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Abstract
Vinblastine is an anti-microtubule drug used to treat certain kinds of cancer and Anbuta is a homeopathic
medicine which are indicated on those diseases where the immune system is depressed. Aim of current
study is assessment of mentioned medicines on breast cancerous cell line. The ZR75-1 cell line were
treated with the different concentration of drugs and incubated for different times. The results
demonstrate the highest toxicity of drugs at 1 mg/ml concentration for Anbuta and 100 µg/ml for
Vinblastine after 72hrs incubation time. The results of current study was demonstrated the anti-cancer
and protective activity of Anbuta as a potent homeopathic drug, against breast cancer.
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1. Introduction
Cells become cancerous when they lose their ability to check division [1]. However this disease
could treated with different strategies such as chemotherapy. It also could protect along with
different natural ayrovedic products.
Breast cancer is commonly originated from the inner lining of milk ducts and lobules which
are supplying milk [2]. Breast cancer accounts for 22.9% of all cancers in women, worldwide
[3]
. The survival rate for the disease is depending on the cancer type, stage, treatment, and
geographical location of the patient [4].
Vinblastine is an anti-microtubule drug used to treat certain kinds of cancer including breast
cancer [3]. At different concentrations Vinblastine suppresses microtubule dynamics and
reduces microtubule polymer mass [4]. Recent findings indicate that Vinblastine produce
microtubule fragments by stimulating microtubule minus-end detachment from their
organizing centers [5].
Macrophages are capable of recognizing any infectious agents that have penetrated the body,
and they start exchanging the information with other cells of the immune system, making the
immune system fight against infections in the body [5, 3]. Anbuta immune-modulators are the
highly diluted and dynamised homeopathic medicament. Anbuta releases natural elements
which enter the defense system, giving better control over the disease. This drug is a
combination of widely used homeopathic dilutions, which feature in the German and U.S.
pharmacopoeia.
Material and Methods
The study has done in Department of agriculture, University of Pune, Pune, India; within July
2013 to November 2014.
Anbuta (Natel Neutratec (India) Pvt. Ltd) was used as a test compound and different
concentrations wereserially prepared (1– 0.001 mg/ml). Vinblastine (Himedia, (India) Pvt.
Ltd) was used as positive control. It was serially diluted from 100µg/ml to 0.1 µg/ml.
The breast cancer ZR75-1 cell line was obtained from National Center for Cell Sciences
[NCCS, Pune]. These cells were grown and maintained in PMRI-1640 media with 10% heat
inactivated fetal Bovine serum, at 37°C and 5% CO2.Cells were passage weekly by 0.05%
trypsin solution and daily observed under an inverted microscope to check for any
contamination. Equal of cell suspensions were mixed with 0.4% Trypan blue in PBS, and the
unstained viable cells were determined.
The cell viability assay was further studied using MTT assay, in 2 x 106 densities per ml in the
96 well tissue culture plates, using formazan. The cells were treated with 20 µl MTT solution
(5mg/ml in PBS) per well and incubated for 2-4 hours in CO2 incubator. After incubation, 60
µl/well of DMSO was added and incubated in dark place at room temperature for 10 minutes.
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Absorbance was taken at 550 nm using multiwell plate reader.
The cell viability was measured using the following formula:

Each value in the table is represented as mean ± SD (n = 6).
Table 4: Nitrite levels of the cells treated with different drugs with
different incubation times.

Absorbance of treated cells – Absorbance of blank
% Cell Viability = ---------------------------------------------------Absorbance of Control – Absorbance of blank

Nitrite concentration
(µM)
24hrs 48hrs 72hrs
100
53.7±2.5 59.5±4.6 67.9±3.4
10
42.3±3.1 50.1±3.9 59.5±2.8
Vinblastin
1
32.7±1.7 37.6±1.3 47.8±1.9
0.1
21.3±0.4 26.2±0.8 33.8±1.7
Each value in the table is represented as mean ± SD (n = 6).

To study the toxicity of drugs against cancerous cells the cells
were incubated in CO2 incubator (5% CO2). After 24 hours,
the cells were treated with different concentrations (1 - 0.001
mg/ml) of Anbuta and vinblastine (100 - 0.1 µg/ml). Then the
plates were incubated in CO2 incubator for 24 hours, 48 hours
and 72 hours. Following the incubation time the cells were
centrifuged (800 x 5 min) and 100µl supernatant was
harvested for nitric oxide detection. The reactive nitrite,
present in the supernatant of treated cells (2 x 106 cells/ml),
was measured [7], based on the Griess reaction. Briefly, 100µl
of supernatant was incubated with an equal volume of Gries
reagent for 10 minute. The absorbance at 550 nm was then
measured in a micro titre plate reader.
Results
As shown in Table 1, both the concentration of drugs and
incubation time induced the viability of cancerous cells.
Various concentration of Vinblastine did not affect the
viability of ZR-75-1 Cells after 48 hours. Hence, it was a
difference in percentage of viability for the cells which were
treated with Anbutain the same incubation time. In the cells
treated with Anbuta, the highest viability was observed at
0.001 mg/ml concentration of the drug. Various concentration
of Vinblastine also affected the viability of ZR-75-1 Cells after
incubation for 72 hours. The highest viability of the cells in
Vinblastine was observed at 0.1µg/ml concentration after 72
hours incubation.
Table 1: The effect of Anbuta on viability of the cells at different
incubation times.
Cell Viability (℅)
24hrs 48hrs 72hrs
1
30.7±3.2 24.1±1.3 10.9±0.6
0.1
41.1±4.6 36.2±1.9 25.7±1.2
Anbuta
0.01
66.5±2.8 41.2±1.5 37.4±1.8
0.001
71.8±6.9 56.5±2.7 45.9±2.4
Each value in the table is represented as mean ± SD (n = 6).
Drug Concentration of Drug (mg/ml)

Table 2: The effect of Vinblastin on viability of the cells at different
incubation times.
Cell Viability (℅)
Concentration of Drug
(µg/ml)
24hrs
48hrs
72hrs
100
31.35±1.4 20.68±0.6 11.01±0.4
10
50.97±3.8 39.84±1.3 26.43±0.9
Vinoblastin
1
62.15±4.6 50.85±3.2 41.62±2.9
0.1
80.94±5.3 74.63±4.8 53.27±1.7
Each value in the table is represented as mean ± SD (n = 6).
Drug

Table 3: Nitrite levels of the cells treated with different drugs with
different incubation times.
Drug

Concentration of Drug
(mg/ml)

ANBUTA

1
0.1
0.01
0.001

Nitrite concentration
(µM)
24hrs 48hrs 72hrs
59.3±2.6 67.4±4.8 73.1±5.2
44.8±1.7 48.5±3.5 52.4±4.1
32.1±1.2 37.7±2.1 43.1±2.7
29.6±0.9 33.8±2.6 39.5±3.9

Drug

Concentration of Drug
(µg/ml)

For ZR-75-1 cells which were treated with Vinblastin and
Anbuta, Also the increase in the nitrite production was seen
with the increase in concentration of drugs. Increasing the
concentration of nitrite was along with increasing the period of
incubation time for both of the drugs, respectively.The Nitrite
level of the cells which were treated with Anbuta, incubating
for 72 hourswas the highest; and also the Nitrite level of the
cells which were treated with Vinblastin and incubated for 24
hours the Nitrite level was the lowest.In this concentration
Nitrite production was higher at 72hrs incubation time and
lower was observed at 24hrs incubation time as per the cell
which were treated with both of the drugs.
Discussion
Plant has been the constant source for the herbal treatment
from centuries. Drug discovery from herbal plant to cure the
cancer is a breakthrough to cut the side effects involves with
the chemical. From last half century many plant secondary
metabolites and their derivative have been applied to
manipulate the cancer [5-6].
Herbal extracts are considered a rich source of alkaloids and
flavonoids [7]. They have the capability to generate ROS. An
excessive accumulation of ROS beyond toleration limit
generally pushes the cancer cells toward apoptotic cascade [8].
Since Conium is a rich source of alkaloids [10, 11] which have
been reported to have anti-cancer properties, we became
interested to examine if it has any such anti-cancer effects
against HeLa cells and can produce ROS and cause
mitochondrial membrane de-polarization.
Ferula asafetida, Conium maculatum, is one of the anticancerous ingredients of Anbuta. Play an essential roleas an
antinociceptive, anti-inflammatory, antipyretic and anticarcinogenic agent [3-4].
In this study we are introducing some graphical proof to
represent that Anbuta, an Ayrovedic drug could be an active
agent against cancer. The results indicate that Anbuta is a
potential anticancer drug. The anticancer property of Anbuta is
possibly associated with the anticancer and the cytotoxic
ingredients. The in vitro experiments indicate that Anbuta was
cytotoxic at the dose dependent manner compared to
vinoblastin which was treated at µg dosages. However,
thisaspect of the study needed more work using different types
of tumor.
Conium maculatum is an extremely poisonous flowering weed,
known as Hemlock and belongs to the family Apiaceae.
Conium contains several pyridine alkaloids like coniine, Nmethylconiine, conhydrine, pseudoconhydrine and gammaconiceine, precursors of some other hemlock alkaloids [1].
Among these, the most notable one is coniine, the properties of
which are similar to nicotine. It disrupts the functions of the
central nervous system by binding with nicotinic acetylcholine
receptors [2, 4]. As for example, Conium is the main remedy for
prostate gland and swelling of the testis. In homeopathy, it is
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used as a remedy for breast cancer and cancer of cervix uteri
[4]
, but its action has not yet been scientifically validated
except for the report that it can inflict DNA damage by
generating reactive oxygen species (ROS) [5]. In this study, we
contemplate to elucidate the probable mechanism of action of
the drug in inducing apoptosis in the cell line HeLa.
In the current study, the effect of different concentrations of
Immunomodulator Anbuta, along with Vinblastin was
determined on breast cancer cell line. The viability of the cells
was determined with MTT Assay to check the cytotoxic
effects of drugs on the cells. Although, the value of OD shows
the positive relation with the viability of the cells.
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