0.01, and *** indicates p < 0.001, when compared to the respective control.  

 

 

3. Results 

 

3.1. GBE increases viability of S. cerevisiae cells under oxidative stress 

 

 To investigate the protective effect of GBE against oxidative stress we assessed 

viability of yeast cells in the presence of H2O2. Saccharomyces cerevisiae cells were 

incubated for 20 min with GBE diluted 6 fold in S buffer and washed with S buffer without 

GBE. Hydrogen peroxide in S buffer was subsequently added to a final concentration of 5 

mM before incubation at 30ºC. Aliquots of the suspension were harvested at different time 

points, diluted and plated on rich medium in order to count colonies after 48 h incubation at 

30ºC. Relative cell survival at each time point was calculated as the percentage in relation to 
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the beginning of the experiment (0 min). Yeast cells exposed to 5 mM H2O2 lost viability 

after little more than 50 min treatment (Fig. 1). Pre-incubation with GBE rescued the cells so 

that 1% viable cells remained even after 200 min. As expected, cells without any treatment or 

GBE alone (results not shown) displayed a nearly constant viable count during the 200 min 

incubation. 

 

3.2. GBE decreases intracellular oxidation 

 

 The observed higher rate of survival of GBE-treated yeast cells under oxidative stress 

could be due to an antioxidant effect as reported in previous studies (Silva et al., 2005; Wei et 

al., 2000; Tendi et al., 2002; Altiok et al., 2006; Thiagarajan et al., 2002; Stromgaard and 

Nakanishi, 2004; Liu et al., 2006; Yeh et al., 2009). We investigated the antioxidant activity 

of GBE by flow cytometry with the fluorochrome H2DCFDA. The diacetate form of 

dichlorofluorescein is able to diffuse freely through the plasma membrane into cells where 

intracellular esterases deacetylate H2DCFDA to dichlorofluorescein (H2DCF), which is 

accumulated since it does not permeate membranes. Oxidation increases fluorescence of 

H2DCF so whole cell fluorescence can be used as a marker for intracellular oxidation. 

To investigate if GBE protects cells generally from innate oxidative stress, we incubated mid-

log growth phase cells with H2DCFDA, subsequently with GBE diluted two fold in PBS for 

20 min and then measured fluorescence in the flow cytometer. As can be seen in Fig. 2 

(inset), fluorescence of the population of cells shifted down after incubation with GBE, 

indicating that the effect of the extract causes a general decrease of the oxidation state of the 

cells. Oxidative shock by H2O2 induces an increase of intracellular oxidation and, hence, 

higher fluorescence compared to non-treated cells (Figs. 2A and B). When cells were treated 

with GBE diluted two fold in PBS before the oxidative shock, fluorescence decreased 
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significantly, suggesting that GBE neutralize or stimulate protection in yeast cells against 

oxidative shock (Fig. 2C). Antioxidant activity was also present when GBE was further 

diluted in PBS: 4, 10 and 20 fold (not shown).  

 

3.3. GBE protects yeast cells against DNA damage by H2O2 

 

  We used our recently developed protocol of comet assay applied to yeast cells 

(Azevedo et al., 2010) to evaluate if GBE may prevent DNA damage in addition to or as a 

consequence of its antioxidant activity. Yeast spheroplasts were pre-treated with various GBE 

dilutions in S buffer in order to maintain osmotic protection, subsequently exposed to 10 mM 

H2O2 and analyzed for DNA damage. Deionized water, S buffer or GBE/2 (GBE diluted 2 

fold) did not cause DNA damage (Fig. 3A). Hydrogen peroxide dramatically increased comet 

tail length, which was not alleviated by prior incubation with S buffer (Fig. 3A H2O2, S buffer 

+ H2O2). When yeast spheroplasts were pre-treated with GBE before exposure to H2O2 (Fig. 

3A, GBE/2-100 + H2O2), a statistically significant dose-dependent decrease in comet tail 

length was observed, when compared to controls (Fig. 3A, S buffer + H2O2). These results are 

in accordance with a previous report (Wei et al., 2000), describing that the standardized G. 

biloba leaf extract, EGb 761, attenuates oxidative DNA damage induced by H2O2 in rat 

cereberal granular cells. Interestingly, incubation with GBE/2 without subsequent H2O2 

treatment decreased comet tail length when compared with incubation with S buffer or 

deionized H2O alone. This suggests that the GBE may decrease background DNA damage 

caused by endogenous sources in a given yeast population. Finally, although differences are 

not statistically significant, GBE seems to have some protection effect on DNA even at 500 

and 1,000 fold dilutions, only being similar to control at 10,000 fold (supplementary file 1). 
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 Results obtained in pre-incubation experiments suggest that GBE induces adaptation 

of cells against oxidative DNA damage. As we show in Fig. 2, intracellular oxidation is 

decreased when cells are treated with GBE, therefore, a direct antioxidant activity on oxidants 

would prevent DNA damage. To test this, we performed the experiments with co-incubation 

to allow contact of GBE with H2O2 in the presence of yeast cells. Results of control 

experiments and of GBE activity assays (Fig. 3B) were comparable, although with slightly 

less protection in the presence of GBE compared to pre-treatment experiments (Fig. 3A). This 

suggests that GBE has a direct inactivating effect on H2O2, possibly by scavenging ROS. 

 We also tested the activity of the standardized EGb 761 extract with the comet assay, 

which is made from G. biloba leaves and has known relative composition of flavone 

glycosides, terpene trilactones and ginkgolic acids, the main unique compounds of this 

species. This extract is frequently used in experiments related with G. biloba effects and is 

commercialized as a medicinal product worldwide. The assays were performed under the 

same conditions as mentioned for the pre-treatment assays of our extract. Results obtained 

were similar to results obtained with our extract (not shown), which suggests that the active 

compounds with antigenotoxic activity are present in both preparations. 

 

3.4. GBE improves the DNA repair ability in yeast cells 

 

 To investigate the possibility of an activating effect on DNA damage repair 

mechanisms by GBE, we decided to assess DNA repair kinetics using a modification of the 

comet assay optimized for yeast cells (Azevedo et al., 2010). DNA repair experiments 

consisted in provoking DNA damage in yeast spheroplasts with 10 mM H2O2 for 20 min and 

then allowing DNA repair with or without GBE diluted two fold in S buffer. DNA repair was 

measured as the decrease in comet tail length observed over time. Comet tails length 
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decreased during the 20 min incubation both, with or without GBE (Fig. 4A). However, in 

GBE-treated cells, comet tails decreased more rapidly and were not detectable after 10 min 

incubation. This result supports the involvement of GBE not only in DNA damage 

prevention, but also in DNA repair mechanisms. 

 

3.5. GBE does not improve the DNA repair ability in a cdc9 mutant strain 

 

 The comet tail shortening over time observed in Fig. 4A, was interpreted as DNA 

repair, although a non-specific process such as DNA degradation could not be excluded. In 

order to confirm that the observed DNA damage repair depended on DNA repair mechanisms, 

we hypothesized that a mutant strain deficient in DNA damage repair would not display the 

decrease in comet tail length observed in Fig. 4A. We chose to test DNA repair in a 

conditional temperature-sensitive mutant affected in the essential gene CDC9 (Makovets et 

al., 2004). CDC9 encodes a ligase involved in the final ligation steps of replication (Johnston, 

1983), NER and BER (Wu et al., 1999). Mutants affected in this gene are deficient in ligation 

of Okazaki fragments in replication and in the ligation of the newly synthesized strands in the 

final steps of NER and BER. As shown in Fig. 4B, both yeast mutant and the parental strain 

displayed similar increase in DNA repair kinetics in presence of GBE at the permissive 

temperature of 23ºC. However, at 37ºC, the restrictive temperature (Fig. 4C), unlike the 

parental strain, GBE did not improve efficiency of DNA repair in the cdc9 mutant. This 

insensitivity of the cdc9 strain is expected since, upon oxidative damage, the lack of the 

ligation step will keep chromosomal DNA uncoiled, which will migrate in the electrophoresis 

as damaged DNA. These results (Fig. 4C) indicate that GBE is not efficient in DNA 

protection from oxidative damage in the absence of active Cdc9p and strongly suggest an 

involvement of GBE in DNA repair mechanisms. 
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4. Discussion 

 

 In this work we have investigated the protective effects of G. biloba leaf extract on 

genomic DNA upon oxidative shock. This extract improves yeast cells viability under 

oxidative stress, acts as antioxidant, has antigenotoxic effects and improves the DNA damage 

repair. We have used S. cerevisiae as experimental model to take advantage of the simplicity 

of manipulation and of the mutant strains and genetic tools available. These tools open the 

possibility for molecular biology approaches in the investigation of mechanisms of action of 

toxicants and protective compounds. The use of a conditional mutant strain affected in the 

essential gene CDC9, allowed us to obtain evidence supporting an induction of DNA damage 

repair pathways of yeast cells by GBE. Unlike the antioxidant activity of G. biloba extracts, 

the antigenotoxic activity has previously not been significantly investigated. Here, we provide 

the first evidence of this property. 

 In previous reports on the biological effect of G. biloba extracts, diverse activities that 

can be explained by the antioxidant properties of GBE are described. These include 

improvement of memory, antiasthma activity, increase of cerebral blood flow and circulation 

and beneficial effects in patients of Alzheimer's disease (Wei et al., 2000; Altiok et al., 2006; 

Thiagarajan et al., 2002; Stromgaard and Nakanishi, 2004). The antioxidant effect of GBE we 

report in this study (Fig. 2) is in accordance with reports in the literature (Silva et al., 2005; 

Wei et al., 2000; Tendi et al., 2002; Altiok et al., 2006; Thiagarajan et al., 2002; Stromgaard 

and Nakanishi, 2004; Liu et al., 2006; Yeh et al., 2009). In addition, our results show an 

increased viability in cells pre-treated with GBE (Fig. 1), probably caused by the antioxidant 

action of the extract. The mechanism of antioxidant action of GBE can be a direct inactivating 

effect on H2O2 by scavenging hydroxyl radicals or an activation of the cellular oxidative stress 

response, which would allow increased viability and decreased DNA damage under oxidative 
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stress. As we show in Fig. 2B, the antioxidant activity of GBE is present even without 

externally imposed oxidative shock. This suggests that there are compounds in the GBE that 

can scavenge directly endogenous ROS and/or efficiently recycle endogenous scavenger 

cellular proteins like glutathione, thioredoxin, superoxide dismutase, catalase, and/or induce 

the pentose phosphate pathway activity in regenerating NADPH.  

 A possible repercussion of an antioxidant activity is the protection of DNA against the 

strong reactivity of ROS. In our experiments of antigenotoxic activity of GBE, we have 

observed a statistically significant correlation between GBE dilutions and comets tail length 

in pre-treatment and simultaneous treatment experiments. Hence, this dose/response effect 

can be attributed to chemical components of the extract, which would have a scavenging 

effect on H2O2 and/or an induction of oxidative stress response and/or induction of DNA 

damage repair. Concurrent antioxidant and antigenotoxic properties have been reported for 

other plant extracts and phytochemicals. Digallic acid from Pistacia lentiscus (Bhouri et al., 

2010), Phyllanthus amarus extract (Karuna et al., 2009), alizarin from Rubia cordifolia (Yen 

et al., 2000; Kaur et al., 2010), resveratrol (Quincozes-Santos et al., 2010), extra-virgin olive 

oil (Owen et al., 2000; Anter et al., 2010), black tea and green tea (Sinha et al., 2010) and 

biflorin from Capraria biflora (Vasconcellos et al., 2010) were all reported to have these 

properties against toxicity of H2O2. It is generally accepted that antioxidant and antigenotoxic 

activities found in plant extracts are from phenolic compounds as is suggested by the above 

mentioned phytochemicals and from further studies with different phenolic compounds like 

quercetin, epicatechin, luteolin, kaempferol, apigenin, bisabolol and protocatechuic acid 

(Najafzadeh et al., 2009; Rusak et al., 2010; Anter et al., 2011). 

 In accordance with the antioxidant activity in the absence of H2O2 treatment (Fig. 2B), 

pre-treatment with GBE decreased tail length in non-shocked cells (Fig. 3A), suggesting that 

GBE can protect DNA from endogenous damaging agents. The present report is one of few on 
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GBE antigenotoxic activity and, to our knowledge, the first time GBE is reported to be 

involved in DNA damage repair induction. We have included replicas with a standardized G. 

biloba leaf extract named EGb 761 (Schwabe Pharmaceuticals) with similar antigenotoxic 

activity, suggesting that the active compounds are present in both extracts. Therefore, our 

extract can be used for further studies aiming at the identification of the antigenotoxic 

compounds of GBE. 

 The determination of the mechanism of action of the active compounds can be studied 

by exploring the amenability of the genetic system of S. cerevisiae. The results obtained with 

the conditional CDC9 mutant are the first evidence linking GBE activity to specific cellular 

pathways, potentially providing important insights on its mechanism of action. 

 

Acknowledgements 

 

 We would like to thank Svetlana Makovets, Institute of Cell and Molecular Biology, 

University of Edinburgh, for the kind gift of the cdc9 mutant strain. Also, we want to express 

our gratitude to Cristina Ribeiro for assistance regarding the flow cytometry analyses. Finally, 

we thank Schwabe Pharmaceuticals for the generous gift of a sample of EGb 761. 

 

 

 

References 

 

1. Altiok, N., Ersoz, M., Karpuz, B., Koyuturk, M.  2006. Ginkgo biloba extract 
regulates differentially the cell death induced by hydrogen peroxide and simvastatin. 
Neurotoxicology. 27, 158-163. 

2. Anter, J., Campos-Sánchez, J., Hamss, R.E., Rojas-Molina, M., Muñoz-Serrano, A., 
Analla, M., Alonso-Moraga, A. 2010. Modulation of genotoxicity by extra-virgin 



18 

 

olive oil and some of its distinctive components assessed by use of the Drosophila 
wing-spot test. Mutat. Res. 703, 137-142. 

3. Anter, J., Romero-Jiménez, M., Fernández-Bedmar, Z., Villatoro-Pulido, M., Analla, 
M., Alonso-Moraga, A., Muñoz-Serrano, A. 2011. Antigenotoxicity, cytotoxicity, and 
apoptosis induction by apigenin, bisabolol, and protocatechuic acid. J. Med. Food 14, 
276-283. 

4. Augustin, S., Rimbach, G., Augustin, K., Cermak, R., Wolffram, S. 2009. Gene 
Regulatory Effects of Ginkgo biloba Extract and Its Flavonol and Terpenelactone 
Fractions in Mouse Brain. J. Clin. Biochem. Nutr. 45, 315-321. 

5. Azevedo, F., Marques, F., Fokt, H., Oliveira, R., Johansson, B. 2010. Measuring 
oxidative DNA damage and DNA repair using the yeast comet assay. Yeast. 
DOI, 10.1002/yea.1820. 

6. Bhouri, W., Derbel, S., Skandrani, I., Boubaker, J., Bouhlel, I., Sghaier, M.B., Kilani, 
S., Mariotte, A.M., Dijoux-Franca, M.G., Ghedira, K., Chekir-Ghedira, L. 2010. Study 
of genotoxic, antigenotoxic and antioxidant activities of the digallic acid isolated from 
Pistacia lentiscus fruits. Toxicol. in Vitro 24, 509-515. 

7. Bidon, C., Lachuer, J., Molgo, J., Wierinckx, A., de la Porte, S., Pignol, B., Christen, 
Y., Meloni, R., Koenig, H., Biguet, N.F., Mallet, J. 2009. The extract of Ginkgo biloba 
EGb 761 reactivates a juvenile profile in the skeletal muscle of sarcopenic rats by 
transcriptional reprogramming. PLoS One. 4, e7998. 

8. Boiteux, S. and Guillet, M. 2004. Abasic sites in DNA: repair and biological 
consequences in Saccharomyces cerevisiae. DNA Repair (Amst). 3, 1-12. 

9. Brachmann, C.B., Davies, A., Cost, G.J., Caputo, E., Li, J., Hieter, P., Boeke, J.D. 
1998. Designer deletion strains derived from Saccharomyces cerevisiae S288C: a 
useful set of strains and plasmids for PCR-mediated gene disruption and other 
applications. Yeast. 14, 115-132. 

10. Ding, C., Chen, E., Zhou, W., Lindsay, R.C. 2004. A method for extraction and 
quantification of Ginkgo terpene trilactones. Anal. Chem. 76,4332-4336. 

11. Friedberg, E.C. 2003. DNA damage and repair. Nature. 421, 436-440. 
12. Gohil, K. 2002. Genomic responses to herbal extracts: lessons from in vitro and in 

vivo studies with an extract of Ginkgo biloba. Biochem. Pharmacol. 64, 913-917. 
13. Henle, E.S., Luo, Y., Gassmann, W., Linn, S. 1996. Oxidative damage to DNA 

constituents by iron-mediated fenton reactions. The deoxyguanosine family. J. Biol. 
Chem. 271, 21177-21186. 

14. Johnston, L.H. 1983. The cdc9 ligase joins completed replicons in baker's yeast. Mol. 
Gen. Genet. 190, 315-317. 

15. Karuna, R., Reddy, S.S., Baskar, R., Saralakumari, D. 2009. Antioxidant potential of 
aqueous extract of Phyllanthus amarus in rats. Indian J. Pharmacol. 41, 64-67. 

16. Kaur, P., Chandel, M., Kumar, S., Kumar, N., Singh, B., Kaur, S. 2010. Modulatory 
role of alizarin from Rubia cordifolia L. against genotoxicity of mutagens. Food 
Chem. Toxicol. 48, 320-325. 

17. Liu, C.S., Cheng, Y., Hu, J.F., Zhang, W., Chen, N.H., Zhang, J.T. 2006. Comparison 
of antioxidant activities between salvianolic acid B and Ginkgo biloba extract (EGb 
761). Acta Pharmacol. Sin. 27, 1137-1145. 

18. Makovets, S., Herskowitz, I., Blackburn, E.H. 2004. Anatomy and dynamics of DNA 
replication fork movement in yeast telomeric regions. Mol. Cell Biol. 24, 4019-4031. 

19. Manach, C., Hubert, J., Llorach, R., Scalbert, A. 2009. The complex links between 
dietary phytochemicals and human health deciphered by metabolomics. Mol. Nutr. 
Food Res. 53, 1303-1315. 



19 

 

20. Najafzadeh, M., Reynolds, P.D., Baumgartner, A., Anderson, D. 2009. Flavonoids 
inhibit the genotoxicity of hydrogen peroxide (H2O2) and of the food mutagen 2-
amino-3-methylimadazo[4,5-f]-quinoline (IQ) in lymphocytes from patients with 
inflammatory bowel disease (IBD). Mutagenesis 24, 405-411. 

21. Owen, R.W., Giacosa, A., Hull, W.E., Haubner, R., Spiegelhalder, B., Bartsch, H. 
2000. The antioxidant/anticancer potential of phenolic compounds isolated from olive 
oil. Eur. J. Cancer 36, 1235-1247. 

22. Quincozes-Santos, A., Andreazza, A.C., Gonçalves, C.A., Gottfried, C. Actions of 
redox-active compound resveratrol under hydrogen peroxide insult in C6 astroglial 
cells. Toxicol. in Vitro 24, 916-920. 

23. Rusak, G., Piantanida, I., Masic, L., Kapuralin, K., Durgo, K., Kopjar, N. 2010. 
Spectrophotometric analysis of flavonoid-DNA interactions and DNA 
damaging/protecting and cytotoxic potential of flavonoids in human peripheral blood 
lymphocytes. Chem.-Biol. Interact. 188, 181-189. 

24. Salmon, T.B., Evert, B.A., Song, B., Doetsch, P.W. 2004. Biological consequences of 
oxidative stress-induced DNA damage in Saccharomyces cerevisiae. Nucleic Acids 
Res. 32, 3712-3723. 

25. Schindowski, K., Leutner, S., Kressmann, S., Eckert, A., Muller, W.E. 2001. Age-
related increase of oxidative stress-induced apoptosis in mice prevention by Ginkgo 
biloba extract (EGb761). J. Neural. Transm. 108, 969-978. 

26. Silva, C.G., Herdeiro, R.S., Mathias, C.J., Panek, A.D., Silveira, C.S., Rodrigues, 
V.P., Rennó, M.N., Falcão, D.Q., Cerqueira, D.M., Minto, A.B.M., Nogueira, F.L.P., 
Quaresma, C.H., Silva, J.F.M., Menezes, F.S., Eleutherio, E.C.A. 2005. Evaluation of 
antioxidant activity of Brazilian plants. Pharmacol. Res. 52, 229-233. 

27. Sinha, D., Roy, S., Roy, M. 2010. Antioxidant potential of tea reduces arsenite 
induced oxidative stress in Swiss albino mice. Food Chem.Toxicol. 48, 1032-1039. 

28. Smith, J.V. and Luo, Y. 2004. Studies on molecular mechanisms of Ginkgo biloba 
extract. Appl. Microbiol. Biotechnol. 64, 465-472. 

29. Stromgaard, K. and Nakanishi, K. 2004. Chemistry and biology of terpene trilactones 
from Ginkgo biloba. Angew. Chem. Int. Ed. Engl. 43, 1640-1658. 

30. Tendi, E.A., Bosetti, F., Dasgupta, S.F., Stella, A.M., Drieu, K., Rapoport, S.I. 2002. 
Ginkgo biloba extracts EGb 761 and bilobalide increase NADH dehydrogenase 
mRNA level and mitochondrial respiratory control ratio in PC12 cells. Neurochem. 
Res. 27, 319-323. 

31. Thiagarajan, G., Chandani, S., Harinarayana Rao, S., Samuni, A.M., Chandrasekaran, 
K., Balasubramanian, D. 2002. Molecular and cellular assessment of Ginkgo biloba 
extract as a possible ophthalmic drug. Exp. Eye Res. 75, 421-430. 

32. Tosetti, F., Noonan, D.M., Albini, A. 2009. Metabolic regulation and redox activity as 
mechanisms for angioprevention by dietary phytochemicals. Int. J. Cancer. 125, 1997-
2003. 

33. van Beek, T.A. 2005. Ginkgolides and bilobalide: their physical, chromatographic and 
spectroscopic properties. Bioorg. Med. Chem. 13, 5001-5012. 

34. Vasconcellos, M.C., Moura, D.J., Rosa, R.M., Machado, M.S., Guecheva, T.N., 
Villela, I., Immich, B.F., Montenegro, R.C., Fonseca, A.M., Lemos, T.L.G., Moraes, 
M.E.A., Saffi, J., Costa-Lotufo, L.V., Moraes, M.O., Henriques, J.A.P. 2010. 
Evaluation of the cytotoxic and antimutagenic effects of biflorin, an antitumor 1,4 o-
naphthoquinone isolated from Capraria biflora L. Arch. Toxicol. 84, 799-810. 



20 

 

35. Vilar, J.B., Leite, K.R., Chen Chen, L. 2009. Antimutagenicity protection of Ginkgo 
biloba extract (Egb 761) against mitomycin C and cyclophosphamide in mouse bone 
marrow. Genet. Mol. Res. 8, 328-333. 

36. Wei, T., Ni, Y., Hou, J., Chen, C., Zhao, B., Xin, W. 2000. Hydrogen peroxide-
induced oxidative damage and apoptosis in cerebellar granule cells: protection by 
Ginkgo biloba extract. Pharmacol. Res. 41, 427-433. 

37. Wu, X., Braithwaite, E., Wang, Z. 1999. DNA ligation during excision repair in yeast 
cell-free extracts is specifically catalyzed by the CDC9 gene product. Biochemistry. 
38, 2628-2635. 

38. Wu, Z.M., Yin, X.X., Ji, L., Gao, Y.Y., Pan, Y.M., Lu, Q., Wang, J.Y. 2008. Ginkgo 
biloba extract prevents against apoptosis induced by high glucose in human lens 
epithelial cells. Acta Pharmacol. Sin. 29, 1042-1050. 

39. Yeh, Y.C., Liu, T.J., Wang, L.C., Lee, H.W., Ting, C.T., Lee, W.L., Hung, C.J., 
Wang, K.Y., Lai, H.C. 2009. A standardized extract of Ginkgo biloba suppresses 
doxorubicin-induced oxidative stress and p53-mediated mitochondrial apoptosis in rat 
testes. Br. J. Pharmacol. 156, 48-61. 

40. Yen, G.C., Duh, P.D., Chuang, D.Y. 2000. Antioxidant activity of anthraquinones and 
anthrone. Food Chem. 70, 437-441. 

41. Zheng, W. and Wang, S.Y. 2001. Antioxidant activity and phenolic compounds in 
selected herbs. J. Agric. Food Chem. 49, 5165-5170. 

 

 

 

Legends to figures 

 

Fig. 1. GBE increases viability of S. cerevisiae cells under oxidative stress. Yeast cells were 

incubated with S buffer (circles); S buffer containing 5mM H2O2 (squares); GBE diluted 6 

fold in S buffer for 20min, washed and suspended in S buffer containing 5mM H2O2 

(triangles); or GBE diluted 6 fold in S buffer (diamonds). At different time points, a 100µL 

aliquot was collected, diluted serially to 10-4 and plated on solid YPD medium. Colonies were 

counted after 48h incubation at 30ºC. In each time point survival was calculated as the 

percentage of colonies, assuming 100% at 0min. One representative experiment is shown 

from three independent experiments. 

 



21 

 

Fig. 2. GBE decreases intracellular oxidation in S. cerevisiae cells. Yeast cells were loaded 

with 50µM H2DCFDA for 60min in the dark. After washing with PBS, cells were analysed by 

flow cytometry for fluorescence of the oxidised form of H2DCF (A); or incubated with 10mM 

H2O2 for 20min, washed with PBS and analysed by flow cytometry (B); or incubated with 

GBE diluted two fold in PBS for 20min, washed with PBS, incubated with 10mM H2O2 for 

20min, washed with PBS and analysed by flow cytometry (C). Inset: yeast cells were loaded 

with 50µM H2DCFDA for 60min in the dark, washed with PBS and analysed by flow 

cytometry (shaded) or incubated with GBE diluted two fold in PBS for 20min prior to flow 

cytometry analysis (unshaded). Data are from one representative experiment from at least 

three independent experiments. 

 

Fig. 3. GBE protects DNA of S. cerevisiae cells from oxidative damage by H2O2. A: yeast 

spheroplasts were incubated with GBE (diluted 2, 4, 20 or 100 fold in S buffer, respectively, 

GBE/2+H2O2, GBE/4+H2O2, GBE/20+H2O2 and GBE/100+H2O2), or S buffer (S 

buffer+H2O2), for 20min, washed with S buffer, and incubated with 10mM H2O2 for 20min. 

Positive control, (H2O2) represents treatment exclusively with 10mM H2O2; and negative 

controls (GBE/2, S buffer and H2O) represent treatment exclusively with GBE diluted two 

fold in S buffer, S buffer and H2O, respectively. DNA damage was analyzed with the comet 

assay method (see Materials and Methods). Mean ± SD values are from at least three 

independent experiments (*** represents p < 0.001). B: yeast spheroplasts were incubated 

with GBE (diluted 4, 20 or 100 fold in S buffer, respectively, GBE/4+H2O2, GBE/20+H2O2 

and GBE/100+H2O2), or S buffer (S buffer+H2O2), simultaneously with 10mM H2O2 for 

20min. Positive control, (H2O2) represents treatment exclusively with 10mM H2O2; and 

negative controls (GBE/4, S buffer and H2O) represent treatment exclusively with GBE 

diluted four fold in S buffer, S buffer and H2O, respectively. DNA damage was analyzed with 
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the comet assay method (see Materials and Methods). Mean ± SD values are from three 

independent experiments (*** represents p < 0.001 and * represents p < 0.05). 

 

Fig. 4. GBE increases DNA repair ability in S. cerevisiae cells upon damage by H2O2. A: 

spheroplasts of yeast strain BY4741 were incubated with 10mM H2O2 for 20min, washed 

with S buffer and incubated with  

GBE (diluted two fold in S buffer; squares) or S buffer (circles) until analysis of DNA 

damage. At each time point spheroplasts were washed with S buffer and DNA damage was 

analyzed with the comet assay method (see Materials and Methods).B: spheroplasts of yeast 

parental strain NK1 (circles) and cdc9 temperature-sensitive mutant NK427 (squares) were 

incubated with 10mM H2O2 for 20min at 23ºC, washed with S buffer and incubated with GBE 

(diluted two fold in S buffer; empty symbols) or S buffer (filled symbols) at 23ºC. At each 

time point spheroplasts were washed with S buffer and DNA damage was analyzed with the 

comet assay method (see Materials and Methods). C: the same as B except for the additional 

1h incubation of cells at 37ºC before the experiment and all subsequent incubations at 37ºC 

instead of 23ºC. All results are the mean of three independent experiments. 
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