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Abstract

:

Allicin (diallylthiosulfinate) is the principal organosulfur compound present in freshly damaged garlic tissue which exhibits a wide range of biological actions including antibacterial, antifungal, antiviral and anticancer properties. The antifungal activities of allicin were investigated against plant pathogenic fungi of agriculture importance. Furthermore, a yeast genome haploinsufficiency screening was also employed to decipher the antifungal mode of action of allicin. Wildtype and 1152 yeast mutant strains (each deprived of one specific allele of an essential gene in a diploid strain) were screened against allicin. Allicin exhibited promising antifungal properties against all the tested plant pathogens. Haploinsufficiency screening revealed three hypersensitive yeast mutants with gene deletions coding for proteins involved in DNA replication, mitochondrial translation and chromatids cohesion. These processes play a vital role in the cell cycle, growth and viability of yeast cells. Taken together, the results of the present study unravel the excellent antifungal activities and mechanisms and modes of action of allicin. These findings also indicate the potential use of allicin as an alternative “green” fungicide (fumigant) in agriculture.
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1. Introduction


Garlic (Allium sativum L.) is an edible plant which has been employed extensively as a spice since ancient times. The potential antimicrobial activities of garlic constituents have been investigated for a long time. Louis Pasteur, for instance, investigated the antimicrobial potential of garlic. Organosulfur compounds, especially allicin, derived from garlic are excellent antimicrobial agents with a broad spectrum of biological activities against several bacteria (both Gram-positive and Gram-negative), fungi, protozoa and viruses [1,2,3,4,5]. Various studies have confirmed that thiol modification of glutathione and proteins is crucial for understanding the antimicrobial mode of action of allicin [6,7,8]. There are several mechanisms that contribute to the resistance to allicin in bacteria like the Mercuric reductase MerA proteins, which seem to be able to detoxify allicin by reduction. A genomic cluster conveying the resistance has been identified employing a highly allicin-resistant Pseudomonas fluorescens strain isolated from garlic [9]. Recently, allicin, because of its oxidizing nature, has been reported to induce apoptosis in yeast cells [8], an alternative cell-killing mechanism to the formerly suggested specific oxidative inactivation of crucial enzymes [10,11].



Allicin (diallylthiosulfinate) is released when garlic cloves are crushed, and alliin–an organosulfur precursor–is transformed into allicin via two step mechanism [8,12,13]. In the first step, alliin is converted to allylsulfenic acid and dehydroalanine by the enzyme alliinase. In the second step, allicin is synthesized from spontaneous condensation of two molecules of allylsulfenic acid to form one molecule of allicin (Figure 1) [14].



The antimicrobial and pharmacological activities of garlic extract are predominantly derived from allicin [15]. The antimicrobial potency of garlic is quite amazing: a 50 g of garlic bulb can yield approximately 100 mg of allicin [16]. As far as the antimicrobial properties of allicin are concerned, it has been reported that allicin inhibits more than 300 microorganisms [17], including a variety of bacteria, such as, Mycobacterium tuberculosis, Escherichia coli, Klebsiella proteus, Streptococcus spp., Staphylococcus spp., Bacillus spp., Helicobacter pylori and even methicillin-resistant, Staphylococcus aureus (MRSA) [15]. Similarly, the cytotoxicity of allicin in the form of vapors has also been evaluated in human lung pathogenic bacteria including multidrug resistant (MDR) bacterial strains [18]. The antimicrobial mode of action of allicin has been deciphered and DNA gyrase was confirmed to be the prime target of allicin in the antibacterial action [11].



Garlic extract has also shown promising antifungal activities against various pathogenic yeasts. The fungicidal activity of garlic was comparable to reference antimycotic drug, i.e., fluconazole [15,19]. Similarly, garlic extracts have been reported to inhibit the growth of pathogenic fungi, such as Botrytis cinerea, Penicillium expansum, Neofabraea alba, Fusarium and Rhizopus species [20,21]. The wide range of antifungal activities of allicin has also been confirmed against various plant-pathogenic fungi. Allicin exhibited promising antifungal activities both in vitro and in vivo against several plant-pathogenic fungi, e.g., Alternaria brassicicola, Botrytis cinerea, Magnaporthe grisea and Plectospherella cucumerina [22,23,24,25].



There is a severe antibiotic crisis owing to the emergence of resistance leading to inefficacy of the currently available antimicrobials. Therefore, the development of novel potent agrochemicals is an alternative to combat resistance developed by phytopathogens [25,26]. A large number of pests have developed resistance to the fungicides such as methyl bromide. This emerging problem of resistance leads to a considerable threat to the crop yield, especially in case of useful plants which are particularly threatened by fungi or which are difficult to implement in breeding methods in order to introduce resistance into the useful plant [25,26]. Allicin has gained considerable interest for the development of new fungicides for crop protection.



There are numerous pathogens that persist in the soil and invade the plants resulting in several diseases. The wilting pathogen, Verticillium, is particularly notorious and of increasing importance and threat [27,28]. The host spectrum of the genus Verticillium is broad [29], including economically important crops, such as potatoes and other Solanaceous plants, and large trees [30]. Treating a disease that has already broken out with fungicides is hardly possible due to the way the fungus lives in the xylem of the plant. The only promising method that has so far been effective in the control of Verticillium is soil disinfection with fumigants such as methyl bromide [31,32]. The use of methyl bromide, however, is banned in the most countries worldwide due to its high toxicity to the environment and humans [33,34]. The ban on methyl bromide utilization has initiated the search for new methods to control soil-borne pathogens, weed seeds and pests. Several chemical and nonchemical methods have been introduced to eradicate pests and plant pathogens. For instance, biofumigants, steam, biocontrol and crop rotation are some of the methods to control phytopathogens [35]. There are some attempts to apply green “biological” solutions such as the introduction of Brassicaceae plant residues [34,36]. The isothiocyanates, present in these plants, have an inhibiting effect on the spores of the Verticillium fungus that germinate in the soil. Since allicin is volatile and inhibits the fungal spores in their germination stage, it can be exploited as an effective alternative fungicide via fumigation [37]. Botrytis cinerea represents another example of a plant fungus which is a major pathogen of cultivated vegetables, fruits and flowers. This pathogen causes grey mold on more than 240 plant species leading to major economic losses [38]. Similarly, plant pathogens of the genus Alternaria cause damage to Cruciferous crops, including broccoli, cauliflower, mustard and turnip. Blight disease is one of the most common diseases caused by these pathogens, causing an average yield loss in the range of 32%–57% [39].



In previous studies, the antifungal activity of allicin has been explained by proposing a variety of mechanisms of action. However, the mechanisms and modes of action of allicin pertinent to its health benefits are not yet completely understood [40].



More than half a century ago, allicin was evident as an inhibitor of several thiol-possessing enzymes, and glutathione overturned the inhibitory effect of allicin, which simply elucidated the principle of a nonspecific mechanism of action of allicin that includes its covalent bonding with the thiol groups in enzymes [41]. With reference to previously described modes of action, another study confirmed the interaction of allicin with protein thiol groups and also reported the diffusion of allicin across lipid bilayers [40,42]. Allicin has been reported to result in the widespread S-thioallylation in the human Jurkat cell proteome. Moreover, allicin affected the essential cellular functions of specific targets including those for cancer therapy [10].



Recently, the crucial role of copper and zinc in the antifungal mode of action of allicin was revealed by a mini haploinsufficiency profiling (HIP) and homozygous profiling (HOP) assays [43]. Moreover, the antifungal mode of allicin’s action, i.e., global gene expression profiling, was exploited to unravel the activity of the iron ion transporter, the proteasome and amino acid control in S. cerevisiae [44]. Besides allicin’s activity against fungus, the antibacterial activity was investigated against S. typhimurium by means of radio labelled precursors which demonstrated the inhibitory effect of allicin [45].



The present study aims at the determination of the antifungal activities of allicin against plant pathogenic fungi. Chemogenetic screening was also carried out to provide a glimpse into the mechanism of action of allicin by exploiting a whole library of yeast mutants deficient in genes coding for specific protein function.



Chemogenetic profiling is an approach based on screening a library of yeast strains that are deleted for genes coding for specific proteins. This technique is used to identify the potential targets and modes of action of cytotoxic compounds [46,47].




2. Materials and Methods


2.1. Synthesis of Allicin


Allicin was synthesized as described previously in the literature [48].




2.2. Growth Media and Strains


2.2.1. PDB (Potato Dextrose Broth) and PDA (Potato Dextrose Agar) Media


PDB was employed as a growth medium for plant pathogenic fungi, Verticillium dahliae, Verticillium longisporum, Alternaria brassicicola and Botrytis cinerea. PDA was employed for fungal growth during the determination of the antifungal activities of allicin.




2.2.2. YPD (Yeast Peptone Dextrose) Growth Medium


The YPD growth medium consisted of 10 g/L Yeast extract (Duchefa Biochemie, Haarlem, The Netherlands); 20 g/L Peptone (Duchefa Biochemie, Haarlem, The Netherlands; 20 g/L Glucose (Duchefa Biochemie, Haarlem, The Netherlands); for the solid medium, 15 g/L Agar-Agar, Kobe 1(Carl-Roth, Karlsruhe, D) was added, and all the chemicals were mixed before autoclaving.




2.2.3. CSM (Complete Supplement Medium) Growth Medium


The CSM growth medium contained 6.9 g/L Yeast Nitrogen Base (Formedium, Norfolk, UK); 0.8 g/L Complete Supplement Mixture (CSM) Drop Out: Complete (Formedium, Norfolk, UK); 40 g/L Glucose (Duchefa Biochemie, Haarlem, The Netherlands); for the solid medium, 15 g/L Agar-Agar, Kobe 1(Carl-Roth, Karlsruhe, D) was added, and all the chemicals were mixed and autoclaved.




2.2.4. Fungal Strains


Plant pathogenic fungi, such as V. dahliae V. longisporum, A. brassicicola and B. cinerea were employed to investigate the antifungal activities of allicin.




2.2.5. Yeast Strains


The S. cerevisiae strains utilized in this study include BY4743 (BY4743 MATa/MATα his3Δ1/his3Δ1; leu2Δ0/leu2Δ0; met15Δ0/met15; lys2/lys2Δ0; ura3Δ0/ura3Δ0) and 1152 yeast mutants deleted for genes coding for specific protein functions (Euroscarf).





2.3. Assessment of Antifungal Activity


The antifungal activity of allicin was evaluated against V. dahliae, V. longisporum (natural isolates), A. brassicicola and B. cinerea by determining the effect of various concentrations of allicin on fungal growth utilizing the following assays.



2.3.1. Zone of Growth Assay


Allicin was added to liquid PDA to achieve the final concentrations of 50, 100, 150 and 200 μM. The PDA was then poured into Petri plate. After the solidification of the agar, a plug (of about 10 mm) of mycelium, cut from the freshly growing cultures of plant pathogenic fungi (V. dahliae, V. longisporum, A. brassicicola and B. cinerea), was inoculated in the center of Petri plate.



For second assay, a fungal suspension (50 μL) was added to the agar medium (5 mL) and then transferred to a Petri plate. After the solidification of the agar, a plug of fungal mycelium was placed at the center of a Petri plate containing the agar medium. Five paper discs were evenly distributed around the mycelium. Then, 20 μL of the required concentration (1.5 and 3 mM) of allicin was pipetted into each disc. Plates were then incubated at 22 °C for one week, and finally analyzed and photographed [24].




2.3.2. Inhibition Zone Assay


A spore suspension (100 μL) of the respective fungi was pipetted into a Falcon tube containing a 10 mL PDA medium and the agar was transferred immediately into Petri dish of a 9 cm diameter. This resulted in a homogenous distribution of fungal spores throughout the plate. Then, 20 μL of test compound (2, 4 and 8 mM) was pipetted onto the hole cut with the help of cork borer. Plates were then incubated at 22 °C, and the diameters of the inhibition zones surrounding the holes were determined [3,49].




2.3.3. Gas Phase Assay


Cultures of fungi were added into the PDA medium as described above. Then, 20 µL of allicin (80 mM) was pipetted at the center of the lid of the Petri dish. The plates were then inverted and incubated at a temperature of 22 °C. The plates were finally photographed after five days of the treatment [3].





2.4. Yeast Chemogenetic Screening


After investigating the antifungal activity of allicin, chemogenetic profiling was performed by employing wildtype yeast and mutants to decipher the antifungal mode of action of allicin.



Measuring Yeast Growth Kinetics


A library comprising of 1152 diploid knock-out yeast mutants was purchased from Euroscarf and re-arrayed into 96 well plates in 15% glycerol to produce a library of 14 plates which were then stored at −80 °C.



These mutants were then screened against allicin at a concentration of 50 μM. The effect of allicin on the growth kinetics of various yeast strains was determined as follows: different yeast mutants and wildtype cultures were grown overnight (50 mL YPD inoculated with a single colony in a 250 mL Erlenmeyer flask, shaken at 220 rpm and 28 °C). The resultant cultures were diluted to an OD600 of one (measured with a Spectrophotometer DU 530 by Beckman Coulter GmbH, Krefeld, D), and finally each culture was diluted to one in 25 mL of CSM broth. Then, 135 μL of diluted culture was pipetted into the wells of polystyrene flat base 96-well plate by using a 12-channels pipette. Allicin was introduced into each well to achieve final concentration of 50 μM. The untreated wells contained culture and medium for growth only. The plate was then shaken at 28 °C and the OD was measured at 600 nm continuously overnight employing a plate reader (Plate reader Tristar2 LB 942 Multimode Reader by Berthold Technologies GmbH & Co. KG, Bad Wildbad, D) [3].






3. Results and Discussion


3.1. Evaluation of Antifungal Activity of Allicin


Overall, the results obtained as part of this study indicate the remarkable antifungal activities of allicin against fungi. A strong concentration dependent growth inhibition of fungi was observed. These results will now be presented and discussed in more detail.



3.1.1. Determination of Zone of Growth


The zones of growth of fungi were determined at different concentrations (50, 100, 150 and 200 µM) of allicin. A strong concentration dependent inhibition of all target fungi was observed. The growth of fungal colonies reduced significantly as compared to the control at each concentration of allicin employed. The growth of V. dahliae was completely inhibited by allicin at a concentration of ≥150 µM. Similarly, the growth of B. cinerea and A. brassicicola was strongly inhibited at a concentration of 200 µM. In contrast, V. longisporum was least inhibited by allicin even at the highest concentration used (200 µM) (Figure 2a). These findings reveal the excellent antifungal potential of allicin at a 200 µM or lower concentration against model plant pathogens.



In the second assay, allicin was employed at concentrations of 1.5 and 3 mM to elucidate the potential antifungal activities. Allicin (1.5 or 3 mM) was added to the paper discs evenly distributed around the plug of mycelium. A concentration-dependent fungal growth inhibition was observed in allicin treated fungi. At a concentration of 1.5 mM, allicin resulted in a decrease in the growth of test fungi. A strong antifungal activity was observed at the highest concentration (3 mM), particularly in the cases of V. dahliae and V. longisporum (Figure 2b). These findings are in accordance with the previous investigations reporting the antifungal activity of allicin [15,20,21,22,50].




3.1.2. Inhibition Zone Assay


A special fungal-seeded agar was employed for this part of the investigation. The efficacy of this assay for assessing the antifungal activity of novel test compounds is described in the literature [49]. An adequate water solubility of the compound is a critical requirement for this method. It implies that the target substance must be able to diffuse through the water-based agar-solidified medium. Allicin treatment resulted in the inhibition of fungal growth even at the lowest concentration (2 mM). The efficacy of allicin varies in case of each fungal strain tested. There was clear zone for inhibition with sharp edges in case of A. brassicicola (Figure 3b). Nevertheless, a greater antifungal activity was observed for other fungi with no sharp boundaries for each concentration of allicin (Figure 3a). It infers that there was almost complete inhibition of fungal growth around the wells containing allicin. On the other hand, fungi grow predominantly in the area without allicin (control).




3.1.3. Gas Phase Assay


To investigate the antifungal activity of allicin via the gas phase, the 20 µL of allicin (80 mM) was placed at the center of a Petri dish lid and PDA containing fungal culture in the petri dish base was inverted over the lid. Thus, there was diffusion of allicin in the petri dish, without any contact between the allicin and the medium. Allicin produced an inhibition zone in the agar medium above the droplet in the Petri plate lid for all fungi tested. Interestingly, there was a complete growth inhibition for V. dahliae and B. cinerea. Moreover, in case of the other two fungi, V. longisporum and A. brassicicola, there was a clear zone of inhibition (greater zone of inhibition in case of V. longisporum (Figure 4). In this experiment, surprisingly, there are often clear zones of inhibition with fairly sharp borders. This can be interpreted as the concentration gradient of allicin diffusing away from the central drop of allicin into the air in the closed Petri dish, and a tight concentration threshold for the inhibition of fungi in the agar medium.



The potential of allicin as a grain fumigant against three stored product pests has previously been investigated. The efficacy of allicin as a botanical fumigant was already reported [51]. Similarly, garlic juice containing allicin has also been evaluated against dipteran pests. The study has reported the insecticidal activity of garlic juice against the pests tested [52]. In another study, the components and oils from garlic were reported to exhibit remarkable insecticidal activity through fumigation [53,54]. The excellent antifungal activity of allicin via gas phase confirms the utilization of allicin as potential biofumigant. Moreover, garlic juice may be extracted directly from garlic and sprayed into fields to control soil-borne pathogens and pests.





3.2. Yeast Genome Haploinsufficiency Screening


Yeast chemogenetic profiling was carried out to elucidate the possible mechanisms of the fungicidal properties of allicin. The haploinsufficiency screening was performed by employing wildtype BY4743 and 1152 yeast deletion strains independently by employing 50 μM allicin.



The mutants and wildtype were tested by measuring the growth curves overnight with and without allicin. This screening resulted in the hypersensitivity of three yeast mutant strains as compared to the wildtype.



Quantitative Identification of Hypersensitive Strains


According to previous studies, it is required to make a comparison of treated and untreated growth profiles as many heterozygous mutants grow slowly in rich culture medium (Giaever et al., 1999). In the present investigation, mutants such as Δnpa3, Δmcm5 and Δhts1 were recognized as hypersensitive in comparison to the untreated strains. Moreover, these mutants exhibited lower growth compared to wildtype in the allicin-treated samples (Figure 5).



Figure 6 represents the endpoint values of treated wildtype and hypersensitive mutants after 15 h of treatment. It shows that there was greater inhibition of growth of mutants related to the wildtype after treatment with 50 μM of allicin.



The hypersensitivity of yeast to allicin was explored by screening wildtype and yeast mutants against allicin. Drug targets can be uncovered by hypersensitivity to a drug of a heterozygous deletion strain containing one copy of a gene as compared to a wildtype strain containing two copies. HIP probes heterozygous strains, while most of the genetic screens examine the phenotypic results of a complete gene deletion in the homozygous strains. Thus, HIP is advantageous as compared to HOP because, with complete deletions, it is difficult to determine the primary effect of the compound and impossible to detect the effect of any essential gene [47]. Yeast haploinsufficiency screening has been widely employed to decipher the mechanisms and modes of action of compounds exhibiting antifungal activities, as for example, the determination of MOA of saponin, α-hederin, from ivy leaves (Hedera helix) by haploinsufficiency profiling (HIP) [55]. This saponin exhibits activity against Candida albicans and its antifungal MOA was similar to that of the known calcineurin inhibitor FK506 [56]. During chemogenetic screening, various yeast deletion strains lacking specific genes were employed and toxicity was observed in the presence of the drug with reference to the wildtype. The mutants that are hypersensitive to drugs compared to the wildtype may give clue about the possible relationship between the drug and the gene for a specific protein/enzyme absent in the mutant and its role in metabolism or defense. This technique is simple, easy and presents a robust avenue for the cost-effective and prompt screening of numerous compounds in order to identify the possible targets and modes of action of cytotoxic compounds [57].



Table 1 represents the biological/ molecular functions of the hypersensitive mutants are presented. Figure 5 shows growth curves for the treated and untreated wildtype and mutant strains with allicin that inhibited the growth of three yeast mutant strains mainly related to chromatid cohesion, double-strand break repair and mitochondrial translation. Each yeast mutant is inhibited to a greater extent as compared to the wildtype strain. The yeast strain Δmcm5, which expresses the reduced level of double-strand repair via break-induced replication, was found to be the most sensitive strain to allicin, and the corresponding MCM5p protein, along with other MCMp proteins, is essential for DNA replication [58]. The second hypersensitive mutant was Δnpa3, which carries deletion for mitotic sister chromatid cohesion. Sister chromatid cohesion and separation is essential for DNA double-strand break repair and replication [59]. The third one was Δhts1, the mutant with gene deleted for mitochondrial translation. The respective HTS1 gene encodes mitochondrial synthetases and the mutations in the HTS1 gene may result in lethality [60]. Allicin has been reported to cause mitochondrial dysfunction leading to cell necrosis and apoptosis in Leshmenia [61]. Previously, allicin treatment resulted in the inhibition of bacterial cell growth by inhibiting DNA, RNA and protein synthesis [45]. One study has demonstrated the action of allicin on several different yeast transcription factors [44]. Allicin also affected the signal transduction and resulted in the apoptosis [62]. Similarly, allicin inhibited the proliferation and induced apoptosis of various cancers by DNA fragmentation and activation of caspases and poly (ADP-ribose) polymerase cleavage [63,64]. Garlic extracts and allicin have been reported to inhibit the cholesterol synthesis in mammalian cells [65,66,67]. Moreover, allicin caused the lowering of cholesterol in hypercholesterol- emic mice [68,69]. Allicin has also been shown to induce cell cycle arrest of gastric cancer cells in the M phase [70]. In addition, allicin induced cell cycle arrest, particularly in the G2/M phase [71]. It has also been confirmed that allicin induces apoptosis in yeast [8] and in mammalian cells [72]. Thus, allicin resulted in the growth inhibition of mutants with specific deletions for genes coding for vital proteins, required for important cellular processes, i.e., cell viability and growth. These findings require further investigations to find out the sole mechanism responsible for the antimicrobial activities of allicin.






4. Conclusions


In summary, the current investigation uncovers the potential antifungal activities of allicin against a variety of pathogenic fungi. The main aim of the study was to exploit allicin as a potential antifungal agent against a broad spectrum of plant pathogens. The antifungal activity of allicin was explored by employing different kinds of assays. Finally, yeast chemogenetic profiling was carried out to explore the underlying mechanisms of the pronounced toxicity of allicin against plant pathogens. Allicin showed promising antifungal activities against these pathogens. The excellent activity of allicin via gas phase signifies the potential applications of this substance in the field of agriculture. The screening of allicin against yeast mutants resulted in the greater growth inhibition of three mutants (Δnpa3, Δmcm5 and Δhts1) as compared to the untreated controls. Moreover, these mutants showed hypersensitivity to allicin in comparison to the wildtype yeast. These yeast mutants lack genes coding for proteins involved in DNA replication, chromatids cohesion and mitochondrial translation. These processes are critical for yeast cell growth and vitality. These findings indicate the possible targets of allicin in the antifungal activity. Further studies are obviously needed to explore the additional targets of allicin responsible for the antimicrobial and cytotoxic actions of this substance.
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Figure 1. Enzymatic transformation of alliin to allicin by the enzyme alliinase which involves the conversion of alliin to intermediates allylsulfenic acid and dehydroalanine, followed by the condensation of two molecules of allylsulfenic acid to yield allicin. 
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Figure 2. Zones of growth of fungi after treatment with allicin at different concentrations. The fungal growth zone is greater in respective control as compared to plates containing specific concentration of allicin. (a) Allicin was added to PDA to achieve final concentrations of 50, 100, 150 and 200 μM. (b) The 20 µL of 1.5 or 3 mM allicin was pipetted into each disc. The plates were then incubated at 22 °C for one week and photographed. In the control plate, the fungus grew normally from center towards the corners of the plate. Fungal growth was restricted in allicin treated plates. The concentration dependent growth inhibition was observed in case of test fungi. 
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Figure 3. Plate inhibition zone assay showing the antifungal activity of allicin against model fungi. Fungal cultures were incorporated into warm agar (50 °C) and poured into a Petri dish. (a) Representative pictures for fungi (V. dahliae, V. longisporum, A. brassicicola and B. cinerea). The lower well contained 20 µL of sterile water (Control). (b) The diameter of inhibition zone was measured for the hole containing 20 µL of 2, 4 and 8 mM solution of allicin against A. brassicicola. Error bars show standard deviation about the mean, n = 9. *** p < 0.001. 
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Figure 4. Allicin shows antifungal activity via the gas phase. A 20 µL drop of an 80 mM solution of allicin was placed at the lid of a Petri dish and covered by the base with bacteria-seeded agar inverted over it. Thus, the agar did not come into contact with the droplet. Inhibition of growth was visible as an inhibition zone with reduced fungal growth. Control plates without allicin exhibit complete fungal growth. However, allicin-containing plates show growth inhibition. 
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Figure 5. Effects of allicin (50 μM) on the growth of wildtype BY4743 and Δnpa3, Δmcm5 and Δhts1 mutants in CSM (complete supplement medium). The red line in each graph represents the untreated (culture in CSM only) and blue line shows the treatment with 50 μM of allicin. There is greater difference between treated and untreated in case of hypersensitive yeast mutants as compared to BY4743. The experiments were repeated twice with similar results. Error bars show standard deviation about the mean. 
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Figure 6. Graph showing the effects of 50 μM of allicin after 15 h on the growth of wildtype BY4743 and Δnpa3, Δmcm5 and Δhts1 mutants in CSM. Values represent mean ± S.D. *** p < 0.001. 
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Table 1. Hypersensitive mutants following allicin treatment.
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	ORF
	Gene
	Biological/Molecular Function





	YLR274W
	MCM5
	double-strand break repair via break-induced replication



	YJR072C
	NPA3
	mitotic sister chromatid cohesion



	YPR033C
	HTS1
	mitochondrial translation
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