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ABSTRACT: Neoplasia literally means the process of "new growth," and a new growth is called a neoplasm. The term tumor was
originally applied to the swelling caused by inflammation. Neoplasms also may induce swellings, but by long precedent, the non-
euplastic usage of tumor has passed into limbo; thus, the term is now equated with neoplasm. Oncology (Greek oncos = tumor) is
the study of tumors or neoplasm's. Cancer is the common term for all malignant tumors. The present study was designed to
investigate the anti-tumor activity of ethanolic leaves extract of Epipremnum aureum Linn. and evaluated by in-vitro and in-vivo
experimental models. To achieve objectives, EEEA was subjected to phytochemical screening and tested for oral toxicity test. The
in-vitro study was carried out by means of MTT assay and Trypan blue dye exclusion assay using DAL cell lines. The in-vivo anti-
tumor activity was evaluated against DAL tumour bearing mice by liquid tumour models. Preliminary phytochemical screening was
confirmed the presence of flavonoids, glycosides, tannins, phenolic, steroids, and triterpeniods etc. EEEA showed good cytotoxic
effect on DAL cell line in MTT assay and Trypan blue dye exclusion assay. Oral administration of EEEA in tumour bearing mice
for 14 days, showed significant reduction in the percent increase in body weight, tumour volume, tumour weight, viable cell count
when compared to the untreated mice of the DAL control group. The restoration of the haematological parameters towards the
normal control was also observed. The results suggested that the EEEA exhibits significant anti-tumor activity towards both
methods. The DAL-bearing mice orally administered leaves of Epipremnum aureum Linn., at 200 and 400 mg/kg body weight
showed significant change in the average life span compared to animals of the tumor control group. The percentage increase in body
weight, tumor cell volume, and number of viable tumor cells were found to be significantly less than the tumor control animals,
indicating the anti-tumor nature of the extract.

KEYWORDS: Epipremnum aureum Linn., Daltons ascites lymphoma, Liquid tumour model, MTT cytotoxicity assay, Trypan blue
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INTRODUCTION

Cancer is a class of diseases characterized by out-of-control cell growth. The cancer cells invade the adjacent and distant tissues via
circulation. Cancer is a group of diseases in which the cells are aggressive (grow and divide without natural limits), invasive (invade
and destroy adjacent tissues), and/or metastatic (spread to other locations in the body).* The available anti-tumor drugs have distinct
mechanisms of action which may vary in their effects on different types of normal and cancer cells.? A single ‘cure’ for cancer has
proved elusive since there is not a single type of cancer but as many as 100 different types of cancer. In addition, there are very few
demonstrable biochemical differences between cancerous cells and normal cells. For this reason the effectiveness of many anti-
cancer drugs is limited by their toxicity to normal rapidly growing cells in the intestinal and bone marrow areas. A final problem is
that cancerous cells which are initially suppressed by a specific drug may develop a resistance to that drug. Higher plants, a source
of medicinal compounds, have been well known to play a dominant role in the health care of human beings.® More than 50% of all
modern drugs in clinical use are of natural product origin.* Many natural products have been recognized to have the ability to induce
apotosis in various tumor cells of human origin Epipremnum aureum Linn. is a species of flowering plant of Araceae, native in

1008 “Corresponding Author: Venkatesh S. Volume 04 Issue 08 August 2021
Available at: ijcsrr.org
Page N0.-1008-1021



https://doi.org/10.47191/ijcsrr/V4-i8-18
http://sjifactor.com/passport.php?id=20515
http://www.ijcsrr.org/
http://www.ijcsrr.org/
http://www.ijcsrr.org/
http://www.ijcsrr.org/

International Journal of Current Science Research and Review A

— ()
Volume 04 Issue 08 August 2021 ‘ mdogyr

DOI: 10.47191/ijcsrr/V4-i8-18, Impact Factor: 5.825
1IJCSRR @ 2021 WWW.ijcsrr.org

Mo’orea, French Polynesia. The species is a popular house plant in temperate, but has also become naturalised in tropical and
subtropical forests worldwide, including northern Australia, Southeast Asia, India, Pakistan, Nepal, Bangladesh, Hawaii and West
Indies, where it has caused severe ecological damage in some cases.®

Epipremnum aureum Linn. possess the Anti-inflammatory, Anti-oxidant, Analgesic, Antimicrobial, Anti-termite, Anti-fungal
activities.

MATERIALS AND METHODS

Collection of plant

Epipremnum aureum Linn. widely distributed in the western regions and India. Fresh plant was collected in the month of January
and authenticated by A. K. Pradeep, Herbarium curator, Department of Botany, University of Calicut, Thenhipalam, Kerala, India.
The specimen voucher was deposited in the Department of Botany, University of Calicut, itself. (Specimen 148207). Macrocsopical
evaluation refers to the evaluation of colour, odour, taste, shape, and fracture. It is a technique of qualitative evaluation based on the
study of morphological and sensory profile of the plant.

Extraction

The leaves were shade dried for one month and powder was prepared by using grinder (coarse powder). The powdered dried leaves
were extracted with ethanol by using soxhlet apparatus. After extraction the solvent was evaporated and concentrated extract was
obtained.’

Fig 1. Epipremnum aureum Linn. Leaves

Phytochemical identification test

The EEEA was subjected to qualitative chemical tests for the detection of various plant constituents like carbohydrates, glycosides,
proteins and amino acids, fixed oils and fats, gums and mucilage, alkaloids, phytosterols, flavonoids, tannins and phenolic
compounds, saponins, triterpeniods, etc.”

PHARMACOLOGICAL ACTIVITY

Animals

Albino mice of Swiss strains were used for the pharmacological and toxicological activity. These animals were maintained in the
animal house of Devaki Amma Memorial College of Pharmacy, Chelembra, Malappuram, Kerala, India. Female mice were selected
nulliparus and non-pregnant. Female mice weighing about 25-30 g were used for the study. Each animal at the commencement of
it’s dosing between 8-12 weeks old and thus weight variation was within+20 % of the mean weight of any previously dosed animals.
The temperature in the experimental animal room was 22°(; (+3°C ) and the relative humidity was between 50-60 %. These animals
fed with pellet diet manufactured by Amrut Laboratory, Animal Fed Company, Sangli, Maharashtra and drinking water and ad
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libitum. They were kept in 12 hours light/dark cycle and maintained for at least 5 days prior to dosing to allow for acclimatization
to the laboratory condition. The animals experimental protocol has been approved by our Institutional Animal Ethics Committee
(IAEC) vide registration no:

DAMCOP/IAEC/022.2

Acute oral toxicity study Limit test

The acute oral toxicity study was carried out on Swiss Albino mice as per the guidelines No: 425 given by the Organization for
Economic Co- operations and Development (OECD 425, 1988). A limit test at one dose level of 2000 mg/kg. body weight was
carried out with six animals (Three animals per step) were fasted overnight. Animals were observed individually after dosing at
least once during the first 30 minutes periodically during the first 24 hours, with special attention given during first 4 hours and
daily thereafter for 14 days.

In-vitro anti-tumor study

Cytotoxicity assays are widely used by the pharmaceutical industry to screen for cytotoxicity in libraries. Researchers can either
look for cytotoxic compounds, if they are interested in developing a therapeutic that targets rapidly dividing cancer cells. Assessing
cell membrane integrity is one of the most common ways to measures, cell viability and cytotoxic effects. Vital dyes, such as trypan
blue or propidium iodide are normally excluded from inside of healthy cells; however, if the cell membrane has been compromised,
intracellular components.® This assays measures the reducing potential of the cell using a colorimetric reaction. Viable cells will
reduce the MTS reagent to a coloured formazan product. The MTT assay and Trypan blue dye exclusion method were employed
for assessing the cytotoxicity of the plant Epipremnum aureum Linn.°

The colorimetric assay is based on the capacity of mitochondria succinate dehydrogenase enzymes in living cells to reduce the
yellow water soluble substrate 3-(4, 5-dimethylthiazole2-yl)-2, 5-diphenyl tetrazoliumbromide (MTT) in to an insoluble, coloured
formazan product which is measured spectrophotometrically. Since reduction of MTT can only occur innmetabolically active cells,
the level of activity is a measures of the viability of the cells.

MTT [3-(4, 5-dimethylthiazole-2-yl)-2, 5-diphenyl tetrazolium bromide] is a pale yellow substrate that is cleaved by living cells to
yield a dark blue formazan product. This process requires active mitochondria, and even freshly dead cells do not cleave significant
amount of MTT. Thus the amount of MTT cleaved is directly propotional to the number of viable cells present, which is qualified
by colorimetric methods. Briefly, the compounds were dissolved in DMSO and serially diluted with complete medium to get the
concentration a range of test concentration. DMSO concentration was kept <0.1% in all the samples. Cell line maintained in
appropriate conditions were seeded in 96 well plates and treated with different concentration of the test samples, and incubated at
377, 5% COfor 96 hours. MTT reagent was added to the wells and incubated four 4 hours; the dark blue formazan product formed
by the cells was dissolved in DMSO under a safety cabinet and read at 550 nm. Percentage inhibition were calculated and plotted
with the concentrations and Graph (4.42 version) software used to calculate the 1Csp values.™

Dye exclusion methods are traditionally used to assess cell viability, with trypan blue being one of the most common. Trypan blue
is a vital stain leaves non- viable cells with a distinctive blue colour when observed under microscope, while viable cells have intact
cell membrane and hence do not take in dye from the surrounding medium. On the other hand, non-viable cells do not have an intact
and functional membrane and hence do take up dye from their surroundings. This results in the ability to easily distinguish between
viable and non-viable cells, since the former are unstained, small, and round, while the latter are stained and swollen.*?

Cell suspensions were prepared by incubating for 24 hours in 50% CO2 300 pl of extract were added. After incubating for 48 hours,
100 pl of cell suspension and 100 pl of 0.4% Trypan blue solution were taken in an ependorf tube, mixed thoroughly and allowed
to stand for 15 min. Cover slip was placed and Pasteur pipette was used to transfer a small amount of Trypan blue- cell suspension
Mixture to both chambers of a hemocytometer. The edge of the cover slip was carefully touched with the pipette tip and allowed
each chamber to fill by capillary action. Starting with a chamber of the hemocytometer all the cells in the 1mm center square and
four Imm corner squares were counted and percentage inhibition was calculated and plotted with concentrations and Graph (5.0
version) software to calculate 1Csq values.
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In-vivo Anti-tumor activity
Dalton’s Ascites Lymphoma cells induced anti-tumor study

Group | Normal control (Oral dose of 10 ml/kg) Sodium CMC suspension (0.5%)
Group Il DAL control (Oral dose of 10 ml/kg) Sodium CMC suspension (0.5%)
Group I DAL induced +5-FU (Oral dose of 20 mg/kg)

Group IV DAL induced + Ethanolic extract (200 mg/kg) treated mice

Group V DAL induced + Ethanolic extract (400mg/kg) treated mice

Fig 2. Tumour bearing mice

Thirty mice were divided into 5 groups, Each group containing 6 animals, Respectively, all the treatments are given orally at 24
hours after tumour inoculation and continued once daily for 14 days. On the 15" day, half of the animals from each group are
anesthetized and blood is collected by retro-orbital puncture for the evaluation of haematological parameters, which include
Haemoglobin (Hb) content, Red Blood cell count (RBC) and White Blood Cell count (WBC). The remaining animals in each of the
groups are kept to check the Mean Survival

Time (MST) and percent increase in life span of the tumour bearing hosts.*3

Tumor growth response

Anti-tumor effect of the extract will be assessed by observation of change with respect of body weight, ascetic tumour volume and
viable tumour cell count, Mean Survival Time ( MST) and percentage increase in life span (%ILS).

Tumor cell volume

The mice will be dissected for collecting ascetic fluid from peritoneal cavity. The transplantable murine tumor will be carefully
collected and measure the fluid volume.

Viable and non-viable cell count
Viable and non-viable cell counting of ascitic cells will be performed by dye exclusion test using Trypan blue stain (0.4% in normal
saline). The cell counts will be determined in a Neubauer counting chamber.

Mean Survival Time (MST) and percent increase in life span
The effect of extract on tumor growth will be observed by MST and %ILS. MST of each group containing 6 mice will be monitored
by recording the mortality daily for 6 weeks and %ILS was calculated by by using following equation.

Death MST = Day of first death + Day of last death
2
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In-vitro Anti-oxidant study

Anti-oxidant are the substances which inhibit oxidation, which have the ability to remove the potentially damaging oxidizing agents
in a living organism. Free radicals are highly reactive compounds, they are chemical species associated with an odd or unpaired
electron and can be formed when oxygen interacts with certain molecules. They are neutral, short lived, unstable and highly reactive
to pair with the odd electron and finally achieve stable configuration. There are many possibilities and understandings have recently
leaded to a great increase in interest in natural antioxidant of plant origin.

Nitric Oxide Free Radical Scavenging Activity
2 ml of 10 Mm Sodium nitropruside in 0.5 ml phosphate buffer saline (pH 7.4) was mixed with 0.5 ml of extract at various
concentrations and the mixture incubated at 257, for150 min. From the incubated mixture 0.5 ml was taken out and added into 1.0
ml sulphanilic acid reagent (33% in 20% glacial acetic acid) and incubated at room temperature for 5 min. Finally, 1.0 ml naphthyl
ethylenediamine dihydrochloride, (0.1% w/v) was mixed and incubated at room temperature for 30 min before measuring the
absorbance at 540 nm was measured with a spectrophotometer. The nitric oxide radical scavenging activity was calculated.*

S% = [ (A control - A sample) / A control ] x 100
Where A control = absorbance of the blank control (containing all reagents except the extract solution) and A sample= absorbance of test
sample.

DPPH Assay

Step 1 ( Preparation of stock solution )

Prepare 0.05 Mm solution of DPPH by mixing 9.8 mg of DPPH in 50 ml ethanol and incubate it at normal room temperature for 2-
3 hours.

Step 2 ( Preparation of Drug dilution )

Stock solution of 1 mg/ml of the plant extract is prepared in distilled water and diluted to get various concentration.

Step 3 (Reaction mixture and analysis)

a) Working solution: Take out 10 ml of stock solution and dissolve it in 40 ml of ethanol.

This makes the working solution.

b) Reaction mixture: Mix 1 ml of working solution with 1ml various extract concentration (100-1000 ug/ml ).

Prepare in final volume of 1ml incubate the mixture for 30 min at room temperature. After 20 min absorbance, reaction mixture was
recorded at 517 nm. Reference compound used here was Ascorbic acid. All the tests were performed in triplicate in order to get the
mean values. The percentage inhibition was calculated by comparing the absorbance values of the control and test samples. Anti-
oxidant activity was expressed as percentage inhibition (I %) and calculated using the following equation.*> 16

Percentage inhibition (I %6) = (AbScontroi- ADSsample/ ADScontrol)

Statistical analysis

The experimental results will be expressed as mean+ SEM. Data is assessed by ANOVA followed by the Tukey tests. Value of p<Z
0.05 was considered as statistically significant. The 1Cso concentration were calculated using Graph software (5.0).The statistical
analysis will be performed using Instat (7.0).

RESULTS AND DISCUSSION
Acute oral toxicity study
*  No mortality at a dose of 2000 mg/kg
*  All the animals were found to be normal
*  No behavioural changes were found on animal till the end of testing.
* No observable differences in body weight till the end of testing the extract was found to safe up to 2000 mg/kg.
*  From the study 1/5th and 1/10th of 2000 mg/kg of ethanol extract were selected for further pharmacological screening. As
shown in Fig:3

1012 “Corresponding Author: Venkatesh S. Volume 04 Issue 08 August 2021
Available at: ijcsrr.org
Page N0.-1008-1021


https://doi.org/10.47191/ijcsrr/V4-i8-18
http://sjifactor.com/passport.php?id=20515
http://www.ijcsrr.org/
http://www.ijcsrr.org/
http://www.ijcsrr.org/
http://www.ijcsrr.org/

International Journal of Current Science Research and Review

ISSN: 2581-8341 / |L!'Al }
Volume 04 Issue 08 August 2021 T,

DOI: 10.47191/ijcsrr/V4-i8-18, Impact Factor: 5.825

1IJCSRR @ 2021 WWW.ijcsrr.org
35
30 —i—control
ICT] 25 i .
= —&— Animall
]
g 20 de— Animal2
& 15 Animal 3
o 10
e . —%— Animal 4
o —@— Animal 5

1 2 3 4 5 6 7 8 9 10 11 12 13 14 15

Fig 3. Body weight changes of EEEA in Acute oral toxicity study

In-vitro anti-tumor activity
The in-vitro anti-tumor activity against DAL cell lines were carried out for EEEA at different concentrations to determine the 1Cso

(50% growth inhibition) by MTT assay and Trypan blue dye exclusion assay.

MTT assay
As per the MTT assay in DAL cell line, the percentage inhibition increased in a dose dependent manner. 5-FU inhibits the process

(50%) at a concentration of 55.60 pg/ml. At the same extend the EEEA inhibit the process at 140.95 pg/ml (Table 1). It indicates
that the EEEA possess better cytotoxic effect ( Fig 4).

Table 1. Percentage inhibition of EEEA
Samples  |% inhibition I1C50 (pg/ml)

Cell line Concentration ( pg/ml )

10 20 50 100 200
DAL  |5-FU 22.0740.021 |30.76+0.042 |56.01+0.012 [81.39+0562 | 86.99+0.11 | 55.60
cell line EEEA | 9.87+0287 [15.2540352 | 22.89+034 [40.01+0.328 |58.24+0329 |140.95
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Fig 4. Concentration Vs % inhibition graph showing effect on DAL cell line
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Trypan blue dye exclusion assay

As per the Trypan blue dye exclusion assay. In DAL cell line, at a concentration of 55.72 pg/ml 5-FU inhibit the process. At the
same time EEEA inhibit at a concentration of 158.89ug/ml (Table 2). So the both in-vitro study indicate that EEEA possess cytotoxic
effect and EEEA may contain potential compounds or active principles which render the plants with anticancer proliferative
activities (Fig 5).1"

Table 2. Percentage inhibition of EEEA

Cell line Samples |% inhibition 1C50 (pg/ml)
Concentration (ug/ml)
10 20 50 100 200
DAL cell |5-FU 22.07+0.021 |30.76+0.042 |56.01+0.012 |81.39+0.562 |86.99+0.011 |55.72
line EEEA 10.1+0.021 [15.06+0.034 [23.03+0.018 | 40+0.037 58+0.001  |158.89
100
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Fig 5. Concentration Vs % inhibition graph showing effect on DAL cell line

In-vivo Anti-tumor activity

DAL Tumor model

The in-vivo anti-tumor activity against DAL cell lines was carried out for EEEA. Various haematological and other parameters were
determined through this study.

The body weight of the animals indicated the health status during the period of study. The normal control possess no significant
variations during the period of studies (Table 3). There is a significant increase in the body weight in the DAL tumor bearing mice
due to the rapid increase in ascetic tumor volume (Fig 6). The EEEA treated tumour bearing significantly prevented the increase in
body weight that was observed in DAL control mice.

Table 3.Effect of body weight

Parameter Normal DAL 5-FU EEEA EEEA
Control Control 20 mg/kg 200 mg/kg 400 mg/kg
Body
weight(q) 27.96+0.391 |40.53+0.836*** 32.70+0.827*** 37.52+1.208ns | 35.46+0.67***

Values are mean SEM; (n=6); *** p<0.001- normal compared with EAC control, **p<0.01, *p<0.05 other groups compared with

EAC control.
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Effect of haematological parameters in DAL induced in-vivo anti-tumor activity
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Fig 6. Effect of body weight

On 15" day half of the animals were subjected to the analysis of the haematological parameters. Animals were anaesthetized and
blood was collected by using Neubauer counting chamber. Haemometer used for measuring the Hb level in mice.

Normal control group showed a normal range of WBC, RBC and Hb levels, (Table 4). While DAL tumour bearing mice showed a
significant decrease in RBC (Fig 7), Hb (Fig 9) and significant increase in WBC levels (Fig 8). Treatment with EEEA significantly
reversed DAL induced tumor, changes in haematological profiles.
Treatment with EEEA restored the haematological profile as compared to DAL mice. This indicates EEEA possess protective action
on the haemopoietic system.

Table 4. Effect of haematological parametrs

Parameter | Normal control |DAL control 5-FU 20 mg/kg EEEA 200 mg/kg EEEA 400 mg/kg
WBC 8743.5+14.841*** |25779.83+8.336*** | 1178.5+1.566*** |20352.6+19.768*** 13115+59.32***
RBC 8.85+0.062 3.583+0.038*** 8.035+0.07201***  16.59+0.1539*** 6.5933+0.1257***
Hb 14.68+0.081 6.101+0.030*** 15.23+0.0410***  |12.77+0.096*** 8.745+0.0534***
Values are mean +SEM (n=6); ***p<0.001 normal compared with DAL control
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Fig 7. Effect of RBC count
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Fig 9. Effect of Hb Level Effect of tumor weight and tumor volume in in-vivo anti-cancer study

After analyzing the haematological parameters, the mice were weighed and sacrificed. The mice will be dissected for collecting
ascetic fluid from peritoneal cavity. The transplantable murine tumour will be carefully collected and measured the volume called
tumour volume. After that again weighed the dead animal and subtracted from the previous weight, resulted the tumor weight of the
animals. There is a significant increase in the tumor weight and tumor volume in the DAL tumor bearing mice indicates that rapid
increase in the ascetic tumor volume (Table 5). The EEEA showed a significant decrease in tumor weight ( Fig 10) as well as
tumour volume (Fig 11). This will indicate that the samples which having a preventive effect in the proliferation of ascetic tumor
growth.

Table 5. Effect of tumor weight and tumor volume

Parameter DAL control 5-FU 20 mg/kg |EEEA 200 mg/kg EEEA400 mg/kg
Tumour
weight (9) 23.08+0.582 8.8+0.435%** 18.33+0.1940*** 15.28+0.1069***
Tumour
volume (ml) 19.80+0.341 7.89+0.035***  115.2233+0.0554*** 15.7466+0.2041%**
Values are mean £SEM (n=6); ***p<0.001-Normal compared with DAL control
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Fig 10 & 11 Effect of Tumor weight and Tumor volume

Effect of viable cell count and non-viable cell count
Viable and non- viable cell counting of ascitic cells will be performed by dye exclusion test using Trypan blue stain (0.4% in normal
saline). The cell counts will be determined in a Neubauer counting chamber (Table 6).The DAL tumor bearing mice possess
significant increase in the viable cell( Fig 12 ) count and significant decrease in the non- viable cell count( Fig 13 ). This will indicate
the proliferation of tumor cells in the mice but the EEEA treated group mice possess significant decrease in the viable cell count

and increase in the non- viable cell count. These results indicated that the EEEA possess good cytotoxic effect as well as the
anticancer nature against DAL cell line.

Table 6. Effect of viable cell count and non-viable cell count

Parameter DAL control 5-FU EEEA EEEA
20 mg/kg 200 mg/kg 400 mg/kg
Viable cells
(x107cells ml-1) 9.71+0.0175 8.81+0.059*** 4.4683+0.09453*** 4.045+0.04603***
Non-Viable Cells
(x107cells ml-1) 0.815+0.007 5.61+0.0493*** 4.435+£0.06015*** 3.4033+0.01313***
Values are mean +SEM (n=6); ***p<0.001 normal compared with DAL control.
Viable cell caumt Non-viable cell count
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Fig 12 &13. Effect of viable cell and Non-viable cell count
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Effect of mean survival time and percentage increasing life span

In DAL tumor control group, the survival time of animals was found to be 21 days. The reliable criteria for judging the potency of
an anti-tumor drug is the prolongation of the life span of tumor bearing animals. The mice bearing DAL tumor when orally
administered with EEEA showed a significant increase in the life span and also a significantly prevented the increase in body weight
that was observing in the DAL control mice (Table 7). It will indicate the anti-tumor nature of EEEA.

Table 7. Effect of survival time of tumor bearing mice

Parameter DAL control 5-FU 20 mg/kg EEEA 200 mg/kg |EEEA 400 mg/kg
Mean survival
time 21 days 28 days 22 days 24 days
Percentage life
Span - 33.33% 8.62% 18.64 %

In-vitro Anti-oxidant study

Nitric Oxide Free Radical Scavenging Activity

EEEA significantly inhibited nitric oxide in a dose dependent manner. The results indicated that the extract might contain compounds
able to inhibit to nitric oxide (Fig 14). The 1Csq values for EEEA and Ascorbic acid were found to be 48.65 pg/ml and 69.17 pg/ml
respectively (Table 8).

Table 8. Percentage inhibition and 1Cs values

Concentration Absorbance
SINo. | (ug/mi) 1 ) 3 %inhibition | 1C50  (
(meanzSD) pg/ml)
1 Control blank 1.4102
Standa rd Ascorbi c acid
1 125 1.0925 1.0971 1.1190 21.85+0.1452
2 25 0.8730 0.7989 0.7996 41.57+0.317
48.65
3 50 0.6193 0.6174 0.6084 69.47+0.088
4 100 0.3298 0.3421 0.3347 86.94+0.043
EEEA
1 50 0.6821 0.7215 0.7216 45.81+0.021
2 100 0.5241 0.5427 0.5241 58.02+0.032
69.17
3 150 0.3987 0.4521 0.4421 69.47+0.0888
4 200 0.1682 0.1621 0.1565 86.93+0.020
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Fig 14. Nitric Oxide Free Radical Scavenging Activity

DPPH Assay

EEEA significantly inhibited DPPH in a dose dependent manner. The results indicated that the extract might contain compounds
able to inhibit to DPPH (Fig 15). The ICso values for EEEA and Ascorbic acid were found to be54.03ug/ml and 113.98 pg/mi

respectively (Table

9).
Table 9. Percentage inhibition and 1Cs values
Concentration Absorbance
SINo. [ (ng/mi) %inhibition | 1C50  (
1 2 3 (meanzSD) pg/ml)
1 Control blank 1.3042
Stand ard ascorbi ¢ acid
1 125 1.0772 1.0743 1.0724 18.23+£0.483
2 25 0.8238 0.8146 0.8341 36.99+0.745
54.03
3 50 0.6150 0.6278 0.6241 52.48+0.485
4 100 0.3314 0.3302 0.3189 75.01+0.530
EEEA
1 50 0.6821 0.7215 0.7216
2 100 0.5241 0.5427 0.5241
113.98
3 150 0.3987 0.4521 0.4421
4 200 0.1682 0.1621 0.1565
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SUMMARY AND CONCLUSION

The present study evaluated anti-tumor activity of Epipremnum aureum Linn. Leaves. The preliminary phytochemical screening of
EEEA was performed and revealed the presence of flavanoids, glycosides, saponins, tannins, steroids, triterpeniods and
carbohydrates. The acute toxicity study of ethanol extract was carried out as per OECD guidelines 425. The results showed that
there was no significant behavioural as well as weight changes in the animals. It can be concluded that the extract was safe up to a
2000 mg/kg. EEEA was performed the invitro anti-oxidant studied by Nitric Oxide Scavenging Assay and DPPH assay. The results
showed a significant anti-oxidant activity. EEEA was subjected in-vitro anti-tumor activity against DAL cell line by MTT assay
and Trypan blue dye exclusion assay. The results suggested that EEEA showed moderate activity against cell line. EEEA showed
good cytotoxic effect on DAL cell line in MTT assay and Trypan blue dye exclusion assay. EEEA showed significant reduction in
the percent increase in body weight, tumour volume, tumour weight, viable cell count and increased non-viable cell count. These
results suggested that Epipremnum aureum Linn. exhibit significant anti-tumor activity towards DAL cell line.

Further study is needed to isolate the active component responsible for its activity.
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