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Viability of Lactobacillus plantarum P8 in Bread during Baking and Storage
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Abstract: Lactic acid bacteria are usually applied in sourdough fermentation to make
bread with improved quality. Some lactic acid bacteria are probiotics that confer health
benefits on the consumer when administered in adequate amounts. Given the high
consumption of bread worldwide, bread is a potential vehicle of probiotic bacteria.
However, it is challenging to make bacteria survive the harsh baking conditions. This
paper discusses survival of Lactobacillus plantarum P8 in bread during baking and
storage. The reduction of probiotic bacteria during baking was about 4 logs, with an initial
viable count in the dough of about 10° cfu/g. The oven temperatures were 175, 200 and
235°C, respectively. Inactivation of bacteria during baking was primarily determined by
thermal rather than by dehydration inactivation. During storage, viable counts of L.
plantarum P8 increased by 2 — 3 logs in bread, due to bacterial growth. Because of their
different temperature and moisture content history, the bread was divided into two
domains: crust and crumb, which enabled model development. Using this, the
experimental data on survival could be described with a modified Weibull model of
thermal inactivation including the coupled effect of temperature and moisture content.
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INTRODUCTION

Lactic acid bacteria (LAB), including obligately (e.g.
L. brevis) and facultatively heterofermentative
species (e.g. L. plantarum), have been widely
involved in sourdough fermentation, giving
acidification and structure to the grains and crumbs.
In addition, the use of specific strains in breadmaking
may delay firmness and staling (Corsetti et al., 2008).
Palacios, et al (2006) found that inoculation of L.
plantarum produces dough similar to that fermented
by yeast alone, but with a larger dough volume.
Valerio, et al. (2008) demonstrated that a sub-strain
of L. plantarum (L. plantarum ITM21B) isolated
from sourdough and its active metabolites could be
used to prolong the Bacillus free-shelf life of yeast-
leavened bread to 7 days at 30 °C.

Some of those lactic acid bacteria and
Bifidobacterium are probiotics that are claimed to
have a positive effect on the health of the consumers
when applied in sufficient numbers (>10°~10 cfu/g)
and on a regular basis (Ross, et al., 2005). Most
probiotic products available on the market now are
dairy products, however, there is an increasing
amount of probiotics applied in non-dairy products
including chocolate, biscuits, desserts and juice, etc.
(Aragon-Alegro, et al., 2007; do Espirito Santo, et
al., 2011; Reid, et al., 2007). Bread is a staple food
in large parts of the world and almost consumed
every day. In addition, bread is also known as a
nutritious product that contains minerals, vitamins
and dietary fibers (Cerqueira, 2014). Therefore, bread
is an interesting potential vehicle of viable probiotics
to study.
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However, application of probiotics in bread is
challenging, since the high temperature during the
baking process significantly affects the viability of
probiotic bacteria (Altamirano-Fortoul, et al., 2012;
Zhang, et al., 2014). Many factors, including the
temperature, moisture content and structure of the
matrix, etc., will affect the retention of probiotic
bacteria during baking through their effects on
thermal and dehydration inactivation Kinetics.
Therefore, the aim of this study is to gain insight in
the viability of Lactobacillus plantarum P8 in
different parts of bread (crust and crumb) during
baking and storage.

MATERIALS AND METHODS
Probiotic bacteria culture

The probiotic strain Lactobacillus plantarum P8 was
provided by Key Laboratory of the Education
Ministry of China, Inner Mongolia Agricultural
University. The L. plantarum P8 culture was
routinely prepared using MRS broth (OXOID, United
Kingdom) as growth medium, incubated at 37 °C for
12 h and sub-cultured for 24 h. The cell pellets were
then harvested from the MRS broth by centrifugation
at 8000 g, at 4 °C for 15 min (Thermo Fisher
Scientific, USA), and were re-suspended in UHT
skim milk for the baking procedure.

Baking procedure

Bread dough was made following a recipe by Wang
and Zhou (2004) with slight modification: wheat
flour (100 g), sugar (4 g), fine salt (1.5 g), instant
yeast (1 g), butter (3 g), UHT skim milk (65 g) with
L. plantarum added. Dough was first made in a mixer
(Hauswirt®, Germany), and then divided into small
pieces (5 g, 30 g and 60 g). After having been made
into spheres by hand, dough pieces were leavened for
1 hat 40 °C, 85 % RH in a climate chamber
(Yiheng®, China). The bread was baked in an electric
oven (Changdi®, China). The temperature in the
bread during baking was monitored during baking by
inserting K-type thermocouples into the surface and
core sections of the dough; the sampling time was 1 s
in all cases. The moisture contents (% kg/kg wet
base) of the crust and crumb during baking were
determined by weighing the samples after baking and
after dehydration at 105 °C for 24 h. The baked
breads were sealed in polyethylene bags and stored at
25 °C, 55 % RH in the climate chamber for 1 week.

Enumeration of viable bacteria

Viable counts of L. plantarum in bread were
determined during baking and storage. Samples of
crust or crumb were aseptically homogenized with
sterile 0.1 % peptone water in a stomacher (iMix®,
France) for 1 min. Serial dilutions were made in
sterile 0.1 % peptone water and 100 pL solution was
plated onto modified MRS agar broth (OXOID,
United Kingdom). Vancomycin (20 ppm) and

natamycin (200 ppm) were sterilized by filtration
through a 0.22 um polyethylenesulfone filter
(Millipore®, USA), and were added into the MRS
agar broth to inhibit the growth of Bacillus strains
and yeast, respectively. These additions do not affect
the growth of L. plantarum. The plates were
incubated at 37 °C for 48 h. L.plantarum colonies
were counted and the results were expressed as
colonies forming units per gram of sample (cfu/g).

Determination of pH and TTA

The pH of the bread was measured by blending 10 g
bread dough/crumb with 100 mL acetone/water
(5/95, v/v) using a pH meter (Thermoscientific,
USA). To determine the total titratable acidity
(TTA), this suspension was titrated against 0.1 N
NaOH to a final pH value of 8.5. The pH and TTA
were measured before and after baking, as well as
during storage. The TTA was expressed as the
amount (mL) of NaOH used for titrating 10 g of
dough or bread.

Statistical analysis

All data were presented as mean + standard
deviation. ANOVA was used to evaluate the
difference between two means. Calculations were
performed with Excel 2010 (Microsoft®, USA ).

RESULTS AND DISCUSSIONS
Viability of L. plantarum during bread baking

Thermal inactivation and dehydration inactivation of
L. plantarum are expected to occur simultaneously
because during bread baking both the temperature
and the moisture content change significantly
(Perdana et al., 2013; Zhang & Datta, 2006). During
baking, the temperature and moisture content
histories of bread crust and crumb are very different
(Figure 1). In the crumb, the temperature increases
slowly in the first 1 minutes of baking, followed by a
fast rise to 100 °C, after which the temperature levels
off, probably due to water evaporation. The moisture
content of the crumb remains at the same level
throughout the baking process (Purlis, 2011);
Meanwhile, in the crust, water evaporates quickly
and the moisture content decreases due to the high
evaporation rate at the surface (Purlis & Salvadori,
2009). Therefore, different survival behaviour of L.
plantarum may be expected in the crust and crumb.

Previous research shows that different inactivation
mechanisms are induced at different temperature
ranges: at high temperature thermal inactivation is
more prominent while at lower temperature (<45 °C)
dehydration inactivation becomes dominant (Fu &
Chen, 2011; Jimmy Perdana et al., 2013). Thermal
inactivation is affected by both temperature and
moisture content (Perdana, et al, 2012). In addition,
heat resistance of bacteria in an environment with
lower moisture content is higher (Ansari & Datta,
2003). In this study, due to the high processing



temperature during baking, it is assumed that thermal
inactivation is dominant.

The residual viable counts of L. plantarum in the
crust and crumb of 5 g bread during baking at
different oven temperatures are shown in Figure 1A
and 1B (N, initial viable count, was 6.8-10° cfu/g).
When the breads were baked at 175 °C, the viable
counts of probiotics in the crust was higher than in
the crumb (P<0.05). Although the temperature in the
crust was much higher than in the crumb during
baking, the heat-tolerance was also higher due to the
lower moisture content (Figure 1). However, the
opposite phenomenon was observed when the baking
temperature was 235 °C (P<0.05), while no
significant difference was found between the survival
curves of probiotics in crust and crumb of bread
baked at 200 °C (P>0.05) (Figure 1A and 1B). This
might be because the inactivation rates increases
especially when the temperature exceeds 100 °C, and
the temperature in crust of bread baked at 235 °C
increased more rapidly in the first minute of baking
to 100 °C compared to the other baking temperatures,
causing increased inactivation of L. plantarum.
Overall, these results confirm that both temperature
and moisture content have impact on the thermal
inactivation kinetics.
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Fig. 1. A and B: Viability of L. plantarum (crumb: m,
175 °C; ¢, 200 °C; A, 235 °C; crust: o, 175 °C; 0,
200 °C; A, 235 °C) and temperature profiles in the
crumb (A) and in the crust (B) (solid line, 175 °C;
dot dash line, 200 °C; dotted line, 235 °C; predicted
results of residual viability are also shown) C:
Moisture contents of crumb and crust during baking
at different temperature

Thermal inactivation model

A modified Weibull model for thermal inactivation
(Equations 1 to 4) was used to fit the experimental
data of both crust and crumb (Jimmy Perdana et al.,
2013) by assuming that thermal inactivation is
dominant and dehydration inactivation could be
ignored. During baking, the moisture contents of
bread crumb maintained at the same value (41 %
w/w), and the moisture content of the crust at every
time was obtained by linear interpolation (Figure
1C).

t Pr
A=A exp[— (j J 1)
o
a=a,; exp{ln[zvjT ]exp(— p i f":(w))} 2
with
IOg(aw,T ) = IOg(aw,Tref ) - bw (T - Tref ) (3)
Iog(as,T ) = Iog(as,Tref ) - bs (T _Tref ) (4)

in which A; is the cumulative residual viability after
thermal inactivation, A, is the initial value, T the
temperature, and a and gy the Weibull distribution
parameters of thermal inactivation. T, was set to the
average temperature measured during baking.

The five parameters (owtrer, Bw, 0s1ret, Ds@and p) were
fitted using all the data obtained from the experiment
on 5 g and 30 g bread (number of data point n=48;
see Table 1). The optimized parameters were
validated using data from 60 g breads (Figure 2A).
The estimated residual viability of L. plantarum in
the crumb and in the crust were shown in Figure 1A



and Figure 1B, respectively (solid line, 175 °C; dot
dash line, 200 °C; dotted line, 235 °C). As can be
seen, the calculated survival curves of probiotics in
the crumb of bread baked at three different
temperatures are overlapped, and statistical analysis
on the experimental data also indicated that the
difference between them was not significant. This is
because the temperature and moisture content
profiles in the crumb of 5 g bread were similar at
different baking temperature (Figure 1A and 1C). In
contrast, the influence of baking temperature on the
thermal inactivation of probiotics in the crust was
quite obvious (Figure 1B), both in the experiments
and in the model descriptions.

Table 1. Optimized parameters of thermal and
dehydration inactivation model .

Parameter Unit Value 95% ClI
Oy Tref Minute 0.0026 0.00004
by, 2 1/°C 0.0010 -

Ols Tref - Minute 84.64 0.50

bs? 1/°C 0.0010 -

p? - 0.11 0.00096
Br® - 1 -

Trer® °C 90 -

n° - 48

RMSE? - 0.92

# Thermal inactivation model parameters
® Not optimized

¢ Each data point is the mean value of results
obtained from all the repeated experiment.

¢ Root of mean square error between measured and
predicted results

It is mentioned above that the moisture content plays
an important role in thermal inactivation. The results
of the model fitting support this statement because
the Weibull distribution parameter o increases with
the decrease of moisture content when the
temperature is the same, resulting in a higher residual
viability (see Figure 2B and Equation 1).

In general, there is a reasonable agreement between
the predicted and experimental results (Figure 2A),
although the coupled effects of temperature and
moisture content on the thermal inactivation need to
be further studied.

Nevertheless, this model did not involve the possible
influence of microstructure/microenvironment on the
inactivation kinetics, and previous study indicated

that surface roughness properties may protect
probiotics during heating (Altamirano-Fortoul, et al.,
2012). Therefore, in the future a new model could be
developed, considering bacterial inactivation at
different stages of bread baking including the change
in microstructure during baking.
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Fig. 2. A: Comparison between the measured and
predicted residual viability of L. plantarum in
different parts of bread baked at different
temperatures; B: Contour plot of T as a function of x,,
and Weibull distribution parameter a.

Viability of L. plantarum during bread storage

Even after baking, the bread matrix is a suitable
substrates for growth of probiotic bacteria because
nutrients for bacteria are abundantly present
(Charalampopoulos, Pandiella, & Webb, 2002).

Figure 3 shows that the viable counts of L. plantarum
increased during storage after baking from 5 log
cfu/g to 8 log cfu/g in the crust and from 4 log cfu/g
to 6 cfu/g in the crumb, and then levelled off at high
viable counts (>10° cfu/g) retained for 3 days (a
plateau was reached). These values may suffice for
the bread to be a vehicle for the administration of
probiotics at the time of consumption.
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Fig. 3. Viable counts of L. plantarum in crust or
crumb during storage (30 g bread baked at 175 °C for
8 min)

One can observe that both in the crust and the crumb,
the bacteria need to recover from the baking process
and adapt to the new environment (Corcoran, et al.,
2004; Huang et al., 2014).

It is further noticeable in Figure 3 that the viable
counts in the crust are higher than in the crumb. This
is, firstly, due to a higher residual viability after
baking (5 log cfu/g and 4 log cfu/g, respectively).
During storage, moisture migrates from the crumb
towards the crust until an equilibrium between crust,
crumb and the environment is reached (Primo-Martin
et al., 2006) (see Table 2). This moisture migration
results in a higher moisture content (and water
activity) in the crust bread, which is favorable for the
bacteria to grow (Soukoulis et al., 2014).

Table 2. Variation of moisture content, pH and total
titratable acidity of bread during storage (30
g bread baked at 175 °C for 8 minutes)

Moisture H TTA

Days content/(w/w) vglue (mLO0.1N
crust crumb NaOH)
0403+ 0403+ 4.79+

Dough 5005 0005 o005 /38011
0296+ 0417+ 519+

O 0030 0010 o025 4882011
0321+ 0.403+ 503+

1 0006 0005 o011 >-28+0.39
0327+ 0393+ 522+

2 0012 0006 028 495049
0337+ 0392+ 5.13+

3 0012 0008 029 450:0.71
0339+ 0376+ 5.04+

4 0017 0020 022 495078
0.346+ 0.384+ 4.88+

5 0007 0008 013 854092
0360+ 0384+ 4.73+

6 o028 0005 014 690127

, 0342t 0380r 474k o000

0.031 0.001 0.04

It is not clear, however, why the final viable counts
of L. plantarum in the crust are about two logs higher
than in the crumb.

In addition, the pH of the bread decreased and the
total titrable acid (TTA) increased during storage due
to the production of lactic acid by L. plantarum,
while the pH of bread from the control group
(without probiotics addition) remained at around
6.00+0.09, TTA around 2.33£0.16 mL).

Fig. 4. Photos of bread after 5-day storage (left:
control group; right: bread with L. plantarum
addition; black arrow: mold).

The mold-free shelf life was prolonged by adding L.
plantarum compared to bread without L. plantarum
addition (see Figure 4). No mold was observed on the
bread with probiotic addition after 5-day storage.
This may be explained by production of anti-
microbial compounds by lactic acid bacteria
(including L. plantarum P8), which inhibit the
growth of fungi (Moore, et al., 2008; W. Zhang, et
al., 2015).

CONCLUSIONS

In this study, the residual viable counts of L.
plantarum in bread during and after baking
experiment were determined. Significant differences
were observed between the probiotic viable counts in
the crust and crumb of 5 g mini-breads baked at 175
°C and 235 °C, but not at 200 °C.

Thermal inactivation was dominant compared to
dehydration inactivation during baking. A modified
Weibull model reasonably described the residual
viability of L. plantarum by considering thermal
inactivation. The model may be further improved by
considering different stages of bread baking and
describing the influence of changes in microstructure
on survival.

L. plantarum grows back in the bread matrix after
baking. The probiotic bacteria grew by 2~3 Log cfu/g
in bread matrix after 4-day storage and high viable
counts (>10° cfu/g) were obtained and then stayed at
the same level for 3 days . This growth was also
evident in an extended mold-free storage time,
compared to similar breads without L. plantarum.



NOMENCLATURE
A Residual viability -
b Temperature dependency 1/°C
parameter of o for thermal
inactivation
n Number of data points -
N Viable counts cfulg
p Moisture content dependency -
of parameter a for thermal
inactivation
T Temperature °C
t Time S
X Moisture content kg/kg

Greek letters

o Weibull distribution parameter Minute
B Weibull distribution parameter -

Subscripts

D Dehydration inactivation
ref  Reference

S Solid

T Thermal inactivation

w Water/dehydration

0 Initial

crit  Critical moisture content

ACKNOWLEDGEMENTS

The authors thank Prof. Heping Zhang from Inner
Mongolia Agricultural University in China for giving
the probiotic strain as a gift.

REFERENCES

Altamirano-Fortoul, R., Moreno-Terrazas, R.,
Quezada-Gallo, a., & Rosell, C. M. (2012).
Viability of some probiotic coatings in bread

and its effect on the crust mechanical properties.

Food  Hydrocolloids,  29(1),
d0i:10.1016/j.foodhyd.2012.02.015

166-174.

Ansari, M. |. a, & Datta, a K. (2003). An overview of
sterilization methods for packaging materials
used in aseptic packaging systems. Trans

IChemE, 81(March), 57-65.
doi:http://dx.doi.org/10.1205/09603080376520
8670

Aragon-Alegro, L. C., Alarcon Alegro, J. H., Roberta
Cardarelli, H., Chih Chiu, M., & lIsay Saad, S.
M. (2007). Potentially probiotic and synbiotic
chocolate mousse. LWT - Food Science and

Technology, 40(4), 669-675.
d0i:10.1016/j.lwt.2006.02.020

Cerqueira, M. A. (2014). Functional Bakery
Products: An Overview and Future

Perspectives.

Charalampopoulos, D., Pandiella, S. S., & Webb, C.
(2002). Growth studies of potentially probiotic
lactic acid bacteria in cereal-based substrates.
Journal of Applied Microbiology, 92(5), 851-
859. d0i:10.1046/j.1365-2672.2002.01592.x

Corcoran, B. M., Ross, R. P., Fitzgerald, G. F., &
Stanton, C. (2004). Comparative survival of
probiotic lactobacilli  spray-dried in the
presence of prebiotic substances. Journal of
Applied Microbiology, 96(5), 1024-1039.
doi:10.1111/j.1365-2672.2004.02219.x

Corsetti, a., Gobbetti, M., Balestrieri, F., Paoletti, F.,
Russi, L., & Rossi, J. (2008). Sourdough Lactic
Acid Bacteria Effects on Bread Firmness and
Staling.  Journal of Food  Science.
doi:10.1111/j.1365-2621.1998.th15739.x

Do Espirito Santo, A. P., Perego, P., Converti, A., &
Oliveira, M. N. (2011). Influence of food
matrices on probiotic viability — A review
focusing on the fruity bases. Trends in Food
Science & Technology, 22(7), 377-385.
doi:10.1016/j.tifs.2011.04.008

Fu, N., & Chen, X. D. (2011). Towards a maximal
cell survival in convective thermal drying
processes. Food Research International, 44(5),
1127-1149. d0i:10.1016/j.foodres.2011.03.053

Huang, S., Yang, Y., Fu, N., Qin, Q., Zhang, L., &
Chen, X. D. (2014). Calcium-Aggregated Milk:
a Potential New Option for Improving the
Viability of Lactic Acid Bacteria Under Heat
Stress. Food and Bioprocess Technology, 7(11),
3147-3155. doi:10.1007/s11947-014-1331-9

Moore, M. M., Dal Bello, F., & Arendt, E. K. (2008).
Sourdough  fermented by Lactobacillus
plantarum FST 1.7 improves the quality and
shelf life of gluten-free bread. European Food
Research and Technology, 226(6), 1309-1316.
d0i:10.1007/s00217-007-0659-z

Palacios, M. C., Sanz, Y., Haros, M., & Rosell, C. M.
(2006). Application of Bifidobacterium strains
to the breadmaking process. Process
Biochemistry, 41(12), 2434-2440.
doi:10.1016/j.prochio.2006.07.002

Perdana, J., Bereschenko, L., Fox, M. B., Kuperus, J.
H., Kleerebezem, M., Boom, R. M., &
Schutyser, M. A. |. (2013). Dehydration and
thermal inactivation of Lactobacillus plantarum
WCFS1: Comparing single droplet drying to
spray and freeze drying. Food Research
International, 54(2), 1351-1359.
doi:10.1016/j.foodres.2013.09.043



Perdana, J., Fox, M. B., Schutyser, M. a I., & Boom,
R. M. (2012). Enzyme inactivation kinetics:
Coupled effects of temperature and moisture
content. Food Chemistry, 133(1), 116-123.
doi:10.1016/j.foodchem.2011.12.080

Primo-Martin, C., Pijpekamp, a. V. D., Vliet, T. Van,
Jongh, H. H. J. D., Plijter, J. J., & Hamer, R. J.
(2006). The role of the gluten network in the
crispness of bread crust. Journal of Cereal
Science, 43(3), 342-352.
d0i:10.1016/j.jcs.2005.12.007

Purlis, E. (2011). Bread baking: Technological
considerations based on process modelling and
simulation. Journal of Food Engineering,
103(1), 92-102.
doi:10.1016/j.jfoodeng.2010.10.003

Purlis, E., & Salvadori, V. O. (2009). Bread baking
as a moving boundary problem. Part 1:
Mathematical modelling. Journal of Food
Engineering, 91(3), 428-433.
doi:10.1016/j.jfoodeng.2008.09.037

Reid, a. A., Champagne, C. P., Gardner, N., Fustier,
P., & Vuillemard, J. C. (2007). Survival in
Food Systems of Lactobacillus rhamnosus
RO11 Microentrapped in Whey Protein Gel
Particles. Journal of Food Science, 72(1),
MO031-M037. doi:10.1111/j.1750-
3841.2006.00222.x

Ross, R. P., Desmond, C., Fitzgerald, G. F., &
Stanton, C. (2005). Overcoming the
technological hurdles in the development of
probiotic  foods. Journal of  Applied
Microbiology, 98(6), 1410-1417.
doi:10.1111/].1365-2672.2005.02654.x

Soukoulis, C., Yonekura, L., Gan, H. H., Behboudi-
Jobbehdar, S., Parmenter, C., & Fisk, 1. (2014).
Probiotic edible films as a new strategy for
developing functional bakery products: The
case of pan bread. Food Hydrocolloids, 39,
231-242. doi:10.1016/j.foodhyd.2014.01.023

Valerio, F., De Bellis, P., Lonigro, S. L., Visconti, A.,
& Lavermicocca, P. (2008). Use of
Lactobacillus plantarum fermentation products
in bread-making to prevent Bacillus subtilis
ropy spoilage. International Journal of Food
Microbiology, 122(3), 328-32.
doi:10.1016/j.ijfoodmicro.2008.01.005

Wang, R., & Zhou, W. (2004). Stability of tea
catechins in the breadmaking process. Journal
of Agricultural and Food Chemistry, 52(26),
8224-9. doi:10.1021/jf048655x

Zhang, J., & Datta, A. K. (2006). Mathematical
modeling of bread baking process. Journal of
Food Engineering, 75(1), 78-89.
doi:10.1016/j.jfoodeng.2005.03.058

Zhang, L., Huang, S., Ananingsih, V. K., Zhou, W.,
& Chen, X. D. (2014). A study on
Bifidobacterium lactis Bb12 viability in bread
during baking. Journal of Food Engineering,
122(1), 33-37.
doi:10.1016/j.jfoodeng.2013.08.029

Zhang, W., Sun, Z., Bilige, M., & Zhang, H. (2015).
Complete genome sequence of probiotic
Lactobacillus plantarum P-8 with antibacterial
activity. Journal of Biotechnology, 193, 41-42.
doi:10.1016/j.jbiotec.2014.11.011



