
INTRODUCTION 
The treatment and prevention of human diseases has benefited 
greatly from the use of natural products around the globe. 
Medicines from natural products have been produced using a 
variety of materials, such as terrestrial plants and microbes, 
marine species, and terrestrial invertebrates and vertebrates. Its 
use in modern medicine is crucial.1 Since many medicines seem 
to be natural compounds or their derivatives, they have had an 
important function in pharmaceutical research. This statistic is 
believed to be accurate since natural compounds or their semi-
synthetic derivatives make up around 40% of all medicines.2 
Only as last-resort therapies for fatal diseases like cancer are 
many non-natural, synthetic medications’ negative effects 
acceptable. Since they must accumulate within living cells, 
the metabolites found in therapeutic plants and other natural 
items may not have the side effects of synthetic and semi-
synthetic drugs.3 Natural products possess enormous potential 
due to their diverse chemical compositions, cost-effectiveness, 
intricate molecular structures, inherent biological activities, 
and minimal toxicity, rendering them an attractive option for 
developing novel therapeutic agents.3

Between 75–80% of the population still relies heavily on 
herbal treatment, and the utilization of plant extract and its 
active ingredients makes up most of the traditional therapy.4 
Throughout the beginning of time, higher plants have served 
as the foundation for the treatment of ailments in indigenous 
cultures. There are many different types of wild edible 
plants in the western Himalayas, as well as a variety of eco-
geographical and ecoclimatic circumstances.5 Hence, interest 
in herbal medicine has gradually increased in recent years. The 
therapeutic usage of medicinal plants, which are abundant in 
antimicrobial compounds and have fewer side effects and higher 
resistance, is growing in popularity.6 Polyphenolic compounds 
are commonly found in both edible and inedible plants, and 
they have been reported to have antimicrobial activity.7, 8 Fruits 
that are rich in vit C, all types of berries, and vegetables are 
rich sources of phenolic contents.9 The phytochemicals in 
fruit,  flavonols, and phenolic acids are projected to add to 
the health impacts of fruit-derived products and are regarded 
as key functional food components.10 The studies done in 
recent years revealed that the role of phenolic compounds like 
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phenols, flavonoids, anthocyanins, and carotenoids in berries 
are responsible for various pharmacological activities like 
anticancer, antimicrobial, antioxidants, antidiabetics, anti-
inflammatory, and other bioactivities.11

The new “superfruits” Euterpe oleraceae (Acai), is a great 
source of anthocyanins, phenolic compounds belonging to 
the group of flavonoids, which are not only important natural 
pigments; but also contain proven antimicrobial and antioxidant 
properties.12 Total soluble polyphenols (TSP) and total 
monomeric anthocyanins (TMA), two phenolic compounds 
that are more abundant in Vaccinium myrtillu (wild blue), 
have been shown to have some antibacterial activity towards 
diverse bacterial strains.13 Phyllanthus embilica (gooseberry) 
commonly known as amla have phytochemicals such as 
tannins, glycosides, phenolics, flavonoids, carbohydrates, 
phytosterols, and alkaloids.14 Amla fruit is used extensively 
in Ayurveda and is thought to boost resistance to disease.14 
The plant Rubus ellipticus also known as Hisalu/Hinsar,15 
and R. niveus Thunb a shrub known as “amora roxa”16 both 
belong to the family Rosaceae; studies have demonstrated the 
use of Rubus species showing action against antimicrobial 
properties.17 So, in the proposed study phenolic compounds 
extracted and purified from Himalayan wild berries showing 
anticancer, antimicrobial, and antioxidant activities can form 
a basis as a lead molecule for future study and evaluation.

MATERIAL AND METHOD 

Plant Material
Fruits and seeds of E. oleraceae (Acai), V. myrtillu (wild blue), 
P. embilica (gooseberry), R. ellipticus, R. niveus. Berries 
Powder purchased from the Herbalveda
Bacterial Strains 
Two bacterial strains used were K. pneumoniae and P. 
aeruginosa with accession numbers MCC 3094 and MCC 
2265 purchased from NCMR, Pune, India.
Preparation of Plant Extracts

Soxhlet extraction of extracts
The collected fruits and seeds were allowed for surface 
sterilization using 0.1% mercuric chloride, followed by washing 
under running water, and left to air dry in the shade for 2 to 
4 weeks. The dried fruits and seeds are then finely crushed 
and kept in an airtight container. The air-dried powder (5 g) 
was extracted successively by Soxhlet extraction with solvents 
of different polarity i.e., hexane, petroleum ether, chloroform, 
methanol, and water. The extraction process employed 
450 mLof hexane solvent and continued for 6 to 8 hours 
(4–6 cycles per hour i.e., 24 to 48 cycles). To monitor the 
progress of extraction, a sample of the extract was collected 
from the siphon tube of the extractor every four cycles. The 
extract was then spotted on a TLC plate and visualized in 
an iodine chamber to determine the completeness of the 
extraction. No spot indicates completion of extraction. The 
dried, sterilized, and airtight extract was collected in a hexane 
solvent container. A similar different extract was prepared in 

different solvents. All the dried extracts were weighed. All the 
extracts were diluted to 20 mL in their respective solvents.
Characterization of Plant Extracts

Yield
The extraction yield, defined as the ratio of the mass of extract 
to the mass of dry matter, served as a measure to evaluate the 
impact of extraction conditions.18 The percentage of extracted 
yield was calculated by the formula given below. 
Extraction yield/yield% = (WO/Wt) *100
WO = weight of initial fruit/seed sample
Wt = weight of dried extract after Soxhlet extraction
Phytochemical Analysis
Using established techniques the dried powdered sample’s 
qualitative phytochemical properties were identified and 
analyzed for the presence of several secondary metabolites.19 
For determining the flavonoid and total phenolic content, the 
Folin-Ciocalteau reagent method was employed20 and the 
aluminum chloride (AlCl3) method,21 respectively.
Antimicrobial Activity of the Extract
All plant extracts had their antibacterial activity determined 
using the agar well diffusion method.22 K. pneumoniae and P. 
aeruginosa were the two bacteria used to test their antibacterial 
activity.
Minimum Inhibitory Concentration (MIC)
The microdilution method was utilized to determine the 
MIC of the extract against the bacteria K. pneumoniae and P. 
aeruginosa. MIC refers to the minimum concentration of the 
sample at which visible microbial growth is inhibited.23

Isolation and Purification of Phenolic Compound

HPLC analysis of column fractions
EOH10, EOM10, EOW10, VMW10, and REP10 were selected 
for HPLC analysis. The phenolic chemicals were examined 
using a UV-Vis DAD HPLC system from the Agilent 1100 
series. A  reverse-phase chromatography column made of 
zorbax C18 (5 μm, 4.6 × 250 mm) was used. A 50 µg/mL of 
all the standard phenolic compounds (Gallic acid, Caffeic 
acid, vanillic acid, coumaric acid, ellagic acid, benzoic acid, 
phenylacetic acid, quercetin) were prepared and run separately. 
A combination of acetonitrile (HPLC grade, 99.9%) and 
phosphoric acid (mobile phase B) was prepared to create the 
mobile phase for HPLC. This was accomplished by gradually 
adding 85% orthophosphoric acid to HPLC grade water until 
the pH reached 2. The temperature was maintained at 5°C, and 
the flow rate was set at 0.5 mL/min.

RESULTS AND DISCUSSION 

Extraction Yield
Biologically active substances are typically found in small 
amounts in plants. An extraction technique is one that can 
produce extracts with a high yield while requiring little 
modification to the extract’s necessary functional qualities. 
One indicator of the impacts of the extraction conditions was 
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Table 2: Minimum Inhibitory Concentration (MIC)

Bacterial 
Strains Compounds (MIC) µg/mL

K. pneumoniae

Chlorogenic acid 68.95837

Salicylic acid 53.36428

Ferulic acid 590.9484

Caffeic acid 1031.675

Ellagic acid 7080.266

Ceftriaxone 2.536150293

P. aeruginosa

Chlorogenic acid 72.3210001

Salicylic acid 31.79972958

Ferulic acid 94.93205791

Caffeic acid 54.89317672

Ellagic acid 40.03856163

Cefepime 68.64248771

Table 3: Retention times, areas, and response factors of identified 
compounds

Secondary Metabolites R.T. (min) Area (mAU) Response factor
Chlorogenic 7.124 156.00 7.80
Ellagic 18.656 62.20 3.11
Caffeic acid 14.852 1112.01 55.60
Gallic acid 16.092 1654.02 82.70
Syringic 7.092 204.01 10.20
Salicylic 12.588 79.02 3.95
Ferulic 13.728 1920.02 96.00
Vanillic acid 9.968 659.02 32.95

RT=Retention Time, Initial Concentration of Std =20 µg/mL

Figure 1: Extraction yield (%) of all extract samples Figure 2: Minimum inhibitory concentration (MIC) of compounds

extraction yield (mass of extract/mass of dry matter).24 Extract 
yield of all the plant extracts was prepared by refluxing method 
using hexane, petroleum ether, methanol, chloroform, and 
water, summarized in Figure 1. In reflux, REP yield (64.18%) 
obtained with petroleum ether was the maximum yield 
followed by REC (59.62%), VMM (59.04%), RNH (58.64%), 
REW (58.02%), EOM (58.01%), RNW (57.42%), REM (56.44%) 
AND EOC (53.04%) all having the highest extraction yield. 
The extract yield PEC (21.82%) was found to be the lowest 
extract yield obtained with chloroform, followed by PEW 
(25.86%), PEH (25.82%), REH (25.82%), PEM (26.58%), and 
VMW (28.42%) all having the lowest extraction yield. The R. 
ellipticus extracts with petroleum ether, chloroform, methanol, 
and water show a maximum yield between (64–56%) except 
R. ellipticus extract with hexane (25.82%) showed a low yield. 
Whereas the P. embilica extracts with chloroform, methanol, 
hexane, and water showed the lowest yield in the range of 
(21–26%) except for P. embilica extract with petroleum ether 
(43.82%) showed high yield. 
Phytochemical Analysis 
According to a preliminary investigation, all the extracts 
of Himalayan wild berries contained alkaloids, phenolics, 

f lavonoids,  glycosides, carbohydrates,  tannins, saponins, 
and steroids. Table 1 displays a comparative summary of 
the phytochemical analysis. Alkaloids are a unique class of 
nitrogenous substances that have been utilized for centuries to 
treat a variety of human and animal diseases. High molecular 
weight polyphenols known as tannins defend plants from 
microbes. They result in animal protein indigestion, which 
slows growth.25,26 Important dietary components for humans 
including flavonoids and polyphenols may be used to treat 
cancer, cardiovascular and inflammatory illnesses, as well 
as protect radiation damage.27 All the extracts have major 
quantities of carbohydrates, flavonoids, and phenols. These 
results suggested produced antimicrobial activity due to the 
presence of almost similar phytochemicals in all extracts.
Antimicrobial Activity 
The antimicrobial activity (expressed as µg/ mL) of the given 
compounds against two strains of bacteria K. pneumoniae 
and P. aeruginosa are summarized in Table 2 and Figure 2. 
The minimum inhibitory concentration was used to assess 
the extracts’ efficacy against the tested bacteria (MIC). The 
test was performed for all the extracts which showed high 
antimicrobial activity. The organism K. pneumoniae was 
found to be more susceptible to ceftriaxone with a MIC value 
of 2.536150293 µg/mL. K. pneumoniae was less susceptible 
to salicylic acid with MIC value of 53.36428 µg/mL. K. 
pneumoniae was less susceptible to chlorogenic acid, ferulic 
acid, caffeic acid, and ellagic acid with higher MIC50 values 
(MIC ≥ 64 µg/mL). The organism P. aeruginosa was found 
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to be more susceptible to salicylic acid with a MIC value of 
31.79972958 µg/mL. P. aeruginosa was less susceptible to 
ellagic acid and caffeic acid with MIC50 values of 40.03856163 
and 54.89317672 µg/mL, respectively. P. aeruginosa was less 
susceptible to cefepime, chlorogenic acid, and ferulic acid with 
higher MIC50 values (MIC ≥ 68 µg/mL).
Purification of the Positive Extract by High-Pressure 
Liquid Chromatography
Table 3 provides an overview of compounds found in all plant 
extracts’ retention factor, area, and response factor. All plant 
extracts contained one or more of the following phenolic acids: 
Chlorogenic acid, ellagic acid, caffeic acid, gallic acid, salicylic 
acid ferulic acid syringic acid, and vanillic acid. The initial 
concentration of the standard was taken as 20 µg/mL.

CONCLUSION
According to this study, all plant extracts contain interesting 
antibacterial characteristics that can be related to their abundance 
in phytochemicals, including phenolics and flavonoids. All five 
of the studied plants’ extracts showed antimicrobial activity 
against one of the two  tested microorganisms. All extracts 
showed several phenolic acids, including chlorogenic acid, 
salicylic acid, ellagic acid, ferulic acid, caffeic acid, and 
gallic acid. Except for the R. ellipticus extract in hexane 
(25.82%), all the R. ellipticus extracts in  petroleum ether, 
chloroform, methanol, and water exhibit a maximum yield 
between (64–56%). All the plant extracts contain a significant 
number  of phenols, flavonoids, and carbohydrates. These 
findings suggested produced antimicrobial activity because 
all extracts included almost identical phytochemicals. Based 
on the results, plants are considered to be an exceptional 
reservoir of secondary metabolites, which can be isolated into 
pure compounds possessing in vivo biological activities. These 
compounds exhibit mechanisms of action that can potentially 
be utilized for developing herbal remedies against infectious 
diseases

ACKNOWLEDGEMENT `
The authors are grateful to the Kamal Singh Rathore, my Phd 
supervisor B.N University, Udaipur Rajasthan for his/her 
encouragement and help in carrying out this study. 

REFERENCES
1.	 Brahmachari G. Natural products in drug discovery: impacts and 

opportunities—an assessment. In Bioactive natural products: 
opportunities and challenges in medicinal chemistry. 2012; 1-199.

2.	 Jacob EJ. Natural Products-Based Drug Discovery: Some 
Bottlenecks and Considerations. Current Science 2009; 
96(6):753-754. 

3.	 Kolimi P, Narala S, Nyavanandi D, Youssef AA, Dudhipala 
N. Innovative Treatment Strategies to Accelerate Wound 
Healing: Trajectory and Recent Advancements. Cells. 2022 Aug 
6;11(15):2439.

4.	 Kamboj VP. Herbal medicine. Current science 2000 Jan 10; 
78(1):35-9.

5.	 Saklani S, Chandra S. Phytochemical screening of Garhwal 
Himalaya wild edible fruit Ficus palmata. Int J Pharm Tech Res. 

2012; 4(3):1185-91.
6.	 Pratap GM, Manoj KM, Sai SA, Sujatha B, Sreedevi E. 

Evaluation of three medicinal plants for antimicrobial activity. 
Ayu. 2012 Jul; 33(3):423.

7.	 Bordoloi, Manobjyoti, Bordoloi PK, Dutta PP, Singh V, Nath S, 
Narzary B, Bhuyan PD, Rao PG, and Barua IC. Studies on some 
edible herbs: Antioxidant activity, phenolic content, mineral 
content and antifungal properties. Journal of Functional Foods 
2016; 23:220-229.

8.	 Simonetti G, Brasili E, Pasqua G. Antifungal activity of phenolic 
and polyphenolic compounds from different matrices of Vitis 
vinifera L. against human pathogens. Molecules. 2020 Aug 17; 
25(16):3748.

9.	 Elkhatim KA, Elagib RA, Hassan AB. Content of phenolic 
compounds and vitamin C and antioxidant activity in wasted 
parts of Sudanese citrus fruits. Food science & nutrition 2018 
Jul; 6(5):1214-9.

10.	 Sharma IP, Kanta C, Chandra S, Goswami N. Wild Fruits 
of Uttarakhand (India): Ethnobotanical and medicinal uses. 
International Journal of Complementary & Alternative Medicine 
2017; (8):1-8.

11.	 Huyut Z, Beydemir F, Gülçin E. Antioxidant and Antiradical 
Properties of selected flavonoids and phenolic compounds. 
Biochemistry Research International 2017; 1-10.

12.	 de Lima Yamaguchi KK, Pereira LF, Lamarão CV, Lima ES, 
da Veiga-Junior VF. Amazon acai: chemistry and biological 
activities: a review. Food chemistry. 2015 Jul 15; 179:137-51.

13.	 Pimiä RP, Nohynek L, Meier C, Kähkönen M, Heinonen M, 
Hopia A, Oksman-Caldentey K.M. Antimicrobial properties 
of phenolic compounds from berries. J. Appl. Microbiol. 2001; 
90:494-507.

14.	  Sheoran S, Nidhi P, Kumar V, Singh G, Lal UR, Sourirajan A, 
Dev K. Altitudinal variation in gallic acid content in fruits of 
Phyllanthus emblica L. and its correlation with antioxidant and 
antimicrobial activity. Vegetos. 2019 Sep;32(3):387-96.

15.	 Saklani S, Chandra S, Badoni PP, Dogra S. Antimicrobial 
activity, nutritional profile, and phytochemical screening of wild 
edible fruit of Rubus ellipticus. Int J Med Aromat Plants 2012 
Jun; 2(2):269-74.

16.	 Melim C, Guimarães K, Martin-Quintal Z, Alves AD, de 
Oliveira Martins DT, Monache FD, Filho VC, Cruz AB, Niero R. 
Antimicrobial activity of extracts and fractions from aerial parts 
of selected plants (Garcinia achachairu, Macrosiphonia velame, 
Rubus niveus and Pilea microphylla) against some pathogenic 
microorganisms. Natural Product Communications 2013 Nov; 
8(11):1934578-1300801117.

17.	 Patel AV, Rojas-Vera J, Dacke CG. Therapeutic constituents and 
actions of Rubus species. Current medicinal chemistry 2004 Jun 
1; 11(11):1501-12.

18.	 Raudonė L, Liaudanskas M, Vilkickytė G, Kviklys D, Žvikas 
V, Viškelis J, Viškelis P. Phenolic profiles, antioxidant activity 
and phenotypic characterization of Lonicera caerulea L. berries, 
cultivated in Lithuania. Antioxidants 2021 Jan 15; 10(1):115.

19.	 Ainsworth EA, Gillespie KM. Estimation of total phenolic 
content and other oxidation substrates in plant tissues using 
Folin–Ciocalteu reagent. Nature protocols 2007 Apr; 2(4):875-7.

20.	 Chang CC, Yang MH, Wen HM, Chern JC. Estimation of total 
flavonoid content in propolis by two complementary colorimetric 
methods. Journal of food and drug analysis 2002 Jul 1; 10(3).

21.	  Chaman S, Sharma G, Reshi AK. Study of antimicrobial 



Himalayan Wild Berries and their Antimicrobial Actvity

IJPQA, Volume 14 Issue 2, April - June 2023 Page 315

properties of Catharanthus roseus by agar well diffusion method. 
International Research Journal of Pharmaceutical and Applied 
Sciences 2013 Oct 31; 3(5):65-8.

22.	 CLSI document M07-A9; Reference Method for Broth Dilution 
antibacterial Susceptibility Testing of Bacterial. CLSI: Wayne, 
PA, USA, 2012.

23.	  Malbaša RV, Lončar ES, Kolarov LA. TLC analysis of some 
phenolic compounds in Kombucha beverage. Acta periodica 
technologica 2004; (35):199-205.

24.	 Candori SQ, Foglio MA, Rosa PTV, Meireles MAA. Obtaining 
β-caryophyllene from Cordia verbenacea de Candolle by super 
critical fluid extraction. J. Supercrit. Fluids 2008; 46:27-32

25.	 Khan, W. Antioxidant Potential, Phytochemicals Composition, 
and Metal Contents of Datura alba. BioMed Research 
International 2019, Article ID: 2403718. 

26.	 Butreddy A, Sarabu S, Almutairi M, Ajjarapu S, Kolimi P, Bandari 
S, Repka MA. Hot-melt extruded hydroxypropyl methylcellulose 
acetate succinate based amorphous solid dispersions: Impact 
of polymeric combinations on supersaturation kinetics and 
dissolution performance. International Journal of Pharmaceutics. 
2022 Mar 5;615:121471.

27.	 Bertleff-Zieschang, N. et al. (2017) Biofunctional Metal-Phenolic 
Films from Dietary Flavonoids. Chemical Communications, 53, 
1068-1071. 


