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ABSTRACT

Objective: Aqueous extracts of four medicinal plants including Ferula gummosa, Echinophora
orientalis, Nasturtium microphyllum and Verbascum thapsus were used to determine their antibacterial
activities and minimum inhibitory concentration (MIC). The aim of this study was to assess
antibacterial activity of extracts of four medicinal plants against a Gram-positive and a Gram-negative
bacteria (Staphylococcus aureus PTCC1431, and Escherichia coli HP101BA 7601c).
Methods: Radial diffusion assay was used to assess the antibacterial activity of extracted samples.
Haemolysis assay was also used to examine their nontoxic effects on human red blood cells.
Results: This study showed that all the mentioned plants have satisfactory antibacterial effects against
both Gram-positive and Gram-negative bacteria. Minimum inhibitory concentration values of these
samples were less than 750 µg/mL. In addition, no significant haemolytic activity was observed at their
MIC values.
Conclusion: The results of this study showed that all these studied plants have good potential for further
studies for drug discovery.
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RESUMEN

Objetivo: Extractos acuosos de cuatro plantas medicinales – incluyendo Ferula gummosa,
Echinophora orientalis, Nasturtium microphyllum y Verbascum thapsus – fueron utilizados para
determinar sus actividades antibacterianas y la concentración inhibitoria mínima (CIM). El objetivo
de este estudio fue evaluar la actividad antibacteriana de los extractos de cuatro plantas medicinales
frente a bacterias Gram-positivas y Gram-negativas (Staphylococcus aureus PTCC1431 y Escherichia
coli HP101BA 7601 c).
Métodos: Se usó un ensayo de difusión radial para evaluar la actividad antibacteriana de las muestras
extraídas. También fue utilizado un ensayo de hemólisis para examinar los efectos no tóxicos de las
muestras en los glóbulos rojos de los seres humanos.
Resultados: El estudio demostró que todas las plantas mencionadas tienen efectos antibacterianos
satisfactorios contra las bacterias Gram-positivas y Gram-negativas. Los valores CIM de estas
muestras fueron menos de 750 µg/mL. Además, no se observó actividad hemolítica significativa en sus
valores CIM.
Conclusión: Los resultados de este estudio mostraron que todas las plantas estudiadas tienen buen
potencial para continuar su estudio con el fin de hallar nuevos fármacos.
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INTRODUCTION
Therapeutic purposes of medicinal plants are known by
people in different countries. Medicinal herbs are used for
pain relief in some countries (1–3). Plants, specifically medicinal plants, are widely used in medicine and pharmacological sciences. These medicinal plants contain some organic
compounds such as polyphenols, aliphatic compounds and
peptides which have antimicrobial properties (4–10).
Medicinal herbs have antibacterial compounds which are
effective in the treatment of diseases (11–17). Several recent
studies showed that some plants have promising anti-inflammatory effects (18–20). In some countries, plants and
herbs are widely used as anti-cancer agents and antioxidants
in traditional medicine (21–24). Medicinal herbs generally
contain ingredients that have been shown to have relatively
low side effects on the human body in comparison with other
chemically synthetic antibiotics (21). Different parts of the
plant including root, leaf, seed, fruit and stem could be used
in pharmacology for drug discovery. Ferula gummosa
belongs to the family Umbelliferae. In traditional medicine,
Ferula gummosa is used in the treatment of physiological
disorders such as backache and haemorrhoid. This plant
grows in the north-east of Iran. Echinophora orientalis from
Apiaceae mostly grows in north-west Iran. It also grows in
Armenia and Turkey, especially eastern Anatolia. It grows on
fallowing lands, sandy steppes, gravel and dry hills. Echinophora orientalis is used as an ingredient in food and dairy.
Nasturtium microphyllum (watercress) belongs to the family
Brassicaceae. Some members of this family have antiviral,
antibronchitic, antipyretic and tonic properties and are suitable for the treatment of respiratory illnesses (25–26).
Verbascum thapsus has antioxidant and antiviral properties
and is generally used to treat wounds (27–28). It belongs to
the family Scrophulariaceae. All these plants are traditionally used in Iran for treating various diseases. Due to the
lower frequency of side effects associated with the use of
plants on the human body in comparison with other synthetic
antibiotics, traditional medicine and the use of medicinal
plants is growing worldwide. In this study, we travelled from
the north-east to the north-west of Iran to collect these four
medicinal plants and some basic information about their uses.
These four medicinal plants are widely used in Iran for
different therapeutic purposes including the treatment of
intestinal illnesses caused by microbial contamination,
although their role in the treatment of such diseases has not
been proven. For this reason, they were chosen for antimicrobial study to evaluate their antibacterial properties.

MATERIAL AND METHODS
Sample collection and preparation of plant extracts
The plant samples were collected in spring 2012 from the
north-east and north-west of Iran and their genus and species
were confirmed taxonomically. To prevent mildew, avoid
chemical changes and thus maintain its chemical composition as well as the ease of powdering plant for the extraction

of the constituent materials, the plant was dried in an oven at
50 °C after collection. The dried plants were washed with
deionized water and were then powdered with a grinding
machine. Fifty grams of each dried sample was mixed in 50
mL of deionized water and centrifuged at 5000 rpm for five
minutes. The supernatant was filtered through Whatman
Filters Grade 1 Filter Paper. All these processes were performed at 4 °C. Extracted solutions of plants were then concentrated by ultrafiltration membrane, cut off of 1 kDa.
Finally, samples were lyophilized by freeze drier to enable
easier preparation of the samples in subsequent processes of
antibacterial assay. Ten milligrams of each sample of dried
powder was dissolved in 5 mL of phosphate buffered saline
(PBS) and used as a 2 mg/mL stock for preparation of serial
dilution (2 mg/mL, 1 mg/mL, 750 µg/mL, 500 µg/mL, 250
µg/mL and 125 µg/mL) for antimicrobial tests and minimum
inhibitory concentration (MIC) assay.

Antimicrobial test
Antimicrobial activity of extracted samples was assayed on
two Gram-positive and Gram-negative bacteria according to
the radial diffusion assay (RDA). For this purpose, specific
amount of bacteria (4 × 106 CFU) were poured into 5 mL of
10 mM cold phosphate buffer and were mixed with 1%
agarose (Sigma-Aldrich) in 0.03% Tripticase soy broth
(TSB) as an underlay culture and were poured into plates.
Then, extracted samples were poured into the punched well
of the plate, and then they were overlaid with media cultures
containing pre-autoclaved 6% TSB and 1% agarose, and
were kept at 37 °C for 12 hours. After two to three hours, a
light-halo was obvious around the punched wells. The
antibacterial activity of the test agents was determined by
measuring the mean radius of zone of inhibitions in millimetre. All results were compared with the standard antibacterial antibiotic (Pattan Teb Company, Tehran, Iran).
Each experiment was repeated three times.

Minimum inhibitory concentration determination
Almost all antimicrobial components are subjected to the
MIC test. In microbiology, MIC is the lowest concentration
of an antimicrobial compound that will inhibit the growth of
a microorganism after overnight incubation (29, 30).
Minimum inhibitory concentration is important in diagnostic
laboratories to confirm resistance of microorganisms to an
antimicrobial agent and also to monitor the activity of new
antimicrobial agents. Enzyme-linked immunosorbent assay
(ELISA)-reader was used to measure MIC values at 630 nm.
To determine MIC values, two types of bacteria, including E
coli HP101BA 7601c (Gram-negative) and S aureus
PTCC1431 (Gram-positive) were cultured. A bacterial
suspension (1 × 106 CFU/mL) and 80 µl of TSB medium
were poured into a 96-well microplate, after which serial
dilutions of the extracted antimicrobial components were
added. The 96-well plates were incubated at 37 ºC for 12
hours.
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Haemolysis assay
Haemolytic activity of the samples was determined according to the method by Minn et al (31). Two millilitres of
human red blood cells were washed several times with 5
mLof PBS by centrifugation at 4000 rpm for 10 minutes.
Washed cells were diluted to a final volume of 40 ml of PBS;
20 µl of extracted sample was added to 180 µl of 5% diluted
erythrocytes and the treated cells were kept at 37 ºC for 30
minutes. Triton X-100, at 0.1%, was used as a positive control with 100% haemolytic activity. After 30 minutes, the
solution was centrifuged at 4000 rpm for five minutes and the
supernatant was gently diluted to 1 ml of PBS. Absorbance
of the solution was measured at 567 nm. Experiments were
performed in triplicate.

RESULTS
Samples were collected and prepared with initial concentrations of 2 mg/mL. Bacteria were cultured and the antimicrobial components were poured into the punched wells.
After 12 hours incubation in 37 ºC, the growth inhibitory
zone around the wells was obvious (Fig. 1).

Several independent experiments confirmed that these
plants have great antimicrobial activity on both Gram-positive and Gram-negative bacteria. Kanamycin (30 µg) was
used as positive control; it had great antibacterial properties
and was suitable for a comparative antimicrobial assay. The
overall MIC values for these samples were between 350 and
750 µg/mL (Table).

Table:

Antimicrobial assay of four medicinal herbs against E coli (A) and
S aureus (B). K shows kanamycin (30 µg) and the letters a, b, c and
d show antimicrobial activity of (20 µg), Verbascum thapsus,
Nasturtium microphyllum, Echinophora orientalis and Ferula
gummosa, respectively.

Minimum inhibitory concentration (MIC) values of extracted
samples

Species and family

Folk uses

Ferula gummosa
Echinophora orientalis
Nasturtium microphyllum
Verbascum thapsus

Backache and haemorrhoid
In food and dairy
Antibronchitic and antipyretic
Tranquilize

Micro-organism/MICs (µg/ml)
E coli
350
400
700
550

S aureus
500
750
600
750

Among the studied plants, the aqueous extracts of
Ferula gummosa had more antimicrobial properties; however, almost all of the samples in this study had satisfactory
antimicrobial activity. Figure 2 represents the relative anti-

Fig. 2:

Fig. 1:
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Antibacterial activity (%) of samples against S aureus PTCC1431
and E coli PTCC1431. K shows control (kanamycin 30 µg) and F.g,
E.o, N.m and V.th are abbreviations for Ferula gummosa,
Echinophora orientalis, Nasturtium microphyllum and Verbascum
thapsus (20 µl of 2 mg/mL stock for each), respectively.

bacterial properties of studied plants in comparison with
kanamycin. Their antimicrobial activity was similar to kanamycin as a usual antibiotic but with more concentrations of
aqueous samples (2 mg/mL).
Antibacterial activity of kanamycin was defined as
100%, and antimicrobial activities of aqueous extracts were
compared with kanamycin. Only a very small amount of
haemolysis was observed for all tested samples, and it was
only less than 1.2% in comparison with Triton X-100 as
positive control with 100% haemolysis (Fig. 3). But, other
toxicological studies are required to confirm their non-toxic
effects on human cells.
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Haemolysis assay at the minimum inhibitory concentration (MIC)
values. For all extracts, no significant haemolytic effects were
observed at their MIC values. F.g, E.o, N.m and V.th are
abbreviations for Ferula gummosa, Echinophora orientalis,
Nasturtium microphyllum and Verbascum Thapsus, respectively.

DISCUSSION
All the plants investigated in this study have satisfactory
antimicrobial properties. However, all of them have more
antimicrobial effect on Gram-negative bacteria than the
Gram-positive ones. None of these plants has significant
haemolytic activity, which makes them potentially good
candidate for further studies in drug discovery and the search
for new antibiotics from natural sources.
In many other reports, the antibacterial, antiviral and
other medicinal properties of different medicinal plants have
been studied (32, 33). This is due to the importance of plants
and medicinal herbs in herbal therapy and drug discovery.
Madubunyi showed that the constituents of Garcinia kola
seeds have antimicrobial activities (34). In 2011, Hu et al
conducted a study using light microscopy, transmission electron microscopy and scanning electron microscopy methods
and reported that Magnolia officinalis extract has antimicrobial effects on Staphylococcus aureus (5). Lazarević et
al, in 2011, showed that Allium sphaerocephalon has strong
antioxidant and antimicrobial properties (18). Some other
reports suggested that antibacterial and antiviral activities of
plants could make them a potential reservoir of antibiotics in
the near future (21, 22, 35). In this study, the authors introduced four medicinal plants which are widely used in Iran for
different purposes. They all have great antibacterial and nonhaemolytic activities. Our results provided evidence that the
studied plant extracts might be potential sources of new
antibacterial drugs in the near future.

ACKNOWLEDGMENT
The authors are thankful to all biochemistry laboratory
members for providing necessary facilities and for all help
received.

6.
7.
8.
9.
10.
11.
12.
13.
14.
15.
16.
17.
18.
19.
20.

Simpson B, Claudie D, Smith N, Wang J, McKinnon R, Semple S.
Evaluation of the anti-inflammatory properties of Dodonaea polyandra,
a Kaanju traditional medicine. J Ethnopharmacol 2010; 132: 340–3.
Cui X, Trinh K, Wang YJ. Chinese herbal medicine for chronic neck
pain due to cervical degenerative disc disease. Cochrane Database Syst
Rev 2010; 1: CD006556.
Konning GH, Agyare C, Ennison B. Antimicrobial activity of some
medicinal plants from Ghana. Fitoterapia 2004; 75: 65–7.
Celikel N, Kavas G. Antimicrobial properties of some essential oils
against some pathogenic microorganisms. Czech J Food Sci 2008; 26:
174–81.
Hu Y, Qiao J, Zhang X, Ge C. Antimicrobial effect of Magnolia
officinalis extract against Staphylococcus aureus. J Sci Food Agr 2011;
91: 1050–6.
Kim Y-S, Shin D-H. Volatile constituents from the leaves of Callicarpa
japonica Thunb. and their antibacterial activities. J Agric Food Chem
2004; 52: 781–7.
Shan B, Cai Y-Z, Brooks JD, Corke H. Antibacterial properties and
major bioactive components of cinnamon stick (Cinnamomum
burmannii): activity against foodborne pathogenic bacteria. J Agric
Food Chem 2007; 55: 5484–90.
Anakok OF, Ndi CP, Barton MD, Griesser HJ, Semple SJ. Antibacterial
spectrum and cytotoxic activities of serrulatane compounds from the
Australian medicinal plant Eremophila neglecta. J Appl Microb 2012;
112: 197–204.
Viswanathan MB, Jeya Ananthi JD, Sathish Kumar P. Antimicrobial
activity of bioactive compounds and leaf extracts in Jatropha
tanjorensis. Fitoterapia 2012; 83: 1153–9. doi: 10.1016/j.fitote.2012.
07.007. Epub 2012 Aug 1.
Satish S, Raghavendra MP, Raveesha KA. Evaluation of the
antibacterial potential of some plants against human pathogenic
bacteria. Advance Biol Res 2008; 2: 44–8.
Israr F, Hassan F, Naqvi BS, Azhar I, Jabeen S, Hasan SM. Report:
studies on antibacterial activity of some traditional medicinal plants
used in folk medicine. Pak J Pharm Sci 2012; 25: 669–74.
Madureira AM, Duarte A, Teixeira G. Antimicrobial activity of selected
extracts from Hakea salicifolia and H. sericeae (Proteaceae) against
Staphylococcus aureus multiresistant strains. S Afr J Bot 2012; 81: 40–
3.
Frey FM, Meyers R. Antibacterial activity of traditional medicinal
plants used by Haudenosaunee peoples of New York State. BMC
Complement Altern Med 2010; 10: 64. doi:10.1186/1472-6882-10-64.
Mahesh B, Satish S. Antimicrobial activity of some important medicinal plant against plant and human pathogens. World J Agric Sci 2008;
4: 839–43.
Abdelah Bogdadi HA, Kokoska L, Havlik, J, Kloucek P, Rada V,
Vorisek K. In vitro antimicrobial activity of some Libyan medicinal
plant extracts. Pharm Biol 2007; 45: 386–91.
Chattopadhyay RR, Bhattacharyya SK, Medda C, Chanda S, Bag A. A
comparative evaluation of antibacterial potential of some plants used in
Indian traditional medicine for the treatment of microbial infections.
Braz Arch Biol Techn 2009; 52: 1123–8.
Talib WH, Mahasneh AM. Antimicrobial, cytotoxicity and phytochemical screening of Jordanian plants used in traditional medicine.
Molecules 2010; 15: 1811–24.
Lazarević JS, Ðorđević AS, Zlatković BK, Radulović NS, Palić RM.
Chemical composition and antioxidant and antimicrobial activities of
essential oil of Allium sphaerocephalon L. subsp. sphaerocephalon
(Liliaceae) inflorescences. J Sci Food Agr 2011; 91: 322–9.
Matu EN, van Staden J. Antibacterial and anti-inflammatory activities
of some plants used for medicinal purposes in Kenya. J Ethnopharmacol
2003; 87: 35–41.
Eldeen IMS, Elgorashi EE, van Staden J. Antibacterial, anti-inflammatory, anti-cholinesterase and mutagenic effects of extracts obtained
from some trees used in South African traditional medicine. J
Ethnopharmacol 2005; 102: 457–64.

Sepahi et al
21. Li J-E, Nie S-P, Qiu Z-H, Che M-J, Li C, Xie M-Y. Antimicrobial and
antioxidant activities of the essential oil from Herba Moslae. J Sci Food
Agr 2010; 90: 1347–52. doi: 10.1002/jsfa.3941.
22. Serrano C, Matos O, Teixeira B, Ramos C, Neng N, Nogueira J et al.
Antioxidant and antimicrobial activity of Satureja montana L. extracts.
J Sci Food Agr 2011; 91: 1554– 60. doi: 10.1002/jsfa.4347. Epub 2011
Mar 28.
23. Bouajaj S, Benyamna A, Bouamama H, Romane A, Falconieri D, Piras
A et al. Antibacterial, allelopathic and antioxidant activities of essential
oil of Salvia officinalis L. growing wild in the Atlas Mountains of
Morocco. Nat Prod Res 2013; 27: 1673–6.
24. Celik A, Nur Herken E, Arslan İ, Zafer Özel M, Mercan N. Screening
of the constituents, antimicrobial and antioxidant activity of endemic
Origanum hypericifolium O. Schwartz & P.H. Davis. Nat Prod Res
2010; 24: 1568–77. doi: 10.1080/14786419.2010.496366.
25. Camacho-Corona Mdel R, Ramirez-Cabrera MA, Santiago OG, GarzaGonzalez E, Palacios Ide P, Luna-Herrera J. Activity against drug
resistant-tuberculosis strains of plants used in Mexican traditional
medicine to treat tuberculosis and other respiratory diseases. Phytother
Res 2008; 22: 82–5.
26. Goos KH, Albrecht U, Schneider B. On-going investigations on efficacy and safety profile of a herbal drug containing nasturtium herb and
horseradish root in acute sinusitis, acute bronchitis and acute urinary
tract infection in children in comparison with other antibiotic
treatments. Arzneim Forsch 2007; 57: 238–46.

293

27. Sarrell EM, Cohen HA, Kahan E. Naturopathic treatment for ear pain
in children. Pediatrics 2003; 111: e574–9.
28. Turker AU, Camper ND. Biological activity of common mullein, a
medicinal plant. J Ethnopharmacol 2002; 82: 117–25.
29. Lehrer RI, Rosenman M, Harwig SS, Jackson R, Eisenhauer P. Ultrasensitive assay for endogenous antimicrobial polypeptides. J Immunol
Method 1991; 137: 167–3.
30. Andrews JM. Determination of minimum inhibitory concentrations. J
Antimicrob Chemother 2001; 48: 5–16.
31. Minn I, Kim HS, Kim SC. Antimicrobial peptides derived from
pepsinogens in the stomach of the bullfrog, Rana catesbeiana. Biochim
Biophys Acta 1998; 1407: 31–9.
32. Erbano M, Ehrenfried CA, Stefanello ME, Dos Santos EP.
Morphoanatomical and phytochemical studies of Salvia lachnostachys
(Lamiaceae). Microsc Res Tech 2012; 75: 1737–44.
33. Mahata S, Maru S, Shukla S, Pandey A, Mugesh G, Das BC et al.
Anticancer property of Bryophyllum pinnata (Lam.) Oken. leaf on
human cervical cancer cells. BMC Complement Altern Med 2012; 12:
15. doi: 10.1186/1472-6882-12-15.
34. Madubunyi II. Antimicrobial activities of the constituents of Garcinia
kola seeds. Pharm Biol 1995; 33: 232–7. doi:10.3109/13880209
509065369.
35. Weerakkody NS, Caffin N, Lambert LK, Turner MS, Dykes GA.
Synergistic antimicrobial activity of galangal (Alpinia galanga),
rosemary (Rosmarinus officinalis) and lemon iron bark (Eucalyptus
staigerana) extracts. J Sci Food Agr 2011; 91: 461–8.

