
Malaysian Journal of Microbiology, Vol 11(2) Special Issue 2015, pp. 207-214   

Malaysian Journal of Microbiology 

Published by Malaysian Society of Microbiology 
(In since 2011) 

 

207                      ISSN (print): 1823-8262, ISSN (online): 2231-7538 
 

 
Cytotoxic effect of proteinaceous postbiotic metabolites produced by Lactobacillus 
plantarum I-UL4 cultivated in different media composition on MCF-7 breast cancer 

cell 
 

Huey Kheng Tan
1
, Hooi Ling Foo

1,2
*, Teck Chwen Loh

3,4
, Noorjahan Banu Mohamed Alitheen

2,5
  and Raha Abdul 

Rahim
2,5

 
 

1
Department of Bioprocess Technology, Faculty of Biotechnology and Biomolecular Sciences, Universiti Putra Malaysia, 

43400 UPM Serdang, Selangor, Malaysia. 
2
Institute of Bioscience, Universiti Putra Malaysia, 43400 UPM Serdang, Selangor, Malaysia. 

3
Department of Animal Science, Faculty of Agriculture, Universiti Putra Malaysia, 43400 UPM Serdang, Selangor, 

Malaysia. 
4
Institute of Tropical Agriculture, Universiti Putra Malaysia, 43400 UPM Serdang, Selangor, Malaysia. 

5
Department of Cell and Molecular Biology, Faculty of Biotechnology and Biomolecular Sciences, Universiti Putra 

Malaysia, 43400 UPM Serdang, Selangor, Malaysia. 
Email: hlfoo@upm.edu.my 

 

 
ABSTRACT 
 
Aims: Lactobacillus sp. has capability of producing an array of bioactive metabolites that exhibit probiotic effects. 

Therefore, the objective of this study was to determine the cytotoxicity effect of proteinaceous postbiotic metabolites 
(PPM) produced by Lactobacillus plantarum I-UL4 cultivated in different media composition on MCF-7 breast cancer cell. 
Methodology and results: L. plantarum I-UL4 was cultivated in yeast extract and modified de Man, Rogosa and 

Sharpe broth containing Tween 80 (CRMRS+T80) or without Tween-80 (CRMRS-T80). Human breast adenocarcinoma 
cell (MCF-7) was employed as cancer cell in this study. Cytotoxicity and antiproliferative effects of PPM were determined 
using 3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyl Tetrazolium Bromide assay and Trypan Blue Dye Exclusion assay, 
whereas Acridine Orange/Propidium Iodide staining was employed to determine the cytotoxicity mechanism. PPM 
produced in CRMRS+T80 exerted cytotoxicity in a time and dose dependent manner that was selective towards MCF-7 
cancer cell. Profound cytotoxicity with the lowest IC50 concentration of 10.83 µg was detected at 72 h of incubation, 
whereas the most potent antiproliferative effect revealed by the lowest viable cell population was observed at 24 h of 
incubation. PPM cultivated in CRMRS+T80 induced 80.87% of apoptotic MCF-7 cells at 48 h of incubation. 
Conclusion, significance and impact of study: PPM of L. plantarum I-UL4 cultivated in different media composition 

induced different levels of MCF-7 cancer cell death. The percentage of apoptotic MCF-7 cells treated with PPM 
cultivated in CRMRS+T80 increased significantly (p < 0.05) from 24 to 48 h of incubation. The results obtained in this 
study have revealed the potential of PPM produced by L. plantarum I-UL4 as human health supplement and as 
anticancer preventive agent. 
 
Keywords: Lactobacillus plantarum I-UL4, cytotoxic effect, proteinaceous postbiotic metabolites, media composition, 
breast cancer  
 

INTRODUCTION 
 

Lactobacillus plantarum I-UL4 is one of the Lactic acid 
bacteria (LAB) species isolated from Malaysian fermented 
food, Tapai Ubi (Moghadam et al., 2010) that is capable of 
producing bioactive metabolic products so called 
postbiotics. The postbiotics of LAB have been 
demonstrated to possess vast potential as food 
supplement for healthier intestinal homeostasis and as 
therapeutic aids in inflammatory bowel disease (IBD) (Silk 
et al., 2009). Tsilingiri et al. (2012) reported that 
postbiotics can be a safe alternative for treating patients 
with IBD in the acute inflammatory phase as it can protect 

healthy epithelium from highly infectious-agents such as 
Salmonella and down-regulate pro-inflammatory pathways 

in IBD tissue. LAB have been reported to have other 
beneficial properties, such as anti-allergic (Bae et al., 
2009; Fujii et al., 2014), anti-inflammatory (Bowe et al., 
2011), hypocholesterolemic (Jeun et al., 2010; Wang et 
al., 2014), anti-gastric, anti-viral (Sharma et al., 2012) and 
anti-cancer activities (Nandhini et al., 2013; Zhong et al., 
2014).  

Lactobacilli are among the most popular LAB 

employed for the production of fermented dairy products 
and have gained special attention as an important 
probiotic species (Tiwari et al., 2012). This was further 
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described by Li et al. (2012) that Lactobacillus rhamnosus 
has the strongest effect in decreasing prevalence, severity 
and the duration of diarrhoea. Several researches 
reported that when L. gasseri was used together with 
immunoglobulin (Sakai et al., 2014) would improve host 
defence against mucosally transmitted pathogens and 
maintain the homeostasis of mucosal surface (Fagarasan, 
2008). Most of the Lactobacillus species including L. 
rhamnosus CNCM I-3690 (Grompone et al., 2012) and L. 
plantarum MYL26 (Chui et al., 2013) are prominent for 
their anti-inflammatory effect, while L. plantarum CNRZ 

1997 is the most pro-inflammatory strain against Influenza 
A virus infection (Kechaou et al., 2013). Vissers et al. 
(2010) reported that Lactobacillus strains have the 
competency to control the production of interleukin (IL)-Iβ, 
IL-10, interferon-γ and tumour necrosis factor-α that 
suppressed the inflammation found in mouse colitis model 
(Chen et al., 2012). Furthermore, Elmer (2001) reported 
that daily consumption of yogurt that contains several 
Lactobacillus species would reduce the severity of women 
affected by vaginal candidiasis. In addition, LAB have also 
been reported to possess antiviral effect (Ibrahem, 2013; 
Lakshimi, 2013). 

LAB have anti-cancer properties in colon cancer by 
activating anticancer immune response and interfering the 
metabolic activity of cancer cells (Liong, 2008). The 
preventive effect of probiotics on intestinal carcinogenesis 
may be associated with the changes in the intestinal 
microbiota which in turn suppresses the growth of bacteria 
that promote the growth of cancer cells and resulted in the 
reduction of carcinogens in the intestine (Kumar et al., 

2010). Breast cancer is the most commonly diagnosed 
cancer in women (American Cancer Society, 2013). 
Interestingly, several LAB such as B. infantis, B. bifidum, 
B. animalis, L. acidophilus, L. paracasei and L. helveticus 
R389 have been shown to have growth inhibitory effect on 
MCF-7 breast cancer cell line (Biffi et al., 1997; de Moreno 
and Perdigon, 2010). 

Several L. plantarum strains that isolated from 
Malaysian foods have been demonstrated to play an 
important role in maintaining the overall health of rats and 
livestock (Loh et al., 2008, 2009 and 2010; Thanh et al., 
2009; Choe et al., 2012; Thu et al., 2011a). They were 
able to enhance overall growth performance, gut health, 
preventing or reducing the diarrhoea incidents and 
improve the general immune system. Moreover, 
accumulative studies have been conducted on rats, 
poultry, laying hens and piglets to reveal the beneficial 
effect of postbiotic produced by L. plantarum I-UL4 (Foo et 
al., 2003b; Loh et al., 2009; Thanh et al., 2010; Thu et al., 
2011b; Choe et al., 2012). However, the cytotoxic effect of 
proteinaceous postbiotic metabolites (PPM) has not been 
reported elsewhere. Hence, an attempt was conducted to 
determine the cytotoxic effect of PPM produced by L. 
plantarum I-UL4 cultivated in different media composition 
on MCF-7 breast cancer cell line.  

 
 
 
 

MATERIALS AND METHODS 

 
Bacterial Growth Conditions  
 
Lactobacillus plantarum I-UL4 was obtained from the 
Laboratory of Industrial Biotechnology, Department of 
Bioprocess Technology, Faculty of Biotechnology and 
Biomolecular Sciences, Universiti Putra Malaysia (UPM) 
which was previously isolated from Malaysia traditional 
fermented food of Tapai ubi (Foo et al., 2003a). The stock 
culture of L. plantarum I-UL4 was kept at –20 °C in de 

Man, Rogosa and Sharpe (MRS) broth (Merck, Germany) 
containing 20% (v/v) of glycerol. The culture was revived 
according to the method described by Moghadam et al. 
(2010). 
 
Cancer cell lines and growth conditions  
 

An anchorage dependent cell line of MCF-7 (human 
mammary gland adenocarcinoma) was obtained from 
Animal Tissue Culture Laboratory, Department of 
Molecular Biology, Faculty of Biotechnology and 
Biomolecular Sciences, UPM. MCF-10A cell line that 
purchased from American Tissue Culture Collection 
(ATCC) was used as a control for normal glandular 
epithelium cell of human mammary gland. Both cell lines 
were cultivated and maintained in T*25 cell culture flask 
(TPP, Switzerland) containing 10 mL of complete growth 
media of RPMI-1640 (Sigma, USA) or DMEM (Sigma, 
USA) added with 100 IU/mL penicillin and streptomycin 
(Sigma, USA) and 10% (v/v) foetal bovine serum (FBS) 
(PAA, Austria). The cells were propagated at 37 °C in an 
environment supplied with 5% CO2 and 95% humidified 
atmosphere. The growth medium was discarded after 24 h 
of incubation and replaced with fresh complete growth 
media during sub-culturing. Cells (4-5 × 10

5
 cells/mL) 

were seeded and grown exponentially before each 
experiment was conducted. 
 
Production of proteinaceous postbiotic metabolites 
 
Lactobacillus plantarum I-UL4 [1% (v/v)] was grown in 
three different media composition: reconstituted MRS 
broth with Tween 80 (CRMRS+T80), without Tween 80 
(CRMRS-T80) and Yeast extract (C-Yeast) and incubated 
for 24 h at 30 °C. The CRMRS+T80 broth consisted of: 20 
g/L glucose, 11.89 g/L Yeast extract, 1 g/L Tween 80, 5 
g/L sodium acetate, 2 g/L di-potassium hydrogen 
phosphate, 2 g/L di-ammonium hydrogen citrate, 0.2 g/L 
magnesium sulphate tetrahydrate and 0.04 g/L 
manganese sulphate heptahydrate. The composition of 
CRMRS-T80 was similar to CRMRS+T80 but Tween 80 
was excluded, whereas C-Yeast broth contained solely 
yeast extract. The PPM were prepared according to the 
method as described by Foo et al. (2003b). The bacterial 
cell was separated by centrifugation at 10,000 × g for 10 

min and the cell free supernatant (CFS) was collected and 
used as PPM.  
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Protein determination 
 

Protein content of PPM was determined by Modified 
Lowry method (Miller, 1959), using bovine serum albumin 
as protein reference. 
 
3-(4,5-Dimethylthiozol-2-yl)-2,5-diphenyl Tetrazolium 
Bromide assay 
 

Both MCF-7 and MCF-10A cells (1 × 10
5 

cells/mL) were 
seeded onto 96-well microplate containing 100 µL/well of 
complete growth media and incubated for 24 h at 37 °C in 
5% CO2 condition. A serial two-fold dilution of freeze dried 
PPM of L. plantarum I-UL4 was prepared in complete 
growth media to achieve the total volume of 200 µL per 
well. The diluted PPM that contained 3.275 µg to 200 µg 
of PPM were tested on both MCF-7 and MCF-10A cells 
and incubated for 24, 48 and 72 h respectively. After 
respective incubations, 20 µL of 3-(4,5-Dimethylthiozol-2-
yl)-2,5-Diphenyl Tetrazolium Bromide (MTT) solution (5 
mg/mL) (Sigma, USA) was added into each well and the 
plate was incubated in dark condition for additional 4 
hours at 37 °C in 5% CO2 atmospheric condition. A 
volume of 170 µL media was removed from each well and 
the violet formazan crystals were dissolved in 100 µL 
dimethylsulfoxide (Fischer Scientific, UK) and incubated 
further for 20 min. The completely solubilised formazan 
salt was quantified by using µ Quant ELISA reader 
(BIOTEK EL 340, USA) at 570 nm. Mean value and 
standard error from three times with triplicate samples 
were determined for each experiment. The absorbance 
readings of both the treated samples (cancer cells treated 
with two-fold diluted PPM in complete growth media) and 
untreated control treatments (untreated cancer cells) were 
subtracted from the blank which contained complete 
growth media. The following equation was used to 
calculate the percentage of cell viability: 
 
Percentage of cell viability = (Asample – Ablank)/ (Acontrol – 
Ablank) × 100% 
 
The inhibition concentration of 50% of the growth (IC50) 
was determined from the graph of percentage of cancer 
cells viability versus concentration of PPM of L. plantarum 

I-UL4. 
 
Trypan Blue Dye Exclusion assay 
 

Trypan Blue Dye Exclusion assay was used to evaluate 
MCF-7 cell viability through cell membrane integrity. MCF-
7 cells were seeded (2 × 10

5 
cells/mL) in 6 well plates 

(Greiner Bio-One, Netherlands) and incubated for 24 h. 
The cells were then treated with 62 µg of PPM, which was 
approximately two-fold of IC50 concentration obtained in 
MTT assay conducted for 48 h of incubation. The treated 
cells were incubated at 37 °C for 24, 48 and 72 h in a 5% 
CO2 humidified incubator. The adherent cells were treated 
with trypsin and collected by centrifugation at 200 × g for 
10 min. The cell pellet was then suspended gently with 1 
mL of growth media. A volume of 10 µL trypan blue 

(Sigma, USA) was added to an equal volume of cells and 
the cell mixture was left for 2 min at room temperature. 
The trypan blue positive (cells stained blue) and trypan 
blue negative (transparent) cells were observed and 
scored by using haemacytometer (Fisher Scientific, UK). 
The cell population was calculated based on the following 
equation: 
 
Cell population = Total cell counted × dilution factor × 10

4 

 

Determination of cell death mode by fluorescent 
microscopy using Acridine Orange/Propidium Iodide 
staining assay 
 

MCF-7 cells (2 × 10
5 

cells/mL) were seeded in 6-well plate 
for 24 h prior to treatment with 62 µg of PPM. Treated 
MCF-7 cells were incubated in 5% CO2 atmospheric 
condition at 37 °C at three different incubation times (24, 
48 and 72 h). After each incubation period, the detached 
cells in the medium were collected and mixed with 
adherent cells treated with trypsin. The treated cells were 
collected by centrifugation at 200 × g for 5 min and 
washed with PBS. The cell pellet was suspended with 50 
µL of growth media. A volume of 8 µL of the cell 
suspension was mixed with 2 µL of Acridine 
Orange/Propidium Iodide (AO/PI, 50 µg/mL) (Sigma, USA) 
and left for 1 min before visualising under fluorescent 
microscope (Nikon FC-35DX, Japan) using a combination 
of excitation filter and barrier filter at 450 – 490 nm and 
long pass filter of 520 nm. The percentage of viable 
(green intact cells), apoptotic (green shrinking cell with 
condensed or fragmented nucleus), and late apoptotic and 
necrotic (red cells) were determined (Gorman et al., 
1996). The stained cells were determined from more than 
200 cells to be statistically significant. Results were 
presented as a proportion of the total number of cell 
observed. All experiments were repeated three times with 
triplicate samples. 
 
Statistical analysis 
 

Results were expressed as mean ± S.E.M. The significant 
difference between each test variable was determined by 
Grand Linear Model (GLM), a two-way analysis of 
variance (ANOVA). The statistical analysis was conducted 
by using SAS Statistical Software at differences of p < 
0.05. 
 
RESULTS AND DISCUSSIONS 
 
Cytotoxic effect on breast cancer cell lines 
 

Different protein contents (4.84 µg/µL to 5.67 µg/µL) were 
detected for various PPM (Tables 1 and 2), indicating 
different PPM was harvested after culturing L. plantarum I-
UL4 in different media composition. The PPM was then 
examined for their cytotoxic activity on MCF-7 cancer cells 
and MCF-10A normal cells at different incubation time. 
The cytotoxicity results expressed as IC50 values for 24, 
48 and 72 h of incubation times are shown in Table 1 and 
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Table 2 for MCF-7 cancer cells and MCF-10A normal cells 
respectively. PPM produced by L. plantarum I-UL4 
cultivated in CRMRS+T80 exerted cytotoxicity in a time 
and dose dependent manner. Significant (p < 0.05) 
reduction of IC50 concentration was observed when MCF-
7 cells were treated with PPM cultivated by using 
CRMRS+T80 from 24 to 72 h of incubation, whereby 
profound cytotoxicity with the lowest IC50 concentration of 
10.83 µg was detected at 72 h of incubation. 
Nevertheless, the IC50 concentrations of CRMRS-T80 
cultivated PPM were reduced slightly from 29.83 µg to 
26.87 µg throughout the incubation time. The least potent 
cytotoxicity effect was shown by the PPM cultivated by C-
Yeast, whereby the IC50 value of 94.00 μg was only 
detected after 48 hours of incubation and no IC50 values 
were detected at 24 h and 72 h of incubations 
respectively.  

The IC50 values were increased from 51.9% to 86.0% 
for MCF-10A normal cell line as compared to MCF-7 
breast cancer cells when treated with similar PPM at the 
respective incubation time. The IC50 values for MCF-10A 
normal cell line were only detected at 48 and 72 h of 
incubation for both CRMRS+T80 and CRMRS-T80 
cultivated PPM. However, no IC50 values were detected 
for CRMRS+T80 and CRMRS-T80 cultivated PPM for 24 
h of incubation. Similarly, no IC50 values were detected for 
24 to 72 h of incubation for C-Yeast cultivated PPM. The 
cytotoxicity results demonstrated that PPM produced by L. 
plantarum I-UL4 cultivated in different media compositions 
was selective towards MCF-7 breast cancer cells. In 
comparison to the effect of probiotic cells, Motevaseli et 
al. (2013) and Nami et al. (2014) reported that probiotic 
Lactobacilli were selectively cytotoxic to tumour cell but 
not to normal cells. 
 

Table 1: IC50 of proteinaceous postbiotic metabolites produced by Lactobacillus plantarum I-UL4 cultivated in different 

media composition on MCF-7 cancer cell for 24, 48 and 72 h of incubation. 
 

Media composition 
Protein content 

(µg/µL) 

IC50 (µg) 

24 h 48 h 72 h 

CRMRS+T80 5.33 ± 0.32
a
 56.13 ± 0.68

f
 39.50 ± 4.61

agk
 10.83 ± 0.87

a
 

CRMRS-T80 4.84 ± 0.30
a
 29.83 ± 2.33

e
 29.57 ± 2.53

ck
 26.87 ± 1.07

b
 

C-Yeast 5.67 ± 0.28
a
 N.D. 94.00 ± 3.46

i
 N.D. 

Notes: MCF-7, human mammary gland adenocarcinoma cell line; CRMRS+T80, cultured reconstitute MRS broth with Tween 80; 
CRMRS-T80, cultured reconstitute MRS broth without Tween 80; C-Yeast, cultured yeast extract;  IC50 value, inhibition concentration 
that caused 50% of cell viability. N.D., no IC50 value was determined up to concentration of 200 µg. Values shown represent mean ± 
SEM. Values within the same column with different superscripts indicated significant different at p < 0.05. 

 
Table 2: IC50 of proteinaceous postbiotic metabolites produced by L. plantarum I-UL4 cultivated in different media 

composition on MCF-10A cell for 24, 48 and 72 h of incubation. 
 

Media composition 
Protein content 

(µg/µL) 

IC50 (µg) 

24 h 48 h 72 h 

CRMRS+T80 5.33 ± 0.32
a
 N.D. 82.12 ± 0.18

b
 77.63 ± 0.31

b
 

CRMRS-T80
 

4.84 ± 0.30
a
 N.D. 85.24 ± 0.50

a 
80.11 ± 0.06

a 

C-Yeast 5.67 ± 0.28
a
 N.D. N.D. N.D. 

Notes: MCF-10A, non-malignant human glandular epithelium cells; CRMRS+T80, cultured reconstitute MRS broth with Tween 80; 
CRMRS-T80, cultured reconstitute MRS broth without Tween 80; C-Yeast, cultured yeast extract; IC50 value, inhibition concentration 
that caused 50% of cell viability; N.D., no IC50 value was determined up to concentration of 200 µg. Values shown represent mean ± 
SEM. Value within the same column with different superscripts indicated significant different at p < 0.05. 

 

The total viable cell numbers of treated MCF-7 cells 
incubated for 24, 48 and 72 h of incubation with PPM 
cultivated with different medium compositions are shown 
in Figure 1. PPM produced in CRMRS+T80 exerted 
antiproliferative effects in time dependent manner, 
whereby the viable cell population of treated MCF-7 cells 
increased significantly (p < 0.05) from 24 to 48 h of 
incubation. However, the viable cell population of treated 
MCF-7 cells with CRMRS+T80 cultivated PPM was not 
significantly different (p > 0.05) from 48 to 72 h of 

incubation. Meanwhile, the cell viability of MCF-7 cells 
treated with PPM cultivated in CRMRS-T80 showed 
gradual increase (significantly different at p < 0.05) from 

24 to 72 h of incubation. Although both PPM cultivated 
with CRMRS+T80 and CRMRS-T80 improved the cell 
numbers throughout the three incubation times, but these 
PPM demonstrated significant decrease (p < 0.05) in cell 
population when compared with untreated control for 24 to 
72 h of incubation. 

On the other hand, C-Yeast exhibited no significant 
different (p > 0.05) on cell viability as compared to 
untreated control at 24 h. However, at 48 hours of 
incubation time, there was a decrease in the cell 
population from 24 to 48 h and then increased at 72 h. 
The cell population at 48 and 72 h were significantly (p < 
0.05) lower than untreated control for PPM cultivated with 
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C-Yeast. The treated cell population of MCF-7 cells by 
CRMRS+T80 and CRMRS-T80 cultivated PPM was 
cultivated in CRMRS+T80 and CRMRS-T80 have potent 
anti-proliferation effect on MCF-7 cells as compared to 
PPM cultivated in C-Yeast.  
 

 
 
Notes: CRMRS+T80, cultured reconstitute MRS broth with Tween 
80; CRMRS-T80, cultured reconstitute MRS broth without Tween 
80; C-Yeast, cultured yeast extract. Mean values with same 
subscripts are not significantly different at p > 0.05. 

 
Figure 1: Total viable cell number of MCF-7 cancer cells 

treated with 62 µg proteinaceous postbiotic metabolites 
produced by L. plantarum I-UL4 cultivated in different 
media composition that determined by Trypan Blue Dye 
Exclusion assay for 24, 48 and 72 h of incubation.  
 

According to the results obtained in MTT assay and 
Trypan Blue Dye Exclusion assay, the PPM cultivated with 
CRMRS+T80 induced the highest cytotoxicity and 
antiproliferative effects on MCF-7 cells than the other two 
media compositions at 72 h of incubation, which could be 

attributed to the protein content of CRMRS+T80 cultivated 
PPM. The protein content of the PPM (Tables 1 and 2) 
cultivated in CRMRS+T80 (5.33 μg/µL ± 0.32) was higher 
than the protein content of PPM cultivated in CRMRS-T80 
(4.84 μg/µL ± 0.30), implying different media compositions 
have an impact on the production of different PPM by L. 
plantarum I-UL4. The effect of growth media compositions 
on the cytotoxicity of Steptomyces anulatus has been 
reported by Hirvonen et al. (2001). L. plantarum I-UL4 
required a complete medium composition (CRMRS+T80) 
for the fermentation process to produce potent PPM 
possessing prominent cytotoxicity and antiproliferative 
effects on MCF-7 breast cancer cells. 

 
Cell death mode of treated MCF-7 cells  
 

AO/PI staining assay was used to determine the 
cytotoxicity mode of PPM produced by L. plantarum I-UL4 
by observing the morphological changes in cell membrane 
and chromatin (Hanahan et al., 2000). According to 
Chuah et al. (2010), Choudhari et al. (2013) and Lay et al. 
(2014), the morphological changes of apoptotic cells 
include chromatin condensation, cell shrinkage, 
membrane blebbing and formation of apoptotic bodies. 
The percentage of apoptotic, necrotic and viable cells 
were determined by AO/PI assay and scored under 
fluorescent microscope. PPM that produced by L. 
plantarum I-UL4 using different types of culture medium 
exerted potent apoptotic cell death of MCF-7 cells 
throughout 24, 48 and 72 h of incubation (Table 3). The 
percentage of apoptotic MCF-7 cells increased 
significantly (p < 0.05) from 24 to 48 h after the treatment 
of 62 µg PPM cultivated with CRMRS+T80. However, 
there was no significant difference (p > 0.05) for the 
percentage of apoptotic MCF-7 cells treated for 48 to 72 
h. Similar results were obtained for the MCF-7 cells 
treated with PPM cultivated with CRMRS-T80.

 
Table 3: The mode of cell death of MCF-7 cancer cells treated with 62 µg proteinaceous postbiotic metabolites 
produced by L. plantarum I-UL4 cultivated in different media composition for 24, 48 and 72 h of incubation. 

 

Media 
composition 

24 h 48 h 72 h 

A (%) N (%) V (%) A (%) N (%) V (%) A (%) N (%) V (%) 

CRMRS+T80 
70.66 ± 
1.31

d
 

3.66 ± 
0.13

gh
 

25.68 ± 
1.27

d
 

80.87 ± 
0.84

abc
 

4.93 ± 
0.09

de
 

14.20 ± 
0.86

e
 

82.80 ± 
1.09

a
 

9.56 ± 
0.43

a
 

7.64 ± 
0.72

g
 

CRMRS-T80 
69.51 ± 
1.32

d
 

3.94 ± 
0.07

fg
 

26.55 ± 
1.32

d
 

81.20 ± 
0.93

ab
 

5.13 ± 
0.12

d
 

13.67 ± 
0.91

ef
 

82.24 ± 
0.81

ab
 

8.92 ± 
0.25

a
 

8.84 ± 
0.69

g
 

C-Yeast 
64.07 ± 
1.07

e
 

4.46 ± 
0.11

ef
 

31.47 ± 
1.08

c
 

77.97 ± 
1.37

c
 

6.21 ± 
0.09

c
 

15.82 ± 
1.36

 e
 

79.77 ± 
0.84

bc
 

8.06 ± 
0.10

b
 

12.17 ± 
0.81

f
 

Untreated 
control 

5.21 ± 
0.29

h 
3.30 ± 
0.26

h 
91.41 ± 
0.42

a 
6.38 ± 
0.47

g 
4.42 ± 
0.26

ef 
89.20 ± 
0.50

ab 
7.70 ± 
0.39

f 
4.41 ± 
0.44

ef
 

87.88 ± 
0.58

b 

Notes: CRMRS+T80, cultured reconstitute MRS broth with Tween 80; CRMRS-T80, cultured reconstitute MRS broth without Tween 80; 
C-Yeast, cultured yeast extract. A %, Apoptotic cell percentage; N %, Necrotic cell percentage; V %, Viable cell percentage. Values 
shown represent mean ± SEM. Values within the same column and row of a particular cell type sharing a same superscript are not 
significantly different at p > 0.05.  
 

 
 

j i i j i 
f 

d 
e 

c d 

b 

a 
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In comparison, the percentage of apoptotic MCF-7 cells 
was significantly lower (p < 0.05) when treated with PPM 
cultivated with C-Yeast throughout the 24, 48 and 72 h of 
incubation. Generally, the percentage of viable cells 
decreased significantly (p < 0.05) when the incubation 
time prolong from 24 to 72 h. The lowest percentage of 
viable cells was found on MCF-7 cells treated with 62 µg 
of PPM cultivated with CRMRS+T80, CRMRS-T80 and C-
Yeast at 72 h of incubation time, implying apoptotic cell 
death pathway was induced as compared to necrotic cell 
death pathway when MCF-7 cells were treated with 62 µg 
of different PPM produced by culturing L. plantarum I-UL4 
in different media compositions. Among the PPM, 62 µg of 
PPM cultivated with CRMRS+T80 achieved the highest 
apoptotic cell percentage at 72 h of incubation. These 
results indicated that the cytotoxicity of PPM produced by 
L. plantarum I-UL4 has the capability to induce MCF-7 
cancer cells death by apoptosis in time-dependent 
manner. This is in agreement with the results reported by 
Chuah (2010), who has demonstrated the postbiotic 
metabolites of L. plantarum I-UL4 has the ability to cause 
the MCF-7 cancer cells death via apoptosis in dose and 
time-dependent manner. This assay demonstrated that 
treated groups have significantly higher (p < 0.05) 
apoptotic cells percentage than untreated control. 
 
CONCLUSIONS 

 
In conclusion, the PPM cultivated with CRMRS+T80 
exhibited profound time- and dose-dependent cytotoxic 
effect on MCF-7 cells in comparison to PPM cultivated 
with CRMRS-T80 and C-yeast media. According to the 
results of AO/PI staining assay, the percentage of 
apoptotic MCF-7 cells treated with PPM cultivated with 
CRMRS+T80 increased from 24 to 72 h of incubation, 
inferring the PPM produced by L. plantarum I-UL4 induced 

MCF-7 cancer cells death by apoptosis in time-dependent 
manner. Generally, the PPM that produced by L. 
plantarum I-UL4 using different culture media have limited 
cytotoxicity on non-maglinant MCF-10A cell as compared 
to MCF-7 cancer cells. The results obtained in this study 
have revealed the potential of PPM produced by L. 
plantarum I-UL4 as human health supplement and as 
anticancer preventive agent. 
 
ACKNOWLEDGEMENTS 

 
This experimental work was supported by the 
Fundamental Research Grant Scheme and Long Term 
Research Grant Scheme of the Ministry of Higher 
Education of Malaysia. 
 
REFERENCES 
 
American Cancer Society. (2013). Breast Cancer Facts 

and Figure 2013-2014. Atlanta: American Cancer 
Society, Inc. 

 
 

Bae, E. A., Trinh, H. T., Jang, Y. A., Yun, H. K., Hong, 
S. S. and Kim, D. H. (2009). Anti-allergic effect of 
Petasites japonicas fermented with lactic acid bacteria 
in mice. Food and Agricultural Immunology 20(2), 155-
164. 

Biffi, A., Coradini, D., Larsen, R., Riva, L. and Di 
Fronzo, G. (1997). Antiproliferative effect of fermented  

milk on the growth of a human breast cancer cell line. 
Nutrition and Cancer 28(1), 93-99. 

Bowe, W. P. and Logan, A. C. (2011). Acne vulgaris, 

probiotics and the gut-brain-skin axis-back to the 
future? Gut Pathogens 3, 1-11. 

Chen, C. Y., Tsen, H. Y., Lin, C. L., Yu, B. and Chen, C-
S. (2012). Oral administration of a combination of 

select lactic acid bacteria strains to reduce the 
Salmonella invasion and inflammation of broiler chicks. 
Poultry Science 91(9), 2139-2147. 

Choe, D. W., Loh, T. C., Foo, H. L., Bejo, M. H. and 
Awis, Q. S. (2012). Egg production, faecal pH and 

microbial population, small intestine morphology, and 
plasma and yolk cholesterol in laying hens given liquid 
metabolites produced by Lactobacillus plantarum 
strains. British Poultry Science 53(1), 106-115. 

Choudhari, M. K., Haghniaz, R., Rajwade, J. M. and 
Paknikar, K. M. (2013). Anticancer activity of Indian 
stingless bee propolis and in vitro study. Evidence-
Based Complementary and Alternative Medicine. pp. 
10. http://dx.doi.org/10.1155/2013/928280. 

Chuah, L. O. (2010). Cytotoxic and antiproliferative 

properties of metabolites produced by six strains of 
Lactobacillus plantarum on human cancer cells. M. Sc. 

Thesis. University Putra Malaysia: Malaysia. 
Chui, Y. H., Lu, Y. C., Ou, C. C., Lin, S. L., Tsai, C. C., 

Huang, C. T. and Lin, M. Y. (2013). Lactobacillus 
plantarum MYL26 induces endotoxin tolerance 
phenotype in Caco-2 cells. BCM Microbiology 13(190), 
1-9. 

de Moreno de Leblanc, A. and Perdigon, G. (2010). The 

application of probiotic fermented milks in cancer and 
intestinal inflammation. Proceedings of Nutrition 
Society 69(3), 421-428. 

Elmer, G. W. (2001). Probiotics: ’Living drugs’. American 
Journal Health-System Pharmacy 58(12), 1101-1109. 

Fagarasan, S. (2008). Evolution, development, 

mechanism and function of IgA in the gut. Current 
Opinion Immunology 20, 170-177. 

Foo, H. L., Loh, T. C., Law, F. L., Lim, Y. Z., Kufli, C. N. 
and Rusul, G. (2003a). Effects of feeding 

Lactobacillus plantarum I-UL4 isolated from Malaysian 
Tempeh on growth performance, faecal flora and lactic 
acid bacteria and plasma cholesterol concentrations in 
postweaning rats. Food Science and Biotechnology 4, 
403-408. 

Foo, H. L., Loh, T. C., Lai, P. W., Lim, Y, Z., Kufli, C. N. 
and Rusul, G. (2003b). Effects of adding metabolites 
of Lactobacillus plantarum I-UL4 metabolite in drinking 
water of rats. Pakistan Journal of Nutrition 2, 283-288. 

 
 



Mal. J. Microbiol. Vol 11(2) Special Issue 2015, pp. 207-214   

213                    ISSN (print): 1823-8262, ISSN (online): 2231-7538 
 

Fujii, K., Fujiki, T., Koiso, A., Hirakawa, K., Yamashita, 
M., Matsumoto, T., Hasegawa, T., Morimatsu, F. 
and Katakura, Y. (2014). Identification of anti-allergic 

lactic acid bacteria that suppress Ca
2+ 

influx and 
histamine release in human basophilic cells. Journal of 
Functional Foods 10, 370-376. 

Gorman, A., McCarthy, J., Finucane, D., Reville, W. 
and Cotter, T. (1996). Morphological assessment of 
apoptosis. In: Techniques in Apoptosis: A User’s 
Guide. Cotter, T. G. and Martin, S. J. (eds.). Portland 
Press Ltd. London. pp. 1-20. 

Grompone, G., Martorell, P., Llopis, S., Gonzalez, N., 
Genoves, S., Mulet, A. P., Fernandez-Calero, T., 
Tiscornia, I., Bollati-Fogolin, M., Chambaud, I., 
Foligne, B., Montserrat, A. and Ramon, D. (2012). 

Anti-inflammatory Lactobacillus rhamnosus CNCM 
I=3690 strain protects against oxidative stress and 
increases lifespan in Caenorhabditis elegans. PLoS 
One 7(12), 1-13. 

Hanahan, D. and Weinberg, R. A. (2000). The hallmarks 
of cancer. Cell 100, 57-70. 

Hirvonen, M-R., Suutari, M., Ruotsalainen, M., Lignell, 
U. and Nevalainen, A. (2001). Effect of growth 

medium on potential of Streptomyces anulatus spores 
to induce inflammatory responses and cytotoxicity in 
RAW264.7 marophages. Inhalation Toxicology 13, 55-
68. 

Ibrahem, M. D. (2013). Evolution of probiotics in aquatic 

world: potential effects, the current status in Egypt and 
recent prospective. Journal of Advanced Research 1-
27. 

Jeun, J., Kim, S., Cho, S. Y., Jun, H. J., Park, H. J. and 
Seo, J. G. (2010). Hypocholesterolemic effects of 
Lactobacillus plantarum KCTC3928 by increased bile 
acid excretion in C57BL/6 mice. Nutrition 26, 321-330. 

Kechaou, N., Chain, F., Gratadoux, J-J., Blugeon, S., 
Bertho, N., Chevalier, C., Le Goffic, R., Courau, S., 
Molimard, P., Chatel, J. M., Langella, P. and 
Bermudez-Humaran, L. G. (2013). Identification of 
one novel candidate probiotic Lactobacillus plantarum 

strain active against influenza virus infection in mice by 
a large-scale screening. Apply Environment 
Microbiology 79(5), 1491-1499. 

Kumar, M., Kumar, A., Nagpal, R., Mohania, D., 
Behare, P., Verma, V., Kumar, P., Poddar, D., 
Aggarwal, P. K., Henry, C. J. K., Jain, S. and Yadav, 
H. (2010). Cancer-preventing attributes of probiotics: 
an update. International Journal of Food Sciences and 
Nutrition 61(5), 473-496. 

Lakshimi, B., Viswanath, B. and Gopal, D. V. R. S. 
(2013). Probiotics as antiviral agents in shrimp 
aquaculture. Journal of Pathogens. 

http://dx.doi.org/10.1016/j.jare.2013.12.004. 
Lay, M. M., Karsani, S. A. and Abdul Malek, S. N. 

(2014). 1-(2,6-Dihydroxy-4-methoxyphenyl)-2-(4-

hydroxyphenyl) Ethanone-induced cell cycle arrest in 
G1/G0 in HT-29 cells human colon adenocarcinoma 
cells. International Journal of Molecule Science 15(1), 
468-483. 

Li, X. Q., Zhu, Y. H., Zhang, H. F., Yue, Y., Cai, Z. X., 
Lu, Q. P., Weng, X. G., Zhang, F. J., Zhou, D., Yang, 
J. C. and Wang, J. F. (2012). Risks associated with 

high-dose Lactobacillus rhamnosus in an Escherichia 
coli model of piglet diarrhoea: intestinal microbiota and 
immune imbalances. PloS ONE 7(7), 1-12. 

Liong, M. T. (2008). Roles of probiotics and prebiotics in 

colon cancer prevention: Postulated mechanisms and 
in-vivo evidence. International Journal of Molecular 
Sciences 9(5), 854-863. 

Loh, T. C., Lee, T. M., Foo, H. L., Law, F. L. and Rajion, 
M. A. (2008). Effects on growth performance, faecal 

microflora and plasma cholesterol after 
supplementation of spray-dried metabolite to 
postweaning rats. Czech Journal of Animal Science 
6(1), 10-16. 

Loh, T. C., Chong, S. W., Foo, H. L. and Law, F. L. 
(2009). Growth performance and fecal microflora of 

rats offered metabolites from lactic acid bacteria. 
Journal Application 6, 61-64. 

Loh, T. C., Thanh, N., Foo, H. L., Hair-Bejo, M. and 
Azhar, B. K. (2010). Feeding of different levels of 
metabolite combinations produced by Lactobacillus 
plantarum on growth performance, faecal microflora, 
volatile fatty acids and villi height in broilers. Animal 
Science Journal 6, 205-214. 

Miller, G. L. (1959). Protein determination for large 
numbers of sample. Analytical Biochemistry 100, 201-
220. 

Moghadam, M. S., Foo H. L., Leow, T. C., Raha, A. R. 
and Loh, T. C. (2010). Novel bacteriocinogenic 

Lactobacillus plantarum strains and their differentiation 
by sequence analysis of 16S rDNA, 16S-23S and 23S-
5S intergenic spacer regions and randomly amplified 
polymorphic DNA analysis. Food Technology and 
Biotechnology 48(4), 476- 483. 

Motevaseli, E., Shirzad, M., Akrami, S. M., Mousavi, A-
S., Mirsalehian, A. and Modarressi, M. H. (2013). 

Normal and tumour cervical cells respond differently to 
vaginal Lactobacilli independent of pH and lactate. 
Journal of Medical Microbiology 62(7), 1065-1072. 

Nami, Y., Abdullah, N., Haghshenas, B., Radiah, D., 
Rosli, R. and Khosroushahi, A. Y. (2014). 

Assessment of probiotic potential and anticancer 
activity of newly isolated vaginal bacterium 
Lactobacillus plantarum 5BL. Microbiology and 
Immunology 58, 492-502. 

Nandhini, B. and Palaniswamy, M. (2013). Anticancer 

effect of goat milk fermented by Lactobacillus 
plantarum and Lactobacillus paracasei. International 
Journal of Pharmacy and Pharmaceutical Sciences 
5(3), 898-901. 

Sakai, F., Hosoya, T., Ono-Ohmachi, A., Ukibe, K., 
Ogawa, A., Moriya, T., Kadooka, Y., Shiozaki, T., 
Nakayawa, Y. and Miyazaki, T. (2014). Lactobacillus 
gasseri SBT 2055 induces TGF-β expression in 

dendritic cells and activates TLR2 signal to produce 
IgA in the small intestine. PLoS ONE 9(8), 1-11. 

 



Mal. J. Microbiol. Vol 11(2) Special Issue 2015, pp. 207-214   

214                    ISSN (print): 1823-8262, ISSN (online): 2231-7538 
 

Sharma, R., Sanodiya, B., Bagrodia, D., Pandey, M., 
Sharma, A. and Bisen, P. (2012). Efficacy and 

potential of lactic acid bacteria modulating human 
health. International Journal of Pharma and Bio 
Sciences 3(4), 935-948. 

Silk, D. B., Davis, A., Vulevic, J., Tzoirtzis, G. and 
Gibson, G. R. (2009). Clinical trial: The effects of a 

trans-galactooligosaccharide prebiotic on feacal 
microbiota and symptoms in irritable bowel syndrome. 
Alimentary Pharmacology Therapeutics 29, 508-518. 

Thanh, N. T., Loh, T. C., Foo, H. L., Bejo, M. H. and 
Azhar. B. K. (2009). Effects of feeding metabolite 
combination produced by Lactobacillus plantarum on 
growth performance, faecal microbial population, small 
intestine villus height and faecal volatile fatty acids in 
broilers. British Poultry Science 6, 298-306. 

Thanh, N. T., Loh, T. C., Foo, H. L., Bejo, M. H. and 
Kasim, A. (2010). Inhibitory activity of metabolites 
from strains of Lactobacillus plantarum against 
pathogen. International Journal of Prebiotics and 
Probiotics 5(1), 37-44. 

Thu, T. V., Loh, T. C., Foo, H. L., Yaakub, H. and Hair-
Bejo, M. (2011a). Effects of liquid metabolite 

combinations produced by Lactobacillus plantarum on 
growth performance, faeces characteristics, intestinal 
morphology and diarrhoea incidence in postweaning 
piglets. Tropical Animal Health Production 6, 69-75. 

Thu, T. V., Loh, T. C., Foo, H. L., Halimatun, Y. and 
Bejo, M. H. (2011b). Inhibitory activity and organic 

acids concentrations of metabolite combinations 
produced by various strains of Lactobacillus 
plantarum. African Journal of Biotechnology 10(8), 
1359-1363. 

Tiwari, G., Tiwari, R., Pandey, S. and Pandey, P. 
(2012). Promising future of probiotics for human 
health: Current scenario. Chronicles of Young Scientist 
3(1), 17-28. 

Tsilingiri, K., Barbosa, T., Penna, G., Caprioli, F., 
Sonzogni, A., Viale, G. and Rescigno, M. (2012). 

Probiotic and postbiotic activity in health and disease: 
Comparison on a novel polarized ex-vivo organ culture 
model. Gut 61, 1007-1015. 

Vissers, Y. M., Snel, J., Zuurendonk, P. F., Smit, B. A., 
Wichers, H. J. and Savelkoul, H. F. J. (2010). 

Differential effects of Lactobacillus acidophilus and 
Lactobacillus plantarum strains on cytokine induction 
in human peripheral blood mononuclear cells. 
Federation of European Microbiological Scientist 
59(1), 60-70. 

Wang, S. C., Chang, C. K., Chan, S. C., Shieh, J. S., 
Chiu, C. K. and Duh, P-D. (2014). Effects of lactic 

acid bacteria isolated from fermented mustard on 
lowering cholesterol. Asian Pacific Journal of Tropical 
Biomedicine 4(7), 523-528. 

Zhong, L., Zhang, X. and Covasa, M. (2014). Emerging 

roles of lactic acid bacteria in protection against 
colorectal cancer. World journal Gastroenterology 
20(24), 7878-7886. 

 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 

 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 

 


